




207528-L-bw-Schootbrugge207528-L-bw-Schootbrugge207528-L-bw-Schootbrugge207528-L-bw-Schootbrugge

1 

 

 

The involvement of αB-crystallin 
in cancer 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 
 

 

 

Chantal van de Schootbrugge 
  



207528-L-bw-Schootbrugge207528-L-bw-Schootbrugge207528-L-bw-Schootbrugge207528-L-bw-Schootbrugge

2 
 

 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
COVER:    JULIE LEUTHOLD (www.flickr.com/julieleuthold) 
     "TREE OF HOPE" Breast Cancer Survivor Tree 
 
PRINTED BY:  IPSKAMP DRUKKERS, ENSCHEDE 
      
ONLINE:   HTTP://BOOKS.IPSKAMPDRUKKERS.NL/THESIS/207528- 
     SCHOOTBRUGGE/ 
 
ISBN:    9789462596399   
  
 
The research described in this thesis was performed at the Department of Biomolecular 
Chemistry, Nijmegen Centre for Molecular Life Sciences, Radboud University 
Nijmegen, The Netherlands and the Department of Radiation Oncology, Radboud 
University Nijmegen Medical Centre, The Netherlands. This work was financially 
supported by the Dutch Cancer Society (project number KUN 2007-3864). 
 
© C. van de Schootbrugge. Nijmegen, The Netherlands, 2015  

http://www.flickr.com/julieleuthold
http://books.ipskampdrukkers.nl/THESIS/207528-


207528-L-bw-Schootbrugge207528-L-bw-Schootbrugge207528-L-bw-Schootbrugge207528-L-bw-Schootbrugge

3 
 

 

The involvement of αB-crystallin 
in cancer 

 

 

 

 
 

Proefschrift 
 
 

ter verkrijging van de graad van doctor 
aan de Radboud Universiteit Nijmegen 

op gezag van de rector magnificus prof. dr. Th.L.M. Engelen, 
volgens besluit van het college van decanen 

in het openbaar te verdedigen op woensdag 8 juli 2015 
om 14.30 uur precies 

 

 

 

 
 

door 
Chantal van de Schootbrugge 
geboren op 21 augustus 1983 

te Nunspeet 
 



207528-L-bw-Schootbrugge207528-L-bw-Schootbrugge207528-L-bw-Schootbrugge207528-L-bw-Schootbrugge

4 
 

PROMOTOREN: 
Prof. dr. G.J. Pruijn 
Prof. dr. J.H.A.M. Kaanders 
 
COPROMOTOREN: 
Dr. W.C. Boelens 
Dr. J. Bussink 
 
MANUSCRIPTCOMMISSIE: 
Prof. dr. B. Wieringa 
Prof. dr. M.A.W. Merkx 
Prof. dr. H.H. Kampinga (Universitair Medisch Centrum Groningen) 
 

 
 
 
 
  



207528-L-bw-Schootbrugge207528-L-bw-Schootbrugge207528-L-bw-Schootbrugge207528-L-bw-Schootbrugge

5 
 

TABLE OF CONTENTS                 PAGE 
 
 
Abbreviations                    7 
 
 
Chapter 1  αB-crystallin; a versatile small heat shock protein     9 
 
 
Chapter 2  Cancer formation              25 
 
 
Chapter 3  αB-crystallin stimulates VEGF secretion and tumor cell   39 
     migration and correlates with enhanced distant  
     metastasis in head and neck squamous cell carcinoma 
 
 
Chapter 4  Effect of hypoxia on the expression of αB-crystallin    55 
     in head and neck squamous cell carcinoma 
 
 
Chapter 5  αB-crystallin expression is correlated with phospho-    75 
     ERK1/2 expression in human breast cancer  
 
 
Chapter 6  Pseudophosphorylated αB-crystallin is a nuclear     89 
     chaperone imported into the nucleus with help of  
     the SMN complex 
 
 
Chapter 7  General discussion              109 
 
Reference list                    125 
Summary                     146 
Samenvatting                    150 
Curriculum vitae                   155 
Publicaties                      156 
Dankwoord                     157 



207528-L-bw-Schootbrugge207528-L-bw-Schootbrugge207528-L-bw-Schootbrugge207528-L-bw-Schootbrugge

6 
 

  



207528-L-bw-Schootbrugge207528-L-bw-Schootbrugge207528-L-bw-Schootbrugge207528-L-bw-Schootbrugge

7 
 

ABBREVIATIONS 
 
αB-STA Non-phosphorylatable αB-   
   crystallin  
αB-STD Pseudophosphorylated αB-   
   crystallin  
αB-WT  Wild-type αB-crystallin    
AGO2  Argonaute 2    
AKT  Protein kinase B   
ANOVA Analysis of variance   
ARCON Accelerated radiotherapy,    
   carbogen, nicotinamide   
ATP  Adenosine Tri-phosphate  
BRCA  Breast Cancer susceptibility gene 
BSA  Bovine Serum Albumine   
CK   Cytokeratin     
CRM1  Chromosome region maintenance  
   1     
DFS  Disease-Free Surviva   
DMEM  Dulbecco's modified Eagle's    
   medium  
DNA  Deoxyribonucleic acid   
DOX  Doxycyclin    
DTT  Dithiothreitol  
EDTA  Ethylenediaminetetraacetic acid  
EGF  Epithelial growth factor   
EGFP  Enhanced Green Fluorescent   
   Protein  
EGFR   Growth factor receptor  
EGTA  Ethylene glycol tetraacetic acid 
EMEM  Eagle's minimal essential medium 
EMT  Epithelial-to-Mesenchymal    
   Transition 
ER   Estrogen receptor 
ER   Endoplasmic reticulum 
ERK1/2  Extracellular regulated protein   
   kinase1/2 
ETS-1  E26 transformation-specific-1 
FBX4  F-Box protein X4 
FCS  Fetal Calf Serum 
GFAP  Glial fibrillary acidic protein 
GST  Glutathione S-transferase 
GTP  Guanosine-5'-triphosphate 
HEPES  4-(2-hydroxyethyl)-1-    
   piperazineethanesulfonic acid 
HER2  Epidermal growth factor receptor 2 

HIF-1  Hypoxia-inducible factor 1  
HNSCC  Head and neck squamous cell   
   carcinoma    
HSF1  Heat shock factor 1    
HSP  Heat shock protein     
IGC  Interchromatic granule cluster  
IGF-1R  Insulin-like growth factor 1 receptor   
LEDGF  Lens epithelial derived growth factor  
LRC  Locoregional control    
LRR  Locoregional recurrence  
LUC  Luciferase   
MAPK  Mitogen-activated protein kinase   
MEK  Mitogen-activated protein kinase  
   kinase    
METS  Mitogenic Ets transcriptional   
   suppressor    
MFS  Metastasis-free survival    
MK   Mitogen activated protein kinase- 
   activated protein kinase 
MOPS  3-(N-morpholino)propanesulfonic  
   acid     
MSK1  Mitogen- and stress-activated protein 
   kinase-1    
mTOR  Mammalian Target of Rapamycin  
NAC  N-acetylcysteine   
NADPH Nicotinamide adenine dinucleotide  
   phosphate    
NMR  Nuclear Magnetic Resonance  
NRF2  NF-E2-related factor 2     
pAKT  phospho-AKT       
PBS  phosphate-buffered saline    
PHD  Prolyl hydroxylase     
pERK1/2  phospho-ERK1/2      
pmTOR  phospho-mTOR       
POP1  Ribonucleases P/MRP protein subunit 
PR   Progesterone receptor     
RAS  Oncogene protein P21    
ROC  Receiver operating characteristic  
ROS   Reactive oxygen species    
RT-PCR Real-time polymerase chain reaction  
SDS  Sodium dodecyl sulfate    
SF-1  Splicing factor 1      
SMA  Smooth muscle actin     
SMN  Survival motor neuron    
snRNP  Small nuclear ribonucleic particles  
TMA  Tumor microarray      
TRAIL   Tumor necrosis factor-related   
   apoptosis-inducing ligand   
VEGF  Vascular endothelial growth factor  
VHL  Von Hippel-Lindau protein 
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In this thesis, the endeavor to elucidate the steps of cancer formation in which small 
heat shock protein αB-crystallin can intertwine is described. This introductory chapter 
is meant to provide background information on this protein to help understand how it 
can be involved in the development of cancer. Chapter 2 will provide an introduction 
on cancer formation. The emphasis will be on head and neck squamous cell carcinoma 
(HNSCC) and breast cancer, since these two types of cancers are the major research 
subjects in this thesis.  
 
 
1. EVOLUTIONARY ASPECTS OF SMALL HEAT SHOCK PROTEINS  
 
Back in 1894 α-crystallin, now known to be composed of αA- and αB-crystallin, was 
discovered as a structural protein in the mammalian eye lens (1). Differentiated lens 
fiber cells have the unique property, as do erythrocytes, that they lack protein turnover 
due to the absence of cellular organelles, such as nuclei and mitochondria. Yet, these 
cells must remain viable and their proteins must keep their functional integrity. To 
maintain transparency of the lens, aggregation of the ageing lens proteins must be 
avoided. The role of αA- and αB-crystallin, now also called HSPB4 and HSPB5, was 
stepwise unraveled in this process. Around 1973, the sequence of bovine αA- and αB-
crystallin was determined by direct protein sequencing (2;3). Later, in 1982, it was 
realized that αA- and αB-crystallin belong to the family of sHSPs based on 
conspicuous sequence similarities with four Drosophila melanogaster sHSPs (4). Ten 
years later, by virtue of their ability to prevent the aggregation of unfolding proteins, 
αA- and αB-crystallin were recognized as molecular chaperones (5). However, their 
activity is generally considered as ‘chaperone-like’, because of their inability to refold 
proteins with the help of ATP.  
One by one the other human sHSPs were discovered that share conspicuous sequence 
identity with αA- and αB-crystallin. At present, there are ten HSPB family members 
known, called HSPB1-10. These possess the α-crystallin domain as the defining feature 
of their evolutionary relationship (Figure 1 position 113 - 201).  
Outside the α-crystallin domain, sHSPs have a low sequence similarity, although a few 
recurring motifs can be recognized. Noticeable is the “IPI/V” motif, which is localized 
in the C-terminal extension of a number of sHSPs (Figure 1, positions 218 - 220). This 
motif is thought to play both a structural and functional role in these proteins (6). In the 
N-terminal region several sHSPs display a SRLFDQxFG-like motif (Figure 1, 
positions 51 - 59); this motif has been pinpointed as important as well (7). Deleting this 
part affects the higher order assembly of the subunits and structural stability, as well as 
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the chaperone-like activity. The genes encoding HSPB1-10 are scattered over the 
different chromosomes. Only HSPB2 and αB-crystallin form an exception as they are 
arranged as a head-to-head gene pair on chromosome 11 (8). The chromosomal 
dispersal together with the sequence divergence, which amounts to 45 to 85%, suggests 
that the duplications responsible for these multiple genes occurred before the earliest 
divergence of present vertebrates. Indeed, in lower vertebrates orthologs of all 
mammalian sHSPs have been identified, except for HSPB10 (9;10). Based on a 
sequence alignment of human, mouse and chicken sHSPs, a maximum likelihood tree 
has been constructed, which facilitates the comparison of the evolutionary relationships 
between these proteins (Figure 2). It confirms that HSPB4-6 are each other’s closest 
relatives, as are HSPB2 and HSPB3. HSPB9 and HSPB10 are clearly the earliest 
diverging and most deviating sHSPs.  
 

 
Figure 1. Alignment of the human HSP27 (HSPB1), HSPB2, HSPB3, αA-crystallin 
(HSPB4), αB-crystallin (HSPB5), HSP20 (HSPB6), cvHSP (HSPB7), HSPB8, HSPB9 
and HSPB10. ClustalW v1.83 (11) was used to align the sequences at default settings. The 
C-terminal part (residues 200-250) was manually edited using GeneDoc (12). Similarity 
groups used for shading are DN, EQ, ST, KR, FYW and LIVM. Residues in black are 
conserved in 8-10 sequences and those in grey in 6-7. The β-strands that were identified by 
solid state NMR in HSPB5 (13) are indicated below the alignment. The arrowhead 
indicates the structurally and functionally important Arg in the α-crystallin domain. The N-
terminal SRLFDQxFG motif is located at positions 51 to 59, the C-terminal IPI/V motif at 
positions 218 to 220 (14). 
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Figure 2. Maximum Likelihood tree of HSP27 (HSPB1), HSPB2, HSPB3, αA-
crystallin (HSPB4), αB-crystallin (HSPB5), HSP20 (HSPB6), cvHSP (HSPB7), 
HSPB8, HSPB9 and HSPB10. The online PhyML program (http://atgc.lirmm.fr/phyml/ 
(15)) was used to calculate the Maximum Likelihood tree of the human (Hs), mouse (Mm) 
and chicken (Gg) proteins, using 500 bootstrap sets, the WAG model of substitution, 
estimated proportion of invariable sites, estimated gamma correction parameter and a 
BIONJ tree as starting point. The alignment used for this calculation was made with 
ClustalW v1.83 at default settings. 

http://atgc.lirmm.fr/phyml/
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2. STRUCTURE OF sHSPs 
 
One of the most notable features of sHSPs is their organization as large oligomeric 
structures. Human sHSPs, such as αB-crystallin, αA-crystallin and HSP27 (HSPB1), 
exhibit a remarkable polydispersity in their oligomeric states. Through interactions 
with themselves or with other sHSPs, homo- and hetero-oligomers can be formed 
containing up to 50 subunits (5;16;17). The quaternary structures are dynamic, which is 
reflected by rapid subunit exchange under native and stress conditions (18;19). The 
subunit exchange is markedly enhanced at high temperature, which may be a key factor 
in preventing protein aggregation during heat denaturation.  
The α-crystallin domain plays a central role in sHSP oligomerization across the 
evolutionary spectrum and is necessary to form the dimeric building blocks of which 
larger oligomeric structures are composed (20;21). Structurally important residues in 
the amino acid sequences of the α-crystallin domain are well conserved, and the 
predicted secondary structure shows a clear conservation of β-strand structures (Figure 
1, (10;13;22;23)). These β-strands assemble into a β-sandwich. 
The α-crystallin domain is surrounded by a hydrophobic N-terminal region and a rather 
short and polar C-terminal extension. The last 10-18 residues of the C-terminal 
extension are highly flexible as determined by NMR studies (24). This extension acts 
as a solubilizer to counteract the hydrophobicity associated with the target protein 
sequestration. Many of these C-terminal extensions contain a short β-strand formed by 
the conserved IPI/V motif. This strand is able to make contact with a hydrophobic 
patch in the α-crystallin domain of a neighboring subunit, which is critical for the 
oligomer formation (20;25) and is important for the functioning of sHSPs (26;27). 
Also, the N-terminal region plays an important role in the stabilization of the assembly 
and the formation of oligomers (28). This likely occurs via hydrophobic contacts 
between the N-terminal regions of the subunits that are buried inside the oligomer (25). 
In the case of αB-crystallin, a model based on NMR observations reveals that the α-
crystallin domain is responsible for dimer formation, that the C-terminal regions are 
responsible for defining hexameric units, and the N-terminal region and α-crystallin 
domain are responsible for higher-order multimerization (28). In addition, 
crystallization studies demonstrated that a highly conserved arginine, position 173 in 
Figure 1, plays an important role in the formation of intermolecular interactions that 
mediate the assembly of higher-order structures and substrate binding. Mutations of 
this residue in human sHSPs are associated with cataract, myopathy and neuropathy. 
Delbecq and Klevit reviewed several studies in which the oligomerization of αB-
crystallin was addressed. Taken together, these studies indicate that αB-crystallin forms 
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oligomers composed of 10-40 monomers. They conclude that αB-crystallin exists as a 
distribution of oligomeric species that include dimers, hexamers, and multiples of 
hexamers, and that the relatively short lifetime and small population of the smaller 
species limit their detection under native conditions (29-31). 
 
 
3. EXPRESSION OF sHSPS 
 
The expression of sHSPs changes during development and may vary depending on the 
local stress conditions. Under non-stress conditions αB-crystallin, HSP27, HSP20 and 
HSPB8 are ubiquitously expressed in most tissues, with a high expression level in 
cardiac and skeletal muscle (32-38). αA-crystallin is abundantly expressed together 
with αB-crystallin in the eye lens (39;40), but is almost undetectable in other tissues 
(33;36;41;42). Interestingly, the expression patterns of the head-to-head located genes 
for HSPB2 and αB-crystallin are not identical, indicating that besides shared, promoter-
preferred transcriptional regulatory elements are present as well (43-45).  
Several, but not all, members of the sHSP family exhibit a pattern of inducible 
expression in response to heat or other physiological stimuli. Heat shock is a 
commonly applied type of stress to determine whether the transcription of a gene is 
promoted by heat shock transcription factor 1 (HSF1). So far, it has been shown that 
αB-crystallin, HSP27 and HSPB8 are heat shock inducible, while no induction has 
been observed for HSPB2, HSPB3, αA-crystallin and HSP20 (46). Many other types of 
stress, such as osmotic or arsenite stress (47), hypoxia/reoxygenation (48), oxidative 
stress (49), exposure to heavy metals (50), and enforced exercise (51;52) can increase 
the expression of different sHSP as well. 
Certain diseases are associated with enhanced sHSP expression, especially 
neurodegenerative disorders and cancer. In brains of Alzheimer’s patients, increased 
expression of αB-crystallin and HSP27 has been observed in the activated glial cells 
close to the pathological lesions (53). Also, high levels of constitutive HSP27 and αB-
crystallin expression have been detected in several cancers, particularly those of 
carcinoma origin (54).  
 
 
4. POST-TRANSLATIONAL MODIFICATIONS 
 
Some, if not most, sHSPs can be phosphorylated, allowing to control their functioning 
by signal transduction pathways (55;56). Most sHSPs have their phosphorylatable 
serine residues localized in the N-terminal region. Phosphorylation of αB-crystallin 
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occurs at S19 by an unknown protein kinase, at S45 by ERK1/2 MAPK and at S59 by 
MK2 (57). In response to a wide variety of stimuli, growth factors, differentiation-
inducing agents, tumor necrosis factor, oxidative stress or heat shock, αB-crystallin is 
rapidly phosphorylated, which modulates its activity (54). Upon phosphorylation the 
distribution of oligomers shifts from mainly large αB-crystallin oligomers toward 
higher levels of smaller oligomeric structures (58;59).  
Moreover, mimicking phosphorylation enhances chaperone activity, preventing the 
aggregation of most of the target proteins that were studied (60). The cellular 
distribution of αB-crystallin can change as well. Phosphorylation of serines 45 and 59 
leads to translocation into the cell nuclei. αB-crystallin is localized here in so-called 
“speckles”, which are nuclear bodies that function as storage compartments for splicing 
factors (61). In response to stress, αB-crystallin is also known to interact with the three 
major cytoskeletal components, i.e. microtubules, intermediate filaments and 
microfilaments (62). Phosphorylation is probably important for these interactions, since 
αB-crystallin phosphorylated at S59 colocalizes with the cytoskeleton components, 
such as vinculin in focal adhesion and desmin in aggregates (63). 
Beside phosphorylation other modifications can occur as well. Deamidation is an 
aging-related process, resulting in the replacement of an amide group by a carboxylate 
group. This introduces a negative charge, which has been shown to affect the 
oligomeric structure and chaperone-like activity of αB-crystallin (64). Other well-
known modifications on α-crystallin are truncation (65;66), oxidation (67), glycation 
(68-71) and racemization/isomerization (72). The structural and functional implications 
of these modifications are not known yet. 
 
 
5. INTERACTIONS WITH UNFOLDING PROTEINS 
 
During unfolding of a protein, hydrophobic residues from the interior will be exposed 
and are responsible for aggregation. These protein aggregates can accumulate over 
time, which may lead to age-related diseases. Progress in understanding the mechanism 
of chaperone function of sHSPs has been achieved mainly by a biochemical approach 
using purified sHSPs and model substrate proteins. The chaperone activity is measured 
by its ability to prevent thermally or chemically induced aggregation of a substrate. 
Aggregation is a late step in the unfolding pathway (Figure 3). By interacting with 
partially unfolded proteins, sHSPs inhibit the aggregation process (25). Both the N-
terminal and C-terminal regions have been postulated to be involved in the chaperone 
function of sHSPs (20). This is based on cross-linking studies with a hydrophobic 
probe or small substrates. Once formed, complexes between substrates and sHSPs are 
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very stable. Electron microscopic images have revealed large complexes, of which the 
morphology depends on the nature of the substrate proteins and the respective sHSPs 
(73). In addition to these large complexes, still larger assemblies of substrate proteins 
and sHSPs have been observed when an excess of non-native proteins is present. In 
patients with aggregation diseases large accumulations of sHSPs with protein 
aggregates have been observed. Diseases associated with αB-crystallin containing 
aggregates are, Rosenthal fibers in Alexander disease (74), Lewy bodies in Parkinson's 
disease (75) and inclusion bodies in myopathies (76). In these situations, the 
incorporation of sHSPs into protein aggregates is believed to facilitate the reactivation 
or degradation of substrates. Although the critical role of sHSPs in conferring stress 
tolerance to cells is well established (77), their role in cellular protein refolding is less 
clear. The binding capacity can reach one substrate protein per sHSP subunit, 
indicating that sHSPs can be a major contributor to the chaperoning capacity of a cell. 
sHSP chaperone activity does not require ATP, and release of the bound substrate with 
subsequent refolding can be accomplished through interaction with HSP70 (78;79). 
 
 
 

 
 
 
 
 
 
 
 
 
 
 
 
 

 
 
Figure 3. Model for the chaperone functioning of sHSPs under stress conditions. 
Unfolding of native proteins can lead to (insoluble) aggregations. Partially unfolded 
proteins can be bound by sHSPs, keeping them in a soluble state, which is accessible for 
HSP70 and HSP40. These ATP-dependent chaperones can refold the protein to its native 
state (14). 
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Studies in Escherichia coli and Saccharomyces cerevisiae revealed the involvement of 
a cooperative cellular chaperone network connected to the sHSP-substrate complexes 
comprised of HSP70-HSP40 (80-83) (Figure 3 ). 
 
 
6. INTERACTIONS WITH PARTNER PROTEINS 
 
Interaction between proteins is a key element in building structures and functional 
protein complexes. These interactions are often transient, and are essential for the 
activities associated with biological processes. αB-crystallin interacts with other sHSPs 
to form mixed oligomeric complexes and with unrelated partners to fulfill a broad 
range of functions, which makes this protein very versatile. Here we focus on four 
important functions, involving hetero-oligomer formation, cytoskeletal organization, 
apoptosis and protein degradation. 
 
 
6.1. INTERACTIONS BETWEEN sHSPS 
 
In muscle cells, seven sHSPs are abundantly expressed (Figure 4). In these cells, 
hetero-oligomers of sHSPs may form and fulfill specific functions (84). A number of 
studies describe such mixed sHSP complexes, for example complexes containing αB-
crystallin/HSP27 (85) and αB-crystallin/HSP20 (86). Not much is known about the 
occurrence, composition and dynamics of hetero-oligomeric sHSP complexes in vivo, 
and whether particular compositions are preferred above others. This is in part caused 
by the difficulty to avoid subunit exchange after cell lysis, which makes it difficult to 
quantify subunit ratios. Furthermore, the affinity of their interactions is variable and 
can be regulated in a way that will affect the size of the oligomers (87).  
Well-known factors that influence the interaction between different sHSPs are 
phosphorylation (88) and temperature (89;90). The changes occurring in composition 
and size of hetero-oligomers may alter the accessibility of particular sites within the 
complex and could be a way to influence the functioning of sHSPs in the cellular 
environment. As explained, the expression of sHPSs can vary extensively between 
different cells types and therefore it is unclear if these interactions are muscle cell 
specific or more broadly occurring. 
 
 
 
 



207528-L-bw-Schootbrugge207528-L-bw-Schootbrugge207528-L-bw-Schootbrugge207528-L-bw-Schootbrugge

 
 

CHAPTER 1 
 

19 
 

 
 

 
 
 
 
 
 
 
 
 
 
 
Figure 4. Interactions between the seven sHSPs expressed in muscle cells. Several 
complexes can be formed through interactions of sHSPs with themselves (homomeric 
interaction) or with other sHSPs (heteromeric interaction). 1: homomeric interaction HSP27 
(HSPB1) (91), 2: homomeric interaction HSPB2, homomeric interaction αB-crystallin 
(HSPB5) and interaction between HSPB2 and HSPB3 (87), 3: homomeric interaction αB-
crystallin (HSPB5) and interaction between HSP27 (HSPB1) and αB-crystallin (HSPB5) 
(92), 4: interaction between αB-crystallin (HSPB5) and HSP20 (HSPB6) (93), 5: 
homomeric interaction HSPB6 (59), 6: interaction between αB-crystallin (HSPB56 and 
HSPB8 and interaction between HSP20 (HSPB6) and HSPB8 (94), 7: homomeric 
interaction HSPB8, interaction between cvHSP (HSPB7) and HSPB8, interaction between 
HSP27 (HSPB1) and HSPB8 and interaction between HSPB2 and HSPB8 (95), 8: 
interaction between HSP27 (HSPB1) and HSPB8 (96), 9: interaction between HSPB6 and 
HSP27 (HSPB1) (90), 10: interaction between αB-crystallin (HSPB5) and HSP27 (HSPB1) 
(97), 11: interaction between HSPB2 and HSPB8 (98), 12: interaction between αB-
crystallin (HSPB5) and HSP27 (HSPB1) (14;17).  
 
 
6.2. INTERACTIONS WITH THE CYTOSKELETON 
 
sHSPs binds and thereby modulates the structure of the cytoskeleton, an activity which 
is linked to their protective function. αB-crystallin, as well as HSP27, are able to 
associate with actin (99). The interaction appears to be vital for the stability of the actin 
network and is important for cardiac and skeletal muscle development (100). 
Moreover, αB-crystallin associates with intermediate filaments, especially type III 
filaments such as vimentin (101), desmin (102) and glial fibrillary acidic protein 
(GFAP) (103) and regulates the assembly of intermediate filaments and assists in their 
recovery from stress by preventing untimely filament–filament interactions that would 
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otherwise lead to aggregation. The missense mutation R120G in αB-crystallin, which 
reduces the chaperone-like activity (104), leads to accumulation of desmin-positive 
sarcomeric inclusions (105). αB-crystallin also plays a critical role in Alexander 
disease to prevent aggregation of GFAP and the formation of Rosenthal fibers (106). In 
the absence of stress, αB-crystallin interacts directly with tubulin and microtubule-
associated proteins to promote microtubule assembly and under stress protects against 
microtubule depolymerization (107-109). This action is dependent on the oligomeric 
state of αB-crystallin (110). 
 
 
6.3. INTERACTION WITH APOPTOSIS-INDUCING PROTEINS 
 
Apoptosis is a controlled way of cell death and several stimuli can trigger this process. 
There are two pathways leading to apoptosis: the intrinsic (mitochondrial) pathway and 
the extrinsic (death receptor) pathway. Increased expression of sHSPs during a stress 
response correlates with better cell survival after the stress, which might be an effect of 
the inhibition of the apoptotic process. αB-crystallin interacts with pro-apoptotic 
factors interfering with their function and therefore leading to inhibition of the intrinsic 
pathway (111). In vitro, αB-crystallin is capable of binding procaspase 3 cleavage 
products (112) and thus may inhibit the intrinsic apoptosis pathway in vivo (113). 
Posttranslational modifications are important as well for the protective function of αB-
crystallin, as phosphorylation of S45 and S59 protects against C2-ceramide and 
staurosporine-induced cell death (114). 
It is clear that αB-crystallin and also other sHSPs aid in cell survival in several 
different ways. However, the significance and physiological importance of each 
interaction in the regulation of the apoptotic process is still not well understood and 
needs further investigations.  
 
 
6.4. INTERACTION WITH THE DEGRADATION MACHINERY 
 
sHSPs have been implicated in the ubiquitin-proteasome pathway, a process in which 
ubiquitin ligases mark substrate proteins for degradation by the proteasome. This is 
executed by covalent addition of multiple ubiquitin molecules. αB-crystallin can 
interact with F-Box protein X4 (FBX4), which forms an E3 ubiquitin ligase, together 
with Skp1 and Cullin1 (115). One of the targets of this FBX4/αB-crystallin E3 ligase is 
phosphorylated cyclin D1 (116). This protein accounts for the G1 to S phase transition 
in the cell cycle and its degradation leads to diminished cell proliferation. Thus by 
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interacting with FBX4, αB-crystallin may interfere with cell growth. αB-crystallin can 
also bind to one of the fourteen subunits of the 20S proteasome, possibly guiding the 
substrate to the proteasome (117). 
 
 
7. INVOLVEMENT OF sHSPS IN DISEASE 
 
As molecular chaperones, sHSPs protect protein structure and activity, thereby 
counteracting the deleterious effects of disease processes. The expression of various 
sHSPs is therefore upregulated under different pathological conditions. sHSPs guard 
against ischemic and reperfusion injury caused by myocardial infarction or stroke, 
prevent cataract in the mammalian eye lens and protect against aggregation and/or 
toxicity of α-synuclein in Parkinson’s disease, huntingtin in Huntington’s disease and 
amyloid in Alzheimer’s disease. The exact role of sHSPs in these diseases might be 
linked to their chaperone activity in providing a first line of defense against misfolded 
proteins (118-121), and in modulating the aberrant protein interactions that trigger 
pathogenic cascades. 
On the other hand, mutated sHSPs contribute to cell malfunctioning. For instance, 
mutants of sHSPs are implicated in diseases such as myofibrillar myopathy, 
cardiomyopathy, neuropathies and cataract. These pathologies result from the 
misfolding and progressive aggregation of the mutated sHSP, although the molecular 
mechanism is likely to be different for each type of disease (54;122). The myofibrillar 
myopathy associated R120G mutation in αB-crystallin has been found to modify the 
properties of αB-crystallin, such as oligomerization and in vitro chaperone-like activity 
(104), and to increase its affinity to desmin (123). This mutation in αB-crystallin 
results in misfolding and progressive aggregation, and subsequent association with 
desmin filaments to form αB-crystallin /desmin/amyloid-positive aggresomes (124). 
The D109H mutation found in a family with five affected individuals, results in the 
same clinical phenotype as the R120G mutation (125). Interestingly, molecular 
modelling shows that D109 and R120 interact with each other during dimerization of 
αB-crystallin, which might explain why these mutations give the same phenotype. 
Several members of the HSPB family have been implicated in cancer development, of 
which αB-crystallin and HSP27 are most well studied. αB-crystallin can act as an 
oncoprotein in breast cancer and its expression is correlated with a poor clinical 
outcome (126). High expression induces neoplastic changes and invasive properties in 
human mammary epithelial cells, which are inhibited by αB-crystallin phosphorylation. 
Phosphorylation affects oligomerization and anti-apoptotic activities of αB-crystallin. 



207528-L-bw-Schootbrugge207528-L-bw-Schootbrugge207528-L-bw-Schootbrugge207528-L-bw-Schootbrugge

 
 
αB-CRYSTALLIN; A VERSATILE SMALL HEAT SHOCK PROTEIN 
 

22 
 

Remarkably, αB-crystallin does not increase the tumorigenic potential under all 
circumstances. In fact, the protein can reduce cancer progression by forming, together 
with FBX4, an E3 ligase able to ubiquitinate and subsequently degrade cyclin D1 (see 
6.4) (116). Cyclin D1 is a well-known oncoprotein, and decrease in αB-crystallin levels 
likely lead to elevated cyclin D1 levels, which may drive tumor formation. Studies by 
Lin and co-workers show that in a subset of breastcancer-derived cell lines the 
expression of αB crystalline is decreased, which indeed coincided with cyclin D1 
stabilization (116). 
The expression of sHSPs is also involved in another aspect of cancer biology. sHSP 
expression is associated with cellular resistance to cytostatic anticancer drugs 
(127;128). Some of these drugs, in particular cisplatin (129), vincristine and colchicine 
(108) have been demonstrated to enhance αB-crystallin and HSP27 expression, leading 
to even higher resistance to these drugs. Thus, high expression of sHSPs may impair 
the efficiency of the clinical treatments using chemotherapeutic agents and could 
ultimately affect the survival of the patient. 
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Title: Clara Jacobi 

Image from the History of Medicine (NLM) 
Copyright Statement: The National Library of Medicine believes this item 

to be in the public domain. 
 

Clara Jacobi was a Dutch woman who, in 1689, had a tumor 
removed from her neck. 
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In this thesis the research is focused on two types of solid tumors; head and neck 
squamous cell carcinoma (HNSCC) and breast cancer. This chapter will provide an 
introduction on how solid tumors are generally formed and describes the major 
characteristics of these two kinds of tumors. Moreover, metastasis formation and the 
presence of hypoxic regions in solid tumors will be discussed. 
 
 
1. SOLID TUMORS 
 
A tumor is formed when cells exhibit uncontrolled cell division. If the tumor is benign, 
the lump of cells can often be removed and in most cases does not regrow. If the tumor 
is able to intrude and destroy adjacent tissues, it is termed malignant and cancerous 
(130). 
There are different kinds of cancer, depending on the type of cell from which the 
cancer originates. Carcinomas begin in epithelial cells of the skin or in endothelial 
cells that cover internal organs. Sarcomas develop from bone, muscle, cartilage, fat, 
muscle, blood vessels or connective or supportive tissue. Lymphoma and leukemia start 
in the blood-forming (hematopoietic) cells. There are central nervous system cancers, 
which begin in the brain or spinal cord. Blastoma originates from precursor cells and 
usually occurs in children. 
A solid tumor, the type of tumors on which this chapter will be focused, consists of two 
distinct compartments: the parenchyma, which are the neoplastic cells and the stroma, 
which is comprised of nonmalignant supporting tissue, connective tissue, inflammatory 
cells and blood vessels (131).  
High throughput sequencing data reveal that numerous mutations are involved in 
tumorigenesis (132-134). All kinds of point mutations, translocations, amplifications 
and deletions may contribute to cancer development (132-134). Using bioinformatic 
analysis, it has become clear that many core signaling pathways and processes are 
affected by these mutations (135). Most cells require alterations on at least six 
important areas of cell signaling and functioning, which collectively make 
transformation to a cancer cell feasible: self-sufficiency in growth signaling, 
insensitivity to anti-growth signaling, evasion of programmed cell death, limitless 
replication, sustained angiogenesis and tissue invasion and metastasis (Figure 1) (136). 
All these alterations uncouple cell growth from extracellular stimuli (137;138) and 
cells obtain characteristics that promote growth and cell survival, ultimately leading to 
evolution of a tumor (139;140). The affected genes can be subdivided into two 
categories. The first category is formed by the tumor suppressor genes, which become 
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inactivated upon so called loss-of-function mutations. Normally, these genes encode 
for proteins that function in the inhibition of the cell cycle or inhibit proliferation, like 
p53 and pRb (141;142). The other category consists of the proto-oncogenes, which 
after ‘gain of function’ mutations become oncogenes. Example are the cell cycle 
regulator cyclin D1 and Epidermal Growth Factor Receptor 2 (HER2, also known as 
HER2/neu or ERBB2), an epidermal growth factor receptor able to activate several 
signaling pathways (143;144). 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
Figure 1. Physiological alterations required for cellular transformation into a 
cancerous cell. Cells need to become self-sufficient in growth signaling, insensitive to 
antigrowth signaling, unable to die by apoptosis and perform limitless replications, 
stimulate sustained angiogenesis and ultimately able to invade tissues to form metastasis. 
Figure is based on (136). 
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Mutations usually increase the activity of the encoded protein or increase expression of 
the gene. Novel mutations can arise for example due to errors during DNA replication 
or mutations can be acquired via exposure to a broad range of environmental and 
occupational carcinogens (145;146). The accumulation of mutations also drives tumor 
progression, meaning that cancers can become more and more malignant over time 
(147;148) (Figure 2). 
 
 
2. HNSCC AND BREAST CANCER 
 
Head and neck squamous cell carcinoma (HNSCC) is the sixth most common cancer 
worldwide and accounts for 6% of all cancers (149;150). Although prognosis gradually 
improved over the past 40 years, the overall 5 year survival rate is still only around 
50%. Most important risk factors for the development of HNSCC are tobacco use, 
alcohol consumption (151) and viral infections, most notably with HPV (152;153). 
Genetic predisposition plays a role as well (154).  
Several oncogenic mutations specific for oral cancer, a subtype of HNSCC, have been 
established. An effect of these mutations can be an elevated production of growth 
factor TGF-α, which binds to epidermal growth factor receptor (EGFR, also termed 
HER1) (155-157). Also, EGFR itself can be constitutive activated by mutations, like 
deletion of the N-terminal ligand-binding domain, deletion of the C-terminus, 
preventing downregulation after ligand binding or overexpression (158-162). Also 
intracellular messengers (like the RAS family members) and transcription factors (for 
example cyclin D1) are altered. Moreover, mutations in tumor suppressor genes like 
p53, p16 and doc-1 have been described (157;163). 
Breast cancer is a leading cause of death from cancer among women. Using gene 
expression profiling, the heterogeneous group of breast cancer tumors can be divided in 
several subsets, of which the most well-known are normal breast-like, luminal A and 
B, HER2-enriched and basal-like breast tumors (164). An immunohistochemical 
difference between these groups can be found in expression of the estrogen receptor 
(ER), progesterone receptor (PR) and HER2 receptor (Table 1). The group of breast 
cancers lacking the expression of the three receptors, ER, PR and HER2, but with 
overexpression of for example EGFR, is referred to as triple negative. These tumors 
often show the basal-like gene expression pattern, including expression of basal-like 
marker CK5/6 and smooth muscle actin (SMA) and this type accounts for 15% of all 
breast cancer cases. The different tumor subtypes vary in their prognosis and is the 
worst for patients with the triple negative/basal-like subtype (165).  
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Figure 2. Cellular transformation leading to formation of a malignant tumor. Due to 
DNA replication errors and effects of exogenous carcinogens, mutations can arise 
(initiation, 2, black nucleus). If a cell is able to repair the mutation, the cell is again 
unaffected (DNA repair, 1, all nuclei have the normal grey phenotype). If the mutation is 
not repaired and inactivates a tumor suppressor gene or activates a proto-oncogene, a 
phenotype can arise causing uncontrolled replication of the affected cell, leading to solid 
tumor formation (promotion, 3). Ultimately, genomic instability can lead to the 
accumulation of even more mutations, leading to a tumor showing genomic heterogeneity 
between cells (progression, 4) and presenting more malignant behavior (metastasis). Figure 
is adapted from (148). 
 
 
Many mutations are described to be present in breast cancer tissue. In 80% of the 
familial hereditary breast cancers, BRCA1 or BRCA2 are affected. These proteins are 
functioning in the DNA damage response pathway and malfunctioning causes 
susceptibility to an instable genome (166). Also mutations of signal transduction 
mediators (oncogenes as mTOR and RAS, cell cycle modulators as cyclin D1 and 
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tumor suppressor genes p53, p27 and PTEN) have been described (167). 
Overexpression of EGFR has been described as well, especially in the basal-like 
subtype (Table 1), only overexpression is not as common as for example in HNSCC 
(168). 
 
Table 1. Receptor status of different breast cancer subtypes (168).  

Breast cancer subtype Receptor 
Luminal A ER+ and/or PR+, HER2- 
Luminal B ER+ and/or PR+, HER2+ 
Normal breast-like ER-, PR-, HER2- 
Basal-like ER-, PR-, HER2-, EGFR+* 
HER2-enriched ER-, PR-, HER2+ 

* Expression of basal-like markers 
 
 
3. METASTASIC MECHANSIMS OF SOLID TUMORS  
 
Some types of cancer cells are prone to spread to other parts of the body through the 
blood and lymph systems. This process is termed metastasis formation (130). Organs to 
which solid tumors preferentially spread and in which secondary tumors are generally 
formed are the lungs, liver, brain and bone. Both HNSCC and breast cancer are prone 
to metastasis formation (169). Generally, many steps are necessary for cell spreading to 
occur from the primary tumor site to a distant site. This process is known as the 
metastatic cascade. First, the so-called Epithelial-to-Mesenchymal Transition (EMT) 
occurs. During EMT, epithelial cells acquire characteristics similar to less specialized 
mesenchymal cells (170;171). Secondly, tumor cells become dissociated from the 
tumor. Normally, cells would undergo anoikis, which is cell death induced by 
inappropriate loss of cell adhesion. Hence, anoikis suppression is required for tumor 
cells to be able to metastasize to distant sites (172;173). As a third step, neighboring 
tissue is invaded. In many tumors, a basal lamina separates nests of tumor cells from 
stroma and at sites where the lamina is incomplete, often tumor invasion occurs (174). 
Thus, tumor cells must acquire the ability to invade and migrate (130). Many proteins 
are involved in the process of cell migration, and in metastasizing tumors mutations in 
the genes encoding for example integrins, which are transmembrane receptors that 
mediate the attachment between cells and their surroundings, can be found (175-177). 
The fourth step entails intravasation into pre-existing and newly formed blood and 
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lymph vessels. Normally, angiogenesis is rare and occurs mainly during wound healing 
and the female reproductive cycle. The growth of new vessels is controlled by a 
balance of angiogenic activators and angiogenic inhibitors (130;178;179). During the 
“angiogenic switch”, upon which a tumor activates vascularisation, this balance is 
disturbed (137). A major player in angiogenesis is vascular endothelial growth factor 
(VEGF) (180). Tumor cells are transported to distant sites in the body through blood- 
or lymph vessels (fifth step). In the sixth step of the metastatic cascade, cells 
extravasate from vessels. In the seventh and final step, outgrowth of metastases occurs 
(130). There are differences between the different types of cancer regarding the 
propensity to metastasize, the extent of metastasis and the sites to which tumors 
metastasize. The last few years there has been much focus on the discovery of gene 
targets that regulate metastasis or can act as biomarkers for metastasis formation. 
 
 
4. HYPOXIC REGIONS AND REACTIVE OXYGEN SPECIES IN SOLID TUMORS 
 
When a tumor reaches a size of 1-2 mm, tumor formation is hampered due to the 
limitation of diffusion of O2 and nutrients. If growth occurs beyond this limit without 
formation of new blood vessels, another phenomenon arises, which is the development 
of hypoxic regions within these tumors. Hypoxia is a condition in tissues were oxygen 
pressure is less than 5 to 10 mmHg (0.66 – 1.32% O2) (181).  
The best-characterized hypoxia response pathway is via hypoxia-inducible factor-1 
(HIF-1). HIF-1 consists of the constitutively expressed HIF-1β and HIF-1α, of which 
the latter is regulated in an oxygen dependent way. In normoxic areas of the tumor, 
prolyl hydroxylases (PHD) modify Pro-402 and Pro-564 of HIF-1α in a reaction that 
uses O2 as a substrate. Hydroxylated HIF-1α interacts with the Von Hippel-Lindau 
protein (VHL). This protein is part of an E3 ubiquitin ligase complex, of which binding 
ultimately leads to proteasomal degradation of HIF-1α (182).  
In hypoxic regions, HIF-1α is stabilized by suppressed breakdown and subsequently 
transported to the nucleus, where it dimerizes with HIF-1β, forming the HIF-complex. 
This binds to hypoxia response element (5’-G/ACGTG-3’) with help of coactivator 
CBP/p300. Binding of HIF-1 to CBP/p300 is regulated by the factor inhibiting HIF-1 
(FIH-1), which uses O2 as a substrate to hydroxylate HIF-1α at Asn-803, thereby 
preventing the binding to CBP/p300 (181). Targets of HIF-1 signaling can be divided 
into the categories: glucose transporters and glycolysis, angiogenesis, survival and 
proliferation (183). The presence of hypoxia is correlated to worse clinical outcome 
(184-186) and is associated with therapeutic resistance and metastatic progression 
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(183;187-193). Moreover, HIF-1α is overexpressed in many cancers (182). There are 
two different kinds of hypoxia: acute and chronic. Chronic hypoxia arises when the 
vasculature provides limited blood flow capacity. Acute hypoxia arises, when enough 
blood vessels are present only these are leaking or partially blocked, thereby preventing 
O2-rich blood from reaching the inner part of the tumor (181). Multiple studies have 
shown that the blood flow in tumors can be irregular. This is responsible for hypoxia 
and reoxygenation phases, which is called intermittent hypoxia (194-198). Tumor cells 
exposed to cyclic hypoxia/reoxygenation showed much greater upregulation of 
metastasis-related genes (187), thus not only hypoxia itself, but reoxygenation as well 
can have detrimental effects.  
In vivo studies have demonstrated that hypoxia/reoxygenation transitions are associated 
with transient increased levels of reactive oxygen species (ROS) (199;200). Underlying 
molecular mechanisms are not completely characterized yet. Both the respiratory 
system of the mitochondria, as well as NADPH oxidases have been implicated as 
sources of elevated ROS levels in situations of hypoxia/reoxygenation (201). Other 
mechanisms could lead to ROS formation as well. In the middle of a hypoxic region, 
often a necrotic centre is present (181;202), especially in HNSCC, which may 
stimulate ROS formation (202). Elevation of ROS levels has an important role in tumor 
development (203;204). Moderate increase in ROS levels that, lethal to a cell, lead to 
enhanced DNA oxidation. As a result, genetic instability and accumulation of 
oncogenic mutations in proto-oncogenes, tumor suppressor genes, and other genes will 
occur, leading to dysfunction and neoplastic cell transformation and/or further tumor 
progression (203) (Figure 2).  
 
 
5. CANCER TREATMENT OPTIONS 
 
To assess the prognosis of the patient, tumors are pathologically classified. For a long 
time been this was mainly based on histopathologic classification where characteristics 
seen upon light microscopy of biopsy specimens are studied (205). Another well-
known classification method to predict tumor progression is tumor staging using the 
TNM system. Staging attempts to measure the extent of tumor spread within a patient 
on the basis of parameters as the size of the primary tumor (T), the degree of spread to 
lymphnodes (N) and the presence of distant metastasis (M) (206), though these 
methods do have shortcomings. A different TNM scale is required for every type of 
tumor and scoring is subjective and not always reproducible. Moreover, tumors are 
heterogeneous, thus a risk of sampling error exists for the histopathological 
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classification. Also, as a result of tumor progression, predictions of tumor behavior are 
not straightforward (147). Therefore there is a need of biomarkers, which can help in 
determining prognosis and customizing anti-cancer treatment as well.  
For patients with solid tumors surgery and radiotherapy are the most effective 
treatment options. These are often combined with systemic treatments such as 
chemotherapy and targeted therapies. Although these treatment combinations are 
frequently associated with significant toxicity rates, the quality of life of cancer 
patients has increased thanks to more advanced radiotherapeutic techniques as well as 
organ-preservation protocols (207;208). 
Using radiotherapy, cell death is mainly induced by direct ionization of DNA or 
indirectly by radiation-induced ROS formation; these include hydroxyl radicals, 
superoxide anion radicals and other molecules such as hydrogen peroxide. Additional 
destructive radicals are formed through various chemical interactions (209-211). 
One important cause of radiation resistance is the occurrence of hypoxia, as oxygen is 
essential for the generation of ROS and thus the cell damaging effects (212). Therefore, 
hypoxic regions in solid tumors are 2 to 3 times more radio-resistant than well-
oxygenated tumor cells (186). To increase treatment options, several approaches are 
used to take hold of the hypoxic tumor regions. To raise tumor oxygen levels, oxygen 
enhanced gas mixtures and pharmacologic modification of blood flow are used, for 
example using "accelerated radiotherapy, carbogen, nicotinamide" (ARCON) therapy 
(213). Moreover, specific killing of hypoxic tumor cells could be achieved by hypoxia-
selective cytotoxins, like tirapazamine (214).  
To further improve treatment, targeted drugs were developed and implemented in 
combination with radiotherapy. Monoclonal antibodies are used, which through several 
mechanisms raise a response against cancer cells. A well-known example is cetuximab, 
an EGFR-specific human/mouse chimeric antibody. The affinity of this antibody to the 
receptor is much higher than the affinity of the endogenous ligands, thereby blocking 
EGF-based cellular signaling and leading to receptor internalization (215;216). EGFR 
is a member of the epidermal receptor (HER)/Erb-B family, which contain tyrosine 
kinase domains able to activate two pathways: RAS-Raf-MEK1/2-ERK1/2 and RAS-
PI3K-Akt-mTor (Figure 3). Ultimately, blocking signaling can influence cell 
proliferation, apoptosis, angiogenesis and metastasizing potential (217). Another 
receptor that often is targeted by drugs is the vascular endothelial growth factor 
receptor (VEGFR). VEGF and VEGFR are associated with tumor progression, changes 
in microvessel density, development of lymphnode metastasis, distant metastasis and 
treatment failure. Thus, interference in signaling mediates a broad anti-tumorigenic 
response (218). 
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Figure 3. Ras-Raf-MEK1/2-ERK1/2 and PI3K-Akt-mTor pathways. Dysregulation of 
growthfactor receptors (EGFR, HER2, VEGFR and IGF-1R) and/or downstream kinases 
(RAS, Raf-1, MEK1/2, ERK1/2, PI3K, Akt and mTOR) or tumor suppressor genes (PTEN 
or p53) can result in uncontrolled cell growth and proliferation. Figure is adapted from 
(219). 
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6. OUTLINE OF THIS THESIS 
 
Using a semi- quantitative method of analysis, Chin and co-workers showed that small 
heat shock protein αB-Crystallin is a promising biomarker in HNSCC, predicting lower 
disease-free survival rates for patients with tumors expressing high levels of αB-
Crystallin (220). Interestingly, in another study that was performed semi- quantitatively 
in HNSCC biopsies by Boslooper and co-workers, these results were not confirmed 
(221). Results from both these semi-quantitative studies are difficult to compare, 
therefore, in Chapter 3 other approaches are followed to determine whether αB-
crystallin expression in HNSCC is correlated with worse prognosis. αB-crystallin 
expression in HNSCC biopsies is studied in a computer-aided quantitative way, where 
percentage of αB-crystallin-positive surface was calculated per biopsy. A division is 
made between low and high αB-crystallin expression. These data are correlated to 
patient data regarding local and regional recurrence and distant metastasis formation to 
find which specific component in cancer formation is affected by αB-crystallin 
expression. Moreover, siRNA mediated knockdown of αB-crystallin in HNSCC cell 
lines is used to determine the effect of αB-crystallin expression on VEGF secretion and 
cell motility, which both are linked to metastasis formation.  
As described in the introduction, in most solid tumors areas are present containing 
hypoxic-stressed cells. Since aB-crystallin can become upregulated by several types of 
stress, an analysis was performed of the relationship between the presence of hypoxia 
in HNSCC tumors and αB-crystallin expression. Findings are described in Chapter 4. 
Also the influence of hypoxia on αB-crystallin mRNA and protein expression levels in 
HNSCC cell lines is studied and it is determined whether hypoxia-stimulated ROS 
generation plays a role in αB-crystallin induction during hypoxia/reoxygenation. 
Furthermore, it is investigated whether αB-crystallin, as chaperone protein, is able to 
enhance survival of cells exposed to hypoxic stress.  
In Chapter 5 the correlation of αB-crystallin expression with several signaling 
molecules is studied, including pERK1/2, pAKT, pmTOR, EGFR and IGF-1R 
(Chapter 2, Figure 3) in a breast tumor tissue microarray. These molecules are known 
to be involved in cancer formation, thus an interaction of αB-crystallin with these 
signaling pathways could be of importance. Also the correlation of αB-crystallin 
expression with triple negativity, thus the absence of ER, PR and HER2 expression, 
and expression of basal markers CK5/6 and SMA is studied. To determine whether αB-
crystallin directly effects the expression of pERK1/2 and ERK1/2, the influence of αB-
crystallin knockdown on ERK1/2 expression levels and phosphorylation levels are 
studied in a triple negative breast cancer cell line.  
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αB-Crystallin is mainly a cytoplasmic protein, but can accumulate in the nucleus when 
it is phosphorylated at specific positions. However, it is not known how αB-crystallin 
enters the nucleus and whether the protein has a nuclear function. Chapter 6 is focused 
on these two aspects. The nuclear chaperoning activity of αB-crystallin is measured by 
its ability to refold heat-shock denatured nuclear luciferase in HeLa cells. Yeast two-
hybrid screening shows that (especially pseudophosphorylated) αB-crystallin interacts 
with the C-terminus of Gemin3, which is part of the SMN complex. Using an in vitro 
and in situ nuclear import assay it is determined whether the nuclear import of αB-
crystallin is facilitated by the SMN complex. 
Finally, in Chapter 7 a discussion on findings in the research chapters and suggestions 
for further research is provided. 
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ABSTRACT 
 
αB-crystallin is able to modulate vascular endothelial growth factor (VEGF) secretion. 
In many solid tumors VEGF is associated with angiogenesis, metastasis formation and 
poor prognosis. We set out to assess whether αB-crystallin expression is correlated 
with worse prognosis and whether this is related to VEGF secretion and cell motility in 
head and neck squamous cell carcinoma (HNSCC). αB-crystallin expression was 
determined immunohistochemically in tumor biopsies of 38 HNSCC patients. 
Locoregional control (LRC) and metastasis-free survival (MFS) of the patients were 
analyzed in relation to αB-crystallin expression. Additionally, the effects of αB-
crystallin knockdown on VEGF secretion and cell motility were studied in vitro. 
Patients with higher staining fractions of αB-crystallin exhibited a significantly shorter 
MFS (Log-Rank test, p < 0.005). Under normoxic conditions αB-crystallin knockdown 
with two different siRNAs in a HNSCC cell line reduced VEGF secretion 1.9-fold and 
2.1-fold, respectively. Under hypoxic conditions, a similar reduction of VEGF 
secretion was observed, 1.9-fold and 2.2-fold, respectively. The effect on cell motility 
was assessed by a gap closure assay, which showed that αB-crystallin knockdown 
decreased the rate by which HNSCC cells were able to close a gap by 1.5- to 2.0-fold. 
Our data suggest that αB-crystallin expression is associated with distant metastases 
formation in HNSCC patients. This association might relate to the chaperone function 
of αB-crystallin in mediating folding and secretion of VEGF and stimulating cell 
migration. 
 
 
BACKGROUND 
 
The small heat shock protein αB-crystallin (HspB5) is expressed in several types of 
cancer, including head and neck squamous cell carcinomas (HNSCC) (220;221) and 
breast carcinomas (126;222;223). The expression is often correlated with a poor 
prognosis, but the reason for this is not fully understood (54;224). αB-crystallin plays a 
role in many different cellular processes such as proliferation, cell migration and 
apoptosis (54;126;225). The expression of this protein is increased during various 
stresses, like heat shock and oxidative stress (14). A well-known function of αB-
crystallin is molecular chaperoning, allowing the prevention of aggregation of proteins 
(14). Recently, it has been shown that αB-crystallin chaperones the hypoxia-induced 
VEGF protein to the endoplasmic reticulum, leading to more properly folded and thus 
secreted VEGF (226;227). VEGF is a major player involved in tumor angiogenesis 
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(228) and increased VEGF secretion is often correlated with metastasis formation (229) 
and worse outcome for the patient (230). 
HNSCC is the sixth most common cancer worldwide and accounts for 6% of all 
cancers (150). The majority of these patients are treated with radiotherapy, alone or in 
combination with surgery or chemotherapy (231). Based on the improved 
understanding of the molecular pathways underlying HNSCC, targeted drugs (e.g. 
EGFR-specific antibodies) and other modifications have been implemented in 
treatment protocols (231). However, only a subset of patients profit from these 
combined modality strategies. Therefore, there is a great demand for biomarkers to 
customize treatment. 
In the present study the value of αB-crystallin as a biomarker in HNSCC was 
investigated. αB-crystallin expression levels were immunohistochemically determined 
in HNSCC biopsies and correlated with clinicopathological characteristics and 
outcome. Moreover, the effect of knockdown of αB-crystallin on VEGF secretion and 
cell migration was studied. 
 
 
METHODS 
 
Patients 
Biopsy material from a cohort of HNSCC patients with stage II to IV primary 
squamous cell carcinoma of the oral cavity, oropharynx, hypopharynx or larynx was 
used. The inclusion criteria of patients with HNSCC have been described before (232). 
Approval from the ethics committee of Radboud University Nijmegen Medical Centre 
was obtained and all patients provided written informed consent. Of 13 patients no 
biopsy materials were left and were excluded from this study. The median duration of 
follow-up for all patients was 29 months and for surviving patients 85 months. During 
follow-up, LRC and MFS were registered. 
 
Immunohistochemical staining of αB-crystallin of HNSCC biopsies 
Oral cavity tumor sections (233) were incubated with 100-fold diluted polyclonal 
rabbit αB-crystallin antiserum (38) and subsequently stained with diaminobenzidine 
(DAB) according to a standard protocol. Sections of the 38 available biopsies (5 μm) 
were mounted on poly-L-lysine coated slides, fixed for 10 minutes in acetone at 4°C 
and rehydrated in PBS. The sections were incubated overnight at 4°C with 100-fold 
diluted αB-crystallin antiserum (38) and subsequently incubated for 30 minutes at 37°C 
with 600-fold diluted goat-α-rabbit-FabCy3 (Jackson Immuno Research Laboratories 
Inc) in PBS, for 45 minutes at 37°C with 10-fold diluted endothelium antibody PAL-E 
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(Euro Diagnostica BV) in PAD, for 60 minutes at 37°C with 100-fold diluted chicken-
α-mouse Alexa647 (Molecular probes) in PBS and finally for 5 minutes at room 
temperature with 0.5 ng/ml Hoechst (Sigma) in PBS. Between the incubation steps, 3 
times 2 minutes washing steps in PBS were performed. The sections were mounted 
using fluorostab (ProGen Biotechnik GmbH). 
 
Image acquisition 
Scanning of the tumor sections was performed with a fluorescence microscope 
(Axioskop, Zeiss) and a computer-controlled motorized stepping stage, using IP-lab 
software (Scanalytics) (234). Each section was completely scanned for αB-crystallin 
staining. The resulting grey scale images were subsequently binarized. Thresholds 
were set just above the background staining for each staining. Manually, the total 
tumor area was contoured, excluding surrounding tissue, large necrotic areas and 
artifacts. The percentage of αB-crystallin was determined as the tumor area positive for 
αB-crystallin relative to the total tumor area. 
 
Cell culture, siRNA treatment, hypoxia exposure and VEGF secretion 
measurement 
The HNSCC cell line, UT-SCC-5 (described in (235)), was maintained in DMEM + 
Glutamaxtm (Invitrogen) supplemented with 10% fetal calf serum (Gibco-BRL) in a 
standard humidified 37°C incubator. At 40% confluency, cells were transfected using 
Lipofectaminetm 2000 Reagent according to the manufacturers’ protocol (Invitrogen). 
The siRNAs used were si-Luciferase (siRNA LUC) as negative control, sequence: 
CGUACGCGGAAUACUUCGAdTdT, si-αB-crystallin1 (siRNA αB1) sequence: 
GCACCCAGCUGGUUUGACAdTdT and si-αB-crystallin2 (siRNA αB2) sequence: 
CCCUGAGUCCCUUCUACCUdTdT. After 5 hours, cells were reseeded (9.0x103 
cells in 0.3 cm2 wells in 12-fold, for VEGF secretion measurements, and 2.5x105 cells 
in 10 cm2 wells in 4-fold, for RNA expression measurements (see below)). Hypoxia 
treatment was performed 24 hours after siRNA transfection cells in a humidified 37°C 
H35 Hypoxystation (Don Whitley Scientific) with 0.1% O2. Cells cultured under 
normoxic (6-fold) and hypoxic (6-fold) conditions were maintained for 48 hours. The 
culture media of the samples were collected and VEGF levels were determined using a 
quantitative enzyme-linked immunosorbent assay (ELISA). The details of this assay 
have been described previously by Span and coworkers (236). The assay is based on 
the combination of four polyclonal antibodies raised in four different animal species, 
duck, chicken, rabbit and goat, and are employed in a sandwich assay format. The 
assay measures VEGF165 and VEGF121, the main isoforms of VEGF. There is no cross-
reactivity with VEGF B, VEGF C and VEGF D (236;237). 
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Gap closing assay 
The HNSCC cell line UT-SCC-15 (235) was transfected with siRNA as described 
above. Twenty-four hours after transfection, cells were seeded at 1.0x105 cells per side 
of the Culture-Inserts (Ibidi, N = 6 per condition). For quantitative RT-PCR, 0.5x106 
cells were seeded in parallel in 10 cm2 wells (N = 5). 24 Hours later cells were washed 
with PBS, fresh medium was added and the insert was removed. Time lapse imaging 
was performed for 24 hours in a microscope stage incubator (Oko-Lab) on a Nikon 
DiaPhot microscope equipped with a Hamamatsu C8484-05G digital camera. Images 
were taken every 10 min using TimeLapse Software (Oko-Lab), version 2.7, with a 
10x objective. Analysis of gap closing was performed using TScratch (238). 
 
RNA analysis by quantitative PCR 
Total RNA from UT-SCC-5 and UT-SCC-15 cell lysates was extracted using standard 
Trizol isolation. After DNAse I treatment (Amplification grade, Invitrogen) mRNAs 
were reverse transcribed using oligo(dT) primers and the Reverse Transcription System 
(Promega) according to manufacturer’s protocol starting with 1 μg of RNA in a total 
volume of 20 μl. Subsequently quantitative PCR reactions were performed with 10 μl 
Power SYBR Green (Applied BioSystems), 5 μM of primers and 2 μl cDNA in a total 
volume of 20 μl. The sequence of the used αB-crystallin primers is: 5’-
ATCTTCTTTTGCGTCGCCAG-3’ and 5’-TTCCCCATGGTGTCTGAGC-3’, and of 
the GAPDH primers: 5’-GATTGAGGTGCATGGAAAAC-3’ and 5’-
AGGACCCCATCAGATGACAG-3’. The fluorescent signal intensities were recorded 
with the ABI Prism 7000 system (Applied Biosystems). Samples were kept for 10 
minutes at 95°C, followed by 40 cycles of 15 seconds at 95°C and 1 minute at 60°C. 
Data analysis was performed with 7000 System SDS software (Applied BioSystems). 
 
Statistics 
Statistical analyses were performed using Graphpad Prism 5.00 software. To test for 
differences in αB-crystallin expression using binary patient data, the unpaired t-test 
was used. For survival analyses, receiver operating characteristic (ROC) curves were 
made to determine the cut-off value with the highest sensitivity and specificity for 
discriminating between patients with or without locoregional recurrence (LRR) or 
distant metastasis with at least 24 months of follow-up or an LRR or distant metastatic 
event before that. Survival rates were calculated starting at the date of diagnosis. The 
Kaplan-Meier method and the log-rank test were used to test for differences in LRC 
and MFS rates in all patients. P-values below 0.05 were considered a priori to indicate 
a significant difference. Differences in VEGF secretion and gap closure speed were 
tested using One-way ANOVA and Tukey’s Multiple Comparison Test. 
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RESULTS 
 
The presence of αB-crystallin in the tumors was analyzed by immunohistological 
staining. In most tumors cells αB-crystallin could be detected. In stromal cells, no or 
only very low levels of nuclear staining were found (Figure 1a). The αB-crystallin 
expression was determined in 38 primary HNSCC biopsies, which were histologically 
confirmed to contain tumor tissue (232). The characteristics of the tumors at the time 
point of biopsy collection are listed in Table 1. To quantify the fraction of the tumor 
section expressing αB-crystallin, fluorescently labeled secondary antibodies were used 
and the images were analyzed with a digital image analysis system. Only, the tumor 
area was used for the analysis by excluding the surrounding stromal tissue, large 
necrotic areas and artifacts. The results showed that the αB-crystallin expressing tumor 
areas varied from 0 to 69%. Examples of biopsies having marginal and extensive αB-
crystallin expression are shown in Figure 1b and c. 
 
αB-crystallin expression in HNSCC biopsies is associated with distant 
metastasis 
Patients with at least 24 months of event-free follow up or with a locoregional 
recurrence (LRR) or distant metastatic event before 24 months were dichotomized in 
groups with and without LRR (N = 16 and N = 12, respectively), or with and without 
metastasis (N = 17 and N = 10, respectively). Figure 2 shows that the mean percentage 
of the tumor area expressing αB-crystallin was not significantly different between 
biopsies from patients with or without LRR (Figure 2a). However, the mean percentage 
of the tumor area expressing αB-crystallin was significantly higher in biopsies from 
patients who developed distant metastasis during follow up as compared to those 
without (two-tailed unpaired t-test, p < 0.05, Figure 2b). The highest sensitivity and 
specificity for discriminating between patients with or without metastasis was 
determined by receiver operating characteristic (ROC) curve to be at a cut-off value of 
20%. At this cut-off value the Kaplan-Meier estimates for LRC did not show any 
significant differences (Figure 2c), and the same result was obtained with other cut-off 
values (results not shown). For MFS a significant difference was observed (Log-Rank, 
p < 0.005, Figure 2d), which was especially clear after 22 months; at that time point 
MFS was 86% for the patients with relatively low fractions of tumor area expressing  
αB-crystallin, whereas this was only 36% for the patients with extensive αB-crystallin 
expression in the tumors. These results suggest that the levels of αB-crystallin 
expression inversely correlate with MFS. 
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Table 1. Characteristics of 38 head and neck squamous cell carcinomas 
 

Characteristics Number of biopsies 

Site of tumor 
 

Oral cavity 1 

Hypopharynx 12 

Larynx 15 

Oropharynx 10 

T classification 
 

1 1 

2 13 

3 16 

4 8 

N classification 
 

0 10 

1 10 

2 18 

M classification 
 

0 38 

Differentiation grade 
 

1 2 

2 21 

3 14 

Unknown 1 
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Figure 1. Immunohistochemical staining of tumor tissues with polyclonal anti-αB-
crystallin antibody. DAB staining of three oral cavity tumor sections. Tumor cells are 
indicated with T, surrounding stromal cells with S (a). Immunofluorescent staining of 
biopsies with low αB-crystallin expression (red, b left panel) and high αB-crystallin 
expression (red, c left panel) and the corresponding Hoechst stainings (blue, b and c right 
panels). Blood vessels are indicated in white. 
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Figure 2. Relation between αB-crystallin expression and locoregional recurrence and 
metastasis. αB-crystallin expression per biopsy and the mean αB-crystallin expression of 
each group with standard error of the mean (SEM) in biopsies from patients without or with 
locoregional recurrence (a) or metastasis (b) and Kaplan-Meier analysis of locoregional 
control (c) and metastasis-free survival (d) for patients with high (>20% of tumor area) and 
low (<20% of tumor area) αB-crystallin expression. TA: Tumor area, ns: not significant. 
 
 
αB-crystallin expression enhances VEGF secretion  
The recently reported involvement of αB-crystallin in VEGF production prompted us 
to investigate the effects of αB-crystallin expression on VEGF secretion by HNSCC 
cells. For these experiments the HNSCC cell line UT-SCC-5 was used and the levels of 
αB-crystallin were reduced by siRNA-mediated knock-down. Two distinct αB- 
crystallin siRNAs, αB1 and αB2, resulted in a 1.3-fold and 1.8-fold reduction of αB-
crystallin mRNA levels, respectively (Figure 3a). Downregulation of αB-crystallin 
significantly decreased VEGF secretion (1.9-fold and 2.1-fold reduction, respectively). 
Since hypoxia leads to elevated VEGF production, we next assessed the effects of αB-
crystallin knock-down under hypoxic conditions. Indeed, VEGF secretion appeared to 
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be increased in UT-SCC-5 cells by hypoxia (Figure 3b, 1.6-fold) and also under these 
conditions αB-crystallin depletion resulted in decreased VEGF expression (1.9-fold 
and 2.2-fold reduction, respectively). These results show that αB-crystallin expression 
can affect VEGF secretion both at normoxia and hypoxia. 
 
 
 

Figure 3. Influence of αB-crystallin knock-down on VEGF secretion. Knockdown of 
αB-crystallin mRNA expression in UT-SCC-5 cells by two different siRNAs, αB1 and αB2, 
compared to negative control siRNA LUC (Luciferase) as measured by quantitative PCR 
(a). VEGF secretion levels in UT-SCC-5 cells transfected with the αB1, αB2 or LUC 
siRNA under normoxic and hypoxic conditions determined by ELISA (b). Statistical 
analysis was performed using One-way ANOVA and Tukey’s Multiple Comparison Test. 
*** P < 0.001, ** 0.001 < P < 0.01, * 0.01 < P < 0.05; a.u: absorbance units 
 
 
Effect of αB-crystallin expression on cell migration 
The association of αB-crystallin expression with metastasis may also be due to effects 
on cell motility (126). To investigate whether motility of HNSCC cells is affected by 
reduced αB-crystallin a gap closure assay was applied. Since the UT-SCC-5 cells were 
easily damaged during gap preparation, disturbing migration, the related cell line UT-
SCC-15 was used. Also in this HNSCC cell line αB-crystallin mRNA levels could be 
reduced by siRNA-mediated knock-down, although the efficiency appeared to be much 
higher than that in the UT-SCC-5 cells (Figure 4a). Depletion of αB-crystallin resulted 
in decreased gap closure rates compared to mock treated cells (Figure 4b). The cell 



207528-L-bw-Schootbrugge207528-L-bw-Schootbrugge207528-L-bw-Schootbrugge207528-L-bw-Schootbrugge

αB-CRYSTALLIN STIMULATES VEGF SECRETION AND TUMOR CELL 
MIGRATION AND CORRELATES WITH ENHANCED DISTANT METASTASIS IN 
HEAD AND NECK SQUAMOUS CELL CARCINOMA 
 

50 
 

migration rate was reduced 2.0-fold and 1.5-fold after treatment with the siRNA αB1 
and αB2, respectively (Figure 4c). 
 
 
DISCUSSION 
 
Here, we show that αB-crystallin expression in HNSCC tumors correlates with MFS, 
but not with LRC. Clues for the mechanism by which αB-crystallin might affect distant 
metastasis formation in patients were obtained by the depletion of αB-crystallin in 
HNSCC cell lines, which showed that both VEGF secretion and cell motility were 
decreased when αB-crystallin expression was reduced. Previously, two studies have 
addressed the prognostic value of αB-crystallin in HNSCC. Chin and coworkers have 
shown that αB-crystallin is a marker for poor prognosis (220), which is substantiated 
by our data. However, they noted that none of the patients lacking αB-crystallin had 
LRR, while 37% of the patients with tumors stained positive for αB-crystallin had 
LRR. In the current study, the difference in prognosis was mainly caused by a higher 
rate of distant metastasis in the high αB-crystallin group and not by a difference in 
LRR. Boslooper and colleagues did not find αB-crystallin to be a prognostic marker for 
HNSCC (221). These researchers observed the highest concentrations of αB-crystallin 
in the centre of tumor cell nests and not the more diffuse localization observed in this 
study and the study of Chin and coworkers (220). This difference in αB-crystallin 
localization may have been caused by a difference in staining procedure and could be 
the reason why this study led to a different conclusion. αB-crystallin was also found to 
be associated with a poor prognosis in several other types of cancers, such as breast 
cancer (126;222;223;239;240) and was downregulated in a breast cancer cell line by 
breast cancer metastasis suppressor 1, which specifically suppresses metastasis (241). 
αB-crystallin is a molecular chaperone able to prevent protein aggregation and can 
confer protection to cells under stress conditions. αB-crystallin inhibits apoptosis in 
response to different anti-cancer agents, such as DNA-damaging drugs, TNFα and Fas 
ligand (54) and has been shown to be a predictor of resistance to chemotherapy (242). 
However, since our data do not support an association of αB-crystallin expression with 
local recurrence after treatment of the patients, the cytoprotective activity is likely not 
the sole reason why αB-crystallin is associated with poor prognosis. Metastasis 
formation occurs via a series of steps, also known as the “metastatic cascade” (130). 
One of the factors associated with metastatic spread is VEGF (243;244). Several 
studies have demonstrated roles for αB-crystallin in VEGF-dependent angiogenesis 
(245;246). Tumor vasculature in αB-crystallin-deficient mice displays high levels of  
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Figure 4. Influence of αB-crystallin knock-down on cell migration determined with 
gap closure assay. Knockdown of αB-crystallin mRNA expression in UT-SCC-15 cells by 
two different siRNAs, αB1 and αB2, compared to negative control siRNA LUC 
(Luciferase) as measured by quantitative PCR (a). Representative micrographs of the gap 
closure by UT-SCC-15 cells after 0 and 180 minutes at 10x magnification (b). Relative gap 
size between 0 and 180 minutes of UT-SCC-15 cells transfected with the αB1, αB2 or LUC 
siRNA (c). Statistical analysis was performed using One-way ANOVA and Tukey’s 
Multiple Comparison Test. *** P < 0.001, * 0.01 < P < 0.05. 
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endothelial apoptosis and decreased vessel formation. αB-crystallin has been shown to 
associate with VEGF-A (the most well-known member of the VEGF protein family) 
(225;246) and colocalizes with VEGF at the endoplasmic reticulum (227). 
Furthermore, VEGF-A expression remained low in αB-crystallin-deficient mice during 
retinal revascularization after artificially-induced retinopathy (226). Here we have 
shown that in a HNSCC cell line αB-crystallin is also involved in secretion of VEGF 
and in this way may influence tumorigenic blood vessel formation and metastasis 
formation in HNSCC. For the growth of metastatic tumors in lymph nodes 
neoangiogenesis is not absolutely needed (247;248), which might explain why no 
correlation was found between αB-crystallin expression and LRC. Migration-
associated proteins may also correlate with worse outcome, as has been shown for 
patients with squamous cell carcinoma of the tongue (249). αB-crystallin can affect cell 
migration as well. Overexpression of αB-crystallin led to higher cell motility in several 
studies (126;239;250). Here we have shown that depletion of αB-crystallin decreased 
the motility of UT-SCC cells, indicating also in these types of cells αB-crystallin may 
affect cell migration. VEGF also plays a role in cell migration (251), potentially by 
enhancing invadopodia formation (252). The effect of αB-crystallin on cell migration 
may thus be mediated by VEGF, although other mechanisms are also possible, as for 
example by the influence of αB-crystallin on actin filaments dynamics (252;253). 
Further research is needed to reveal the molecular mechanisms by which αB-crystallin 
affects cell migration. 
 
 
CONCLUSIONS 
 
High αB-crystallin expression is associated with metastasis formation in HNSCC but 
not with locoregional recurrence. αB-crystallin could be a useful biomarker to help 
fine-tune treatment, possibly by targeting αB-crystallin-induced VEGF secretion or cell 
motility. Validation in a larger HNSCC cohort is required to confirm the significance 
of this finding. 
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ABSTRACT 
 
The presence of hypoxia in head and neck squamous cell carcinoma (HNSCC) is 
associated with therapeutic resistance and increased risk of metastasis formation. αB-
crystallin (HspB5) is a small heat shock protein, which is also associated with 
metastasis formation in HNSCC. In this study, we investigated whether αB-crystallin 
protein expression is increased in hypoxic areas of HNSCC biopsies and analyzed 
whether hypoxia induces αB-crystallin expression in vitro and in this way may confer 
hypoxic cell survival. In 38 HNSCC biopsies, the overlap between 
immunohistochemically stained αB-crystallin and pimonidazole-adducts 
(hypoxiamarker) was determined. Moreover, expression levels of αB-crystallin were 
analyzed in HNSCC cell lines under hypoxia and reoxygenation conditions and after 
exposure to reactive oxygen species (ROS) and the ROS scavenger N-acetylcysteine 
(NAC). siRNA-mediated knockdown was used to determine the influence of αB-
crystallin on cell survival under hypoxic conditions. In all biopsies αB-crystallin was 
more abundantly present in hypoxic areas than in normoxic areas. Remarkably, 
hypoxia decreased αB-crystallin mRNA expression in the HNSCC cell lines. Only after 
reoxygenation, a condition that stimulates ROS formation, αB-crystallin expression 
was increased. αB-crystallin mRNA levels were also increased by extracellular ROS, 
and NAC abolished the reoxygenation-induced αB-crystallin upregulation. Moreover, 
it was found that decreased αB-crystallin levels reduced cell survival under hypoxic 
conditions. We provide the first evidence that hypoxia stimulates upregulation of αB-
crystallin in HNSCC. This upregulation was not caused by the low oxygen pressure, 
but more likely by ROS formation. The higher expression of αB-crystallin may lead to 
prolonged survival of these cells under hypoxic conditions. 
 
 
BACKGROUND 
 
In solid tumors, hypoxic regions can be present when cells are exposed to an oxygen 
pressure below 5 to 10 mmHg (0.66 – 1.32% O2) (181). Hypoxia can be a result of 
insufficient oxygen transportation to remote parts of a tumor, caused by deficient blood 
vessel formation (chronic, diffusion-limited hypoxia) or leaking or partially blockage 
of blood vessels (acute, perfusion-limited hypoxia) (181). Hypoxia might be 
intermittent when the blood flow is restored after temporary vascular shutdown, which 
can result in a cycling pattern of hypoxia and reoxygenation (194;196;197). The 
presence of hypoxic regions in the tumor is detrimental for the patient, since hypoxic 
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tumor cells are associated with therapeutic resistance and metastatic progression 
(187;188;254). Despite the low oxygen levels, hypoxia is also associated with the 
presence of reactive oxygen species (ROS) (199;200;255). As ROS are conventionally 
thought to be cytotoxic and mutagenic, they could lead to cancer progression and might 
be one of the reasons why the presence of hypoxia is as a bad prognostic factor (256). 
αB-crystallin is a small heat shock protein, which can bind to partially unfolded 
proteins, thereby keeping them in a soluble state to prevent their aggregation (54;224). 
It may protect cells from death induced by accumulation of unfolded proteins (257). 
Furthermore, αB-crystallin may confer stress resistance to cells by inhibiting the 
processing of the pro-apoptotic protein caspase-3 (258). Besides being mainly 
expressed in eye lens and muscle tissues (259), αB-crystallin can also be found in 
several types of cancer, among which head and neck squamous cell carcinoma 
(HNSCC) (220;260;261) and breast carcinomas (126;222;262). αB-crystallin 
expression is associated with metastasis formation in HNSCC and in breast carcinomas 
(14;223) and in other types of cancer, expression is often correlated with poor 
prognosis as well (54;224). The expression of αB-crystallin can be increased during 
various stresses, like heat shock, osmotic stress or exposure to heavy metals (14). 
Moreover, in tissues from newborn piglets, αB-crystallin has been shown to be 
upregulated by hypoxia (263;264). In this study, we analyzed whether the expression 
of αB-crystallin protein is affected in hypoxic regions of HNSCC’s and whether αB-
crystallin knockdown influences cell survival under hypoxic stress. 
 
 
METHODS 
 
Patients 
Biopsy material of 38 HNSCC patients with stage II to IV primary squamous cell 
carcinoma of the oral cavity, oropharynx, hypopharynx or larynx was used (not all 
biopsies of the available cohort could be used due to the lack of material) (232;261). 
Two hours before biopsies were taken (1 per patient), patients received 500 mg/m2 
body surface of the hypoxia marker pimonidazole (intravenously, dissolved in 100 ml 
0.9% NaCl) over 20 minutes. The obtained biopsies were snap-frozen and stored in 
liquid nitrogen until immunohistochemical processing. Approval from the ethics 
committee of Radboud University Nijmegen Medical Centre was obtained and all 
patients provided written informed consent. 
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Immunohistochemisty 
Sections of the biopsies (5 μm) were mounted on poly-L-lysine coated slides, fixed for 
10 minutes in acetone at 4 °C and rehydrated in PBS. The sections were incubated 
overnight at 4 °C with 100-fold diluted αB-crystallin antiserum (38) and subsequently 
incubated for 30 minutes at 37 °C with 600-fold diluted FabCy3 goat-α-rabbit IgG 
(Jackson Immuno Research Laboratories Inc) in PBS for 45 minutes at 37 °C with 10-
fold diluted endothelium antibody PAL-E (Euro Diagnostica BV) in Primary Antibody 
Diluent (PAD, Dako) and for 60 minutes at 37 °C with 100-fold diluted Alexa 647 
chicken-α-mouse IgG (Molecular probes) in PBS. For visualization of the 
pimonidazole adducts, the sections were stained with 1000-fold diluted rabbit-α-
pimonidazole (gift from Dr. James A. Raleigh, University of North Carolina), diluted 
in PAD for 30 minutes at 37 °C and subsequently stained with 600-fold diluted Alexa 
488 donkey-α-rabbit IgG (Molecular probes) in PBS 30 minutes at 37 °C. During the 
latter step only the rabbit antibodies directed to pimonidazole were stained (265). 
Between the incubations, 3 times 2 minutes washing steps in PBS were performed. The 
sections were mounted using fluorostab (ProGen Biotechnik GmbH). 
 
Image acquisition 
Scanning of the biopsy sections was performed with a fluorescence microscope 
(Axioskop, Zeiss) and a computer-controlled motorized stepping stage, using IP-lab 
software (Scanalytics), as described previously (266). Each section was completely 
sequentially scanned for αB-crystallin, pimonidazole and blood vessel staining at 100x 
magnification. The resulting composite grey scale images were converted to binary 
images for further analysis. Thresholds were set just above the background staining for 
each individual staining. The total tumor area was contoured manually, excluding 
nontumor tissue, large necrotic areas and artifacts. The percentage of αB-crystallin in 
the normoxic area was determined as the pimonidazole-negative tumor area containing 
αB-crystallin relative to the total pimonidazole-negative tumor area. The percentage of 
αB-crystallin in the hypoxic area was determined as the tumor area positive for αB-
crystallin and pimonidazole relative to the total pimonidazole-positive area. 
 
αB-crystallin mRNA expression upon hypoxia 
The HNSCC cell line UT-SCC-5 (described in (235)), maintained in DMEM + 
GlutaMAX (Invitrogen) supplemented with 10% fetal calf serum (Gibco-BRL) was 
seeded on 6-wells plates, 0.5x106 cells per well, N = 4 per time point, and transferred 
after 24 hours from a standard humidified 37 ºC incubator to a humidified 37 ºC H35 
hypoxystation (Don Whitley Scientific) with 0.1% O2. Samples were harvested after 0–
22 hours of hypoxic incubation for quantitative RNA analysis. 
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αB-Crystallin mRNA expression upon hypoxia, reoxygenation and N-
acetylcysteine 
The HNSCC cell lines UT-SCC-5 and UT-SCC-15 (described in (235)), maintained in 
DMEM + GlutaMAX supplemented with 10% fetal calf serum, were seeded in 6-wells 
plates, 0.3x106 cells per well, N = 4 per condition, and transferred after 24 hours from a 
standard humidified 37 ºC incubator to a H35 hypoxystation with 0.1% O2 (Don 
Whitley Scientific), or maintained in a standard incubator. Normoxic and hypoxic 
samples were harvested after 48 hours for quantitative RNA analysis. The 
reoxygenation samples were transferred after 24 hours of hypoxic incubation to a 
standard incubator again for 24 hours and subsequently harvested. To reduce ROS, 
cells were incubated after 24 hours of hypoxia or normoxia with 0.05 mM NAC 
(Sigma). After NAC was added, the reoxygenation samples were transferred from the 
hypoxystation to a standard humidified 37 ºC incubator and incubated for 24 hours and 
subsequently harvested. 
 
αB-crystallin protein expression upon hypoxia and reoxygenation 
The UT-SCC-5 cell line was seeded in T25 flasks, 0.9x106 cells per flask, N = 3 for 
the normoxic condition and N = 4 for the hypoxic and reoxygenation condition, and 
incubated for 5 hours in a standard humidified 37ºC incubator. The cells were 
transferred to the hypoxystation maintained at 0.1% or kept in the standard incubator 
and harvested after 48 hours. The reoxygenation samples were transferred after 24 
hours of hypoxic incubation to the standard incubator again for 24 hours and 
subsequently harvested. The cells were harvested in 2% sodium dodecyl sulfate 
(Gibco), heated for 5 minutes at 100 °C and sonicated 5x 30 seconds on and 30 seconds 
off with Bioruptor (Diagenode). The protein concentrations were determined with BCA 
Protein Assay Kit (Thermo Scientific) according to manufacturer’s protocol. Protein 
samples (60 μg/sample) were separated by electrophoresis on a 12.5% polyacrylamide 
gel and transferred to a nitrocellulose membrane (Protran). The membranes were 
blocked with 5% Elk (Campina) in PBS for an hour and washed 3 times for 10 minutes 
with PBS + 0.0025% v/v Nonidet P-40. The membranes were incubated for an hour 
with the 200-fold diluted monoclonal mouse-α-human-αB-crystallin (RIKEN) and 
6000-fold diluted mouse-α-human-γ-tubulin as reference (Sigma-Aldrich) diluted in 
0.025% w/v Nonidet P-40 and completed with 2% Elk in PBS. After washing, blots 
were incubated for 1 hour with a 6000-fold dilution of IRDye 800CW goat-α-mouse 
IgG (LI-COR). The proteins were visualized with the Odyssey scanner (LI-COR). 
Analysis was performed using Odyssey 2.1 software. 
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αB-crystallin mRNA expression upon H2O2-induced oxidative stress 
UT-SCC-5 cells were seeded in 6-wells plates, 0.5x106 cells per well; N = 4 per 
concentration maintained in DMEM + GlutaMAX supplemented with 10% fetal calf 
serum. After 24 hours, cells were incubated with 0 mM (mock), 0.3 mM, 1.5 mM or 
3.0 mM H2O2 for 1 hour after which they were incubated again in normal medium and 
harvested after 7 hours for quantitative RNA analysis. 
 
Hypoxia survival upon siRNA-mediated knock-down of αB-crystallin 
4.4 x106 UT-SCC-5 cells were seeded in a T175 culture flask and maintained in 
DMEM + GlutaMAX supplemented with 10% fetal calf serum. After 24 hours, cells 
were transfected with siRNA using Lipofectamine 2000 Reagent according to 
manufacturers’ protocol (Invitrogen). The siRNA’s were directed against luciferase 
(siRNA LUC, sequence: CGUACGCGGAAUACUUCGAdTdT) and EGFP (si-EGFP, 
sequence: CGAGAAGCGCGAUCACAUGdTdT) as negative controls and αB-
crystallin (si-αB1, sequence: GCACCCAGCUGGUUUGACAdTdT, si-αB2 sequence: 
CCCUGAGUCCCUUCUACCUdTdT and si-αB3, sequence: 
CCGGAUCCCAGCUGAUGUAdTdT). After 5 hours, cells were reseeded 4.0x104 
cells/well in 96-wells plates (6-fold per condition) and 1.25 x105 cells/well in 6-wells 
plates (4-fold per condition). The next day, the cells in the 96-wells plates were washed 
twice with PBS and DMEM (supplemented with GlutaMAX, 1 mM sodiumpyruvate 
and 10% fetal calf serum) was added containing 0 mM or 5 mM Glucose (Dextrose 
D(+), Invitrogen). After one hour, cells were kept in the standard incubator or 
transferred to the H35 hypoxystation maintained at 0.1% O2 and incubated for 24 
hours. All 96-wells plates were subsequently incubated in the standard incubator for 
3.5 hours and washed twice with PBS and incubated for two hours in 10-fold diluted 
Cell Counting Kit-8 solution (Sigma-Aldrich) in Optimem (Invitrogen). The 
absorbance at 450 nm was measured using an ELISA-reader (Tecan). The cells in the 
6-wells plates were harvested 48 hours after siRNA transfection for quantitative RNA 
analysis to determine the efficiency of αB-crystallin mRNA knockdown. 
 
RNA analysis by quantitative RT-PCR 
Total RNA from the harvested UT-SCC-5 and UT-SCC-15 cells was extracted using 
standard Trizol isolation. After DNAse I treatment (Amplification grade, Invitrogen) 
mRNAs were reverse transcribed using oligo(dT) primers and the Reverse 
Transcription System (Promega) according to manufacturer’s protocol starting with 1 
μg of RNA in a final volume of 20 μl. Subsequently, quantitative PCR (qPCR) 
reactions were performed with 10 μl Power SYBR Green (Applied BioSystems), 5 μM 
primers and 2 μl cDNA in a final volume of 20 μl. The used primer sequences for αB-
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crystallin are: ATCTTCTTTTGCGTCGCCAG and TTCCCCATGGTGTCTGAGC, 
and for GAPDH: GATTGAGGTGCATGGAAAAC and 
AGGACCCCATCAGATGACAG. The fluorescent signal intensities were recorded 
with the ABI Prism 7000 system (Applied Biosystems). Samples were kept for 10 
minutes at 95 °C, followed by 40 cycles of 15 seconds at 95 °C and 1 minute at 60 °C. 
Data analysis was performed on the CFX96 (Biorad). Analysis was performed with 
CFX Manager Software (Biorad). 
 
Statistics 
Statistical analyses were performed using Graphpad Prism 5.00 software. Statistical 
analysis was performed using One-way ANOVA and Tukey’s Multiple Comparison. 
 
 
RESULTS 
 
αB-crystallin protein is increased in the hypoxic areas of HNSCC biopsies 
The expression of αB-crystallin protein was analyzed in the hypoxic and normoxic 
regions present in sections of HNSCC biopsies of 38 different patients. To detect the 
hypoxic regions, the hypoxia marker pimonidazole was used. Figure 1 shows a 
representative binarized staining of αB-crystallin and pimonidazole (Figure 1a and 1b). 
Most of the hypoxic areas (Figure 1c, depicted in green) are located in tumor areas at 
larger distance from blood vessels (Figure 1c, depicted in blue). Interestingly, areas 
showing αB-crystallin expression (Figure 1c, depicted in red) are largely overlapping 
with hypoxic areas, though αB-crystallin can be detected in normoxic areas as well. By 
digital analysis of the scanned images the percentages of αB-crystallin-positive areas in 
the normoxic tumor areas and in the hypoxic tumor areas were determined for each 
biopsy. In case hypoxia does not affect αB-crystallin expression, the percentages of 
αB-crystallin-positive areas present in normoxic and hypoxic areas would be similar 
(Figure 2, grey line). However, as shown in Figure 2, the percentages of αB-crystallin-
positive areas were found to be higher in the hypoxic than in the normoxic areas in all 
analyzed HNSCC biopsies. 
 
αB-crystallin expression is upregulated by reoxygenation, not hypoxia 
The increased presence of αB-crystallin in the hypoxic areas might be the result of two 
different processes: a stress-induced upregulation of αB-crystallin and/or a longer 
survival of the cells expressing αB-crystallin. It has been shown that hypoxia 
stimulates upregulation of αB-crystallin in piglet stomach, colon and heart tissue 
(263;264). For this reason we first tested whether hypoxic incubation is able to increase 
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Figure 1. Immunofluorescent staining of human HNSCC for αB-crystallin, 
pimonidazole-modified proteins and PAL-E. Shown is a representative biopsy section. 
The fluorescent grey scale images were binarized, resulting in black and white images for 
αB-crystallin staining and pimonidazole-modified proteins staining, indicating the hypoxic 
areas (a and b). The merged image with αB-crystallin staining (assigned red), pimonidazole 
staining (assigned green) and PAL-E blood vessel staining (assigned blue) shows a 
substantial overlap between αB-crystallin and hypoxic regions. Hypoxic regions are mostly 
located in areas at greater distance from vessels (c). 
 
 
αB-crystallin mRNA expression levels of HNSCC cell lines by using quantitative RT- 
PCR. The HNSCC cell line UT-SCC-5 was maintained for 22 hours under 0.1% O2 
conditions and every 2 hours (except t = 12 hours), αB-crystallin mRNA expression 
levels were determined. Surprisingly, αB-crystallin mRNA levels were found not to be 
upregulated, but actually 2.3-fold downregulated after 22 hours (Figure 3, P < 0.001), 
which suggests that the increased expression of αB-crystallin in the hypoxic areas of 
HNSCC is not directly caused by low oxygen levels. Reoxygenation can also lead to 
αB-crystallin upregulation, as has been shown in cultured optic nerve astrocytes (48). 
Since in some areas hypoxia can be intermittent, resulting in periods with higher 
oxygen (194;196;197), we assessed the effect of reoxygenation on αB-crystallin 
expression. Consistent with the previous experiment, after 48 hours of hypoxic 
incubation, αB-crystallin mRNA expression was downregulated in UT-SCC-5 as well 
as in the HNSCC cell line UT-SCC-15 (Figure 4). However, upon reoxygenation, αB-
crystallin expression levels were significantly higher than in the cells which were only 
incubated under normoxic conditions. A similar response was also observed in HeLa 
cells (data not shown), indicating that this might be a general response. Next we tested 
if a similar effect of the reoxygenation could be found on the protein level. For this we 
could only use the UT-SCC-5 cell line, since αB-crystallin expression in UT-SCC-15  

(a) (b) (c) 
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Figure 2. αB-crystallin expression is increased in hypoxic areas. The symbols represent 
the relative amount of αB-crystallin staining in the normoxic areas and in the hypoxic areas 
for each individual HNSCC. Equal staining of αB-crystallin in the normoxic and hypoxic 
areas would be according to the grey line. 
 
 
cells was too low to allow detection by western blotting. After 48 hours of hypoxic 
conditions, αB-crystallin protein levels were decreased 2.0-fold (Figure 5, p < 0.001) 
and upon reoxygenation the αB-crystallin level was raised 1.5-fold compared to the 
hypoxic level (p < 0.01). Although the level after reoxygenation did not reach the level 
observed at normoxic conditions (p < 0.01), these results show that also the αB-
crystallin protein was upregulated upon reoxygenation after hypoxia. 
 
αB-crystallin mRNA overexpression during reoxygenation is induced by ROS 
Reoxygenation stimulates the production of ROS (267), which at a high concentration 
is stressful for cells. As a reaction, cells can protect themselves by increasing the level 
of stress proteins (48). To test whether ROS induces αB-crystallin expression in 
HNSCC cells, UT-SCC-5 cells were treated with H2O2. The cells were incubated for 1 
hour with a H2O2 concentration series between 0 and 3.0 mM H2O2 and subsequently 
harvested after 7 hours (Figure 6). At the protein level no effect could be detected, 
because the protein expression was too low to allow accurate measurement by western 
blotting (data not shown). However, a significant increase in αB-crystallin mRNA  
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Figure 3. Relative αB-crystallin mRNA expression during hypoxia. αB-crystallin 
mRNA expression levels in UT-SCC-5 cells after incubation in a humidified 37 ºC H35 
hypoxystation at 0.1% O2 for the indicated time points. αB-crystallin mRNA expression 
levels were assessed via RT-qPCR (N = 4) *** p < 0.001, ** 0.001 < p < 0.01 
 
 
expression could be observed at 1.5 mM and 3.0 mM H2O2, compared to incubation 
with mock (P < 0.001). Next, it was tested whether induction of αB-crystallin upon 
reoxygenation can be reduced with the ROS scavenger NAC. UT-SCC-5 cells were 
incubated without and with NAC during normoxia, hypoxia and reoxygenation. 
Without NAC, αB-crystallin mRNA levels were again downregulated during hypoxia 
and upregulated during reoxygenation, as expected (Figure 7). In the presence of NAC, 
the hypoxia-induced αB-crystallin mRNA downregulation remained the same, whilst 
the upregulation upon reoxygenation was reduced 1.7-fold, compared to reoxygenation 
without NAC. These results suggest that the ROS produced upon reoxygenation is at 
least in part responsible for the upregulation of αB-crystallin in UT-SCC-5 cells. 
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Figure 4. Relative αB-crystallin mRNA levels after hypoxia and reoxygenation. αB-
crystallin mRNA levels in UT-SCC-5 and UT-SCC-15 cells under 48 hours normoxia (N), 
hypoxia (H, 0.1% O2) and after reoxygenation (R, 24 hours 0.1% O2/24 hours normoxia). 
αB-crystallin mRNA expression levels were assessed via RT-qPCR (N = 4). *** p < 0.001, 
** 0.001 < p < 0.01, * 0.01 < p < 0.05. 
 
 
αB-crystallin knockdown leads to diminished cell survival under hypoxic and 
hypoglycemic stress 
Next, it was investigated whether cells expressing αB-crystallin were able to survive 
longer under hypoxic conditions. In hypoxic areas, not only a shortage in oxygen, but 
hypoglycemia as well is a physiological stressor (268). Since glucose is able to protect 
cells under hypoxic conditions (269) and glucose is the main energy source required 
for HNSCC cell survival (270;271), medium without glucose was used as an additional 
stress condition. Reduction of αB-crystallin expression in UT-SCC-5 cells was 
obtained by siRNA-mediated knockdown. Cells with normal and reduced levels of αB-
crystallin were exposed to a hypoxic oxygen level of 0.1% for 24 hours, after which the 
survival was determined by analyzing the cell number with Cell Counting Kit-8. The 
knockdown of αB-crystallin was performed with 3 different siRNAs and compared 
with 2 different control siRNAs (Figure 8a). Under normoxic conditions in the 
presence of 5 mM glucose, knockdown of αB-crystallin did not significantly alter cell 
survival, although with all three siRNAs a trend in survival reduction was observed 
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(Figure 8b). Hypoxic stress in the presence of 5 mM glucose, led to a significant lower 
cell survival, compared to normoxic conditions (67% for siEGFP and siLUC). Cell 
survival could be further reduced significantly, by knockdown of αB-crystallin (57% 
for si-αB1 and 58% for si-αB2 and si-αB3). Under normoxic conditions, 0 mM glucose 
led to lower cell survival rates (66% for siEGFP and 63% for si-LUC), which was  
 
 

Figure 5. Relative αB-crystallin protein levels after hypoxia and reoxygenation. αB-
crystallin protein expression levels in UT-SCC-5 cells under 48 hours normoxia (N), 
hypoxia (H, 0.1% O2) and after reoxygenation (R, 24 hours 0.1% O2/24 hours normoxia). 
αB-crystallin protein expression was analyzed of 3–4 independent incubations via western 
blotting (a) and quantified (b). ***p < 0.001, ** 0.001 < p < 0.01. 

(a) 

(b) 
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Figure 6. Relative αB-crystallin mRNA levels upon H2O2-incubation. Relative αB-
crystallin mRNA levels in UT-SCC-5 cells after incubation with 0.0 mM (mock), 0.3 
mM, 1.5 mM or 3.0 mM H2O2 for 1 hour and 7 hours of recovery. αB-crystallin mRNA 
expression levels were assessed via RT-qPCR (N = 4). *** p < 0.001. 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
Figure 7. Effect of the ROS-scavenger NAC on αB-crystallin mRNA levels during 
reoxygenation. UT-SCC-5 cells after incubation with mock or NAC under 48 hours 
normoxia (N), hypoxia (H, 0.1% O2) and after reoxygenation (R, 24 hours 0.1% O2/24 
hours normoxia).** 0.001 < p < 0.01, * 0.01 < p < 0.05. 
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further reduced as well after knockdown of αB-crystallin (57% for si-αB1 and 55% for 
si-αB2 and si-αB3). Combining hypoxic as well as hypoglycemia stress was 
detrimental resulting in 0% cell survival. Since all 3 different αB-crystallin siRNAs 
gave similar results, it is very unlikely that these observations are due to off-targets 
effects. These results show that reduction of the αB-crystallin level decreases the 
survival of hypoxia-exposed and glucose-deprived cells. 
 
 
DISCUSSION 
 
In the current study, we show that more αB-crystallin protein is present in hypoxic 
HNSCC tumor areas than in normoxic areas. Since an increased αB-crystallin 
expression might be the result of a stress-induced transcriptional upregulation, we 
investigated whether hypoxic stress is able to induce αB-crystallin expression in 
HNSCC cell lines. Remarkably, under hypoxic conditions αB-crystallin mRNA 
expression was found to be downregulated in UT-SCC-5 and UT-SCC-15 cells. It is 
not clear how αB-crystallin is downregulated, but this could be due to a general 
transcription shutdown caused by epigenetic modifications (272;273). Only after 
reoxygenation, a significant upregulation of αB-crystallin mRNA in the HNSCC cell 
lines was found. The same trend was observed at the protein level. The upregulation of 
αB-crystallin has also been observed in other cell types and by different forms of 
reoxygenation stress, such as chemical ischemic/recovery stress and 
ischemic/reperfusion injury (274;275), although from those studies it appeared that the 
upregulation of αB-crystallin is not a general mechanism since not all cell types show 
this effect (274). The reoxygenation-induced upregulation of αB-crystallin also fits 
with the studies performed with the piglets, where hypoxia-induced αB-crystallin 
upregulation was detected (263;264). In these studies piglets were maintained in a 
hypoxic chamber for either 1 or 4 hours and were allowed to recover over periods of 1 
to 68 hours under normoxic condition and thus underwent a period of reoxygenation. 
The reoxygenation-induced upregulation of αB-crystallin mRNA is at least partially 
caused by ROS, based on the inhibitory effect of the ROS-scavenger NAC (Figure 7). 
Despite the low level of oxygen, significant levels of ROS can be present in hypoxic 
areas and thus can be responsible for the induction of αB-crystallin expression. ROS- 
levels in hypoxic areas can be increased by moments of reoxygenation due to 
intermittent, perfusion-limited hypoxia (200) or produced by necrotic cells which are 
often present in hypoxic tumor areas (202;268;276;277). Also ROS can be produced by 
a synergistic effect of oncogenic-induced stimulation of increased mitochondrial 
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Figure 8. Knockdown of αB-crystallin expression reduces hypoxia and hypoglycemia 
survival. Expression of αB-crystallin mRNA in UT-SCC-5 cells was reduced by three 
different αB-crystallin siRNAs (αB1, αB2 and αB3). LUC and EGFP were used as negative 
control siRNAs (a). Survival of siRNA-treated UT-SCC-5 cells under normoxic (N) and 
hypoxic (H, 0.1% O2 for 24 hours) conditions in the presence of 5 mM or 0 mM glucose 
(b). Cell survival was assessed via a colorimetric assay using cell counting kit-8. The 
optical density (O.D.) of siEGFP-treated cells was set at 100%. *** p < 0.001, ** 0.001 < p 
< 0.01, * 0.01 < p < 0.05. 

(a) 

 

(b) 
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capacity and low oxygen levels, which causes an ineffective functioning of 
mitochondrial respiratory complexes (255). For this a hypoxia-induced downregulation 
of thioredoxin reductase 1 seems to be important in maintaining high levels of ROS 
under hypoxic conditions (278). As mentioned earlier, some normoxic areas may also 
contain significant levels of αB-crystallin. These local αB-crystallin expressions might 
be explained by intermittent hypoxia as well. As shown by Bennewith and colleagues a 
substantial proportion of tumor cells can go through cycles of hypoxia and normoxia 
(279;280). If the intervals of hypoxia are too short or if pimonidazole is not present at 
the hypoxic moments, erroneously no staining by this marker will be detected 
(279;280). Nevertheless, αB-crystallin induced by the ROS formed during the 
reoxygenation periods might still be present. 
αB-crystallin is a stress protein which may enhance cell survival upon ROS exposure, 
as shown for H2O2 treated mouse retinal pigment epithelium cells (281). Based on 
knockdown experiments, we showed that αB-crystallin is able to play a role in the 
survival of cells coping with hypoxia and glucose-deprivation stress as well. It is thus 
possible that the αB-crystallin present in hypoxic tumor areas plays a role in tumor cell 
survival during hypoxic stress (268;282). This protective activity of αB-crystallin may 
further increase the number of αB-crystallin-positive cells in hypoxic tumor areas. In 
summary, the relative higher levels of αB-crystallin in HNSCC hypoxic tumor areas 
might be caused by a combination of ROS-induced αB-crystallin upregulation and an 
enhanced survival of αB-crystallin-positive cells exposed to this stress. 
The enhanced expression of αB-crystallin in HNSCC may have a negative effect on the 
prognosis of the patient. We have recently found that αB-crystallin expression is 
associated with distant metastases formation in HNSCC patients (261). This 
association might relate to the chaperone function of αB-crystallin in mediating folding 
and secretion of VEGF. αB-crystallin is able to bind misfolded vascular endothelial 
growth factor (VEGF), leading to enhanced VEGF secretion (226;227). VEGF is 
specifically upregulated by hypoxia-inducible factor 1 (HIF1) and is important for 
tumor vascularization. VEGF induction is thus a mechanism to alleviate hypoxic 
circumstances (228;283). Cycling hypoxia-induced VEGF expression has been shown 
to increase pulmonary metastasis formation in mice (284). Since αB-crystallin can 
increase hypoxic cell survival and can help in the (re)folding of hypoxia-induced 
VEGF expression, αB-crystallin expression could ultimately increase the risk of 
hypoxic tumors to become metastasis-prone (285). Furthermore, by increasing hypoxic 
cell survival αB-crystallin may also decrease the sensitivity of a tumor to cancer 
treatments, such as radiation or other cancer treatments, as shown by the effect of αB-
crystallin on tumor necrosis factor-related apoptosis-inducing ligand (TRAIL) as well 



207528-L-bw-Schootbrugge207528-L-bw-Schootbrugge207528-L-bw-Schootbrugge207528-L-bw-Schootbrugge

 
EFFECT OF HYPOXIA ON THE EXPRESSION OF αB-CRYSTALLIN IN HEAD 
AND NECK SQUAMOUS CELL CARCINOMA 
 

72 
 

as cisplatin-induced apoptosis in human ovarian cancer cells (286). Because of its 
potential to interfere with anti-tumor therapies, αB-crystallin might be a promising 
target for anti-cancer treatment. 
 
 
CONCLUSIONS 
 
Enhanced αB-crystallin expression in HNSCC and also in other kind of tumors 
correlates with poor prognosis of the patients. The underlying stress that induces αB-
crystallin expression in HNSCC was not known. Here we show that αB-crystallin is 
most abundantly present in the hypoxic areas of the tumor, likely caused by ROS 
stress. The increased expression of αB-crystallin may lead to prolonged survival of 
hypoxic cells, thereby protecting those cells which are most resistant against cancer 
treatments. 
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ABSTRACT 
 
αB-crystallin is regarded as a biomarker for triple negative/basal-like breast cancer. In 
normal breast cells overexpression of αB-crystallin leads to neoplastic-like changes, 
which likely relates to enhanced expression of phosphorylated ERK1/2 (pERK1/2). In 
this study, we investigated whether αB-crystallin expression is correlated to pERK1/2 
expression in breast cancer. In a balanced tissue microarray the expression of αB-
crystallin and pERK1/2 kinase were determined immunohistochemically, together with 
triple negativity and basal-like markers CK5/6 and SMA and the signaling molecules 
pAKT, pmTOR, EGFR and IGF-1R. αB-crystallin expression significantly correlated 
with triple negativity and basal-like markers CK5/6 and SMA (Pearson Chi-square test 
p=0.004, p=0.001, p<0.001, respectively). A significant correlation was observed with 
pERK1/2 expression (p=0.002). siRNA-mediated knockdown of αB-crystallin in triple 
negative breast cell line MDA-MB468 did not show an effect on pERK1/2 expression 
levels, indicating that lowering the level of αB-crystallin does not reduce pERK1/2 
expression. Our results confirm that αB-crystallin can be used as a biomarker for triple 
negative and/or basal like breast cancer. The expression of αB-crystallin correlates with 
pERK1/2 expression in breast cancer tissue suggesting that therapies targeting αB-
crystallin might be considered for treatment of triple negative or basal-like breast 
cancer. 
 
 
INTRODUCTION 
 
Breast cancer consists of a heterogeneous group of tumors with varying histological 
appearances and prognoses (164). Using gene expression profiling, breast cancer can 
be categorized in several subsets, of which the most well known are normal breast-like, 
luminal A and B, epidermal growth factor receptor 2 (HER2)-enriched, and basal-like 
breast tumors (164;287). Because of the clinically aggressive nature, basal-like breast 
cancers have the worst prognosis (287).  
Triple negative breast cancers are defined by the absence of immunohistochemical 
staining for estrogen receptor (ER), progesterone receptor (PR) and HER2. This tumor 
type accounts for 15% of all breast cancer cases (288). Around 75% of the triple 
negative cases have the basal-like gene expression profile showing expression of, 
amongst other markers, high-molecular weight basal cytokeratins (CKs) and smooth 
muscle actin (SMA) (166;289-291).  
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Expression of αB-crystallin, a molecular chaperone able to interfere with several 
cellular processes resulting in cell maintenance under stress conditions (77;122;257), is 
enhanced in triple negative and basal breast cancer, and is a marker for poor prognosis 
(126;166;222;223;292). αB-crystallin may directly contribute to malignant progression 
as overexpression of wild type αB-crystallin in MCF-10A immortalized mammary 
epithelial cells leads to the formation of abnormal mammary acini and induction of 
neoplastic changes (126). Constitutive overexpression of αB-crystallin in MCF-10A 
cells was found to upregulate expression of extracellular regulated protein kinase1/2 
(ERK1/2) and phospho-ERK1/2 (pERK1/2), AKT and phospho-AKT (pAKT). Only 
inhibition of the ERK1/2 pathway could oppose the abnormal acini formation induced 
upon αB-crystallin overexpression. In cell lines and tumor models, AKT and/or 
ERK1/2 are implicated in cancer progression and metastasis formation (293). 
However, it is not known whether αB-crystallin expression in breast tumors is 
correlated to enhanced activity of these kinases. Therefore, we have studied whether 
endogenous αB-crystallin expression levels in breast tumors are correlated with the 
expression of phosphorylated, thus activated, forms of ERK1/2, AKT and mTOR in 
breast cancer tissue and with the expression of epidermal growth factor receptor 
(EGFR) and insulin-like growth factor 1 receptor (IGF-1R), which can activate these 
kinases (294;295). Furthermore, the direct effect of αB-crystallin depletion on 
pERK1/2 expression was studied in vitro, using siRNA mediated knockdown of αB-
crystallin. 
 
 
MATERIAL AND METHODS 
 
Patients 
The study population was selected from a cohort of breast cancer patients that was 
surgically treated between January 1991 and December 1996 at the University Medical 
Centre St. Radboud. Selection criteria were: no axillary lymph node invasion, no 
adjuvant systemic treatment, and at least 5 years follow up or an earlier recurrence 
during follow-up (296;297). In order to increase the power of our analysis, we designed 
a TMA with a high percentage of triple negatives and approximately equally sized 
groups of breast cancer subtypes were obtained. This ultimately led to a cohort of 122 
patients. As approved by the institutional review board and according to national law, 
coded tumor tissues were used. 
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Immunohistochemistry on breast cancer TMAs  
Immunohistochemical analyses were performed on 4 µm thick formalin-fixed, 
paraffin-embedded human tissue micro array (TMA), containing sections of human 
breast tumors. The specifications for each IHC assay are listed in Table 1. The tissue 
sections were deparaffinized in xylol and rehydrated through a graded ethanol into 
water series. All sections were pretreated with a 10 mM citrate buffer (pH 6.0) in a 
microwave oven for 3 minutes at 800W, followed by 10 minutes at 180W. After 
cooling for 1.5 hours at room temperature (RT), slides were washed in distilled water. 
To block endogenous peroxidase activity slides were treated with 3% hydrogen 
peroxide in distilled water for 10 minutes at RT followed by washing in distilled water 
and Tris buffered saline (TBS). The primary antibodies were diluted in 1% BSA-TBS 
and applied overnight in a humidified chamber at 4°C. The following day, the sections 
were washed with TBS and incubated with PowerVision (ImmunoLogic) for 30 
minutes at RT. Subsequently, the sections were washed with TBS and the antibody 
binding was visualized by incubating 5 minutes at RT with PowerVision DAB (3,3’-
diaminobenzide) (ImmunoLogic). After rinsing in distilled water, the sections were 
counterstained with  
 
 
Table 1. Antibodies used for immunohistochemical staining 

Antigen Antibody Dilution Control tissue 

αB-crystallin mAb mouse IgG (RIKEN Cell Bank) 1/1600 Kidney 

SMA mAb mouse IgG (#A2547, SIGMA) 1/30000 Muscle 

CK5/6 mAb mouse IgG (#M7237, DAKO) 1/40 Skin 

EGFR pAb rabbit IgG 
(#sc-03, Santa Cruz) 1/50 Placenta 

 
IGF-1R 
 

pAb rabbit IgG, (#3027,  
Cell Signaling Technology) 1/250 Squamous cell carcinoma  

and mamma carcinoma 

pAKT mAb rabbit IgG (#3787,  
Cell Signaling Technology) 

1/100 Squamous cell carcinoma 
and mamma carcinoma 

pmTOR mAb rabbit IgG (#2976,  
Cell Signaling Technology) 1/50 Mamma carcinoma 

pERK1/2 
mAb rabbit IgG, (#4376,  
Cell Signaling Technology) 1/100 Melanoma 



207528-L-bw-Schootbrugge207528-L-bw-Schootbrugge207528-L-bw-Schootbrugge207528-L-bw-Schootbrugge

 
αB-CRYSTALLIN EXPRESSION IS CORRELATED WITH PHOSPHO-ERK1/2  
EXPRESSION IN HUMAN BREAST CANCER 
 

80 
 

Mayer’s hematoxylin solution, dehydrated through graded ethanol, cleared in xylol and 
enclosed with Permount (Fisher Scientific). Control tissues were used as a positive 
control for each IHC assay as listed in Table 1. Negative control included substitution 
of the primary antibody with 1% BSA-TBS. 
 
Scoring of IHC results 
Scoring of the stainings was performed by eye according to a scoring system where a 
score of ‘0’ is a negative staining and ‘1’ is positive staining. Cut-off points were 
determined for each staining. For pAKT, pERK1/2, pmTOR, EGFR en IGF-1R any 
observable staining was regarded as positive, for CK5/6 and SMA above 5% and for 
αB-crystallin above 15% of the cells expressing the protein were regarded as positive 
staining. 
 
Statistical Analysis 
Analysis of results was done in SPSS 16.0 using the Pearson Chi-square test.  
 
Cell culture of triple negative cell lines 
MDA-MB231, MDA-MB436 and MDA-MB468 cells were seeded into T25 flasks and 
maintained in DMEM + Glutamaxtm (Invitrogen) supplemented with 10% fetal calf 
serum (Gibco-BRL). At 80% confluency, the cells were harvested and, after 
trypsinization and two times washing with PBS, 40 μl 2% sodium dodecyl sulfate 
(SDS, Gibco) was added. Samples were twice heated for 5 minutes at 100°C and 
sonicated for 10 minutes (1 minute cycles, 30 seconds on, 30 seconds off, Bioruptor®, 
Diagenode). The samples were stored at -20oC.  
 
αB-crystallin knockdown in triple negative breast cancer cells 
7.75*105 MDA-MB468 cells were seeded into T25 flasks, N = 2 per condition and 
maintained in DMEM + Glutamaxtm (Invitrogen) supplemented with 10% fetal calf 
serum (Gibco-BRL). After 24 hours, confluency was 40% and cells were transfected 
with 1.25 ng siRNA/flask using Lipofectaminetm 2000 Reagent according to 
manufacturers’ protocol (Invitrogen). One mock transfection and five different 
siRNA’s were used: Mock transfection using MQ, two negative control siRNAs: si-
EGFP (CGAGAAGCGCGAUCACAUGdTdT) and si-LUC 
(CGUACGCGGAAUACUUCGAdTdT), and three αB-crystallin specific siRNA’s: si-
αB1 (GCACCCAGCUGGUUUGACAdTdT), si-αB2 
(CCCUGAGUCCCUUCUACCUdTdT) and si-
αB3(CCGGAUCCCAGCUGAUGUAdTdT). The medium was refreshed 5 hours after 
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transfection. Forty-eight hours after transfection, the cells were harvested, and protein 
was isolated as described above. The samples were stored at -20 oC.  
 
Western blotting 
The protein concentrations of the lysates were determined with BCA Protein Assay Kit 
(Thermo Scientific) according to manufacturer’s protocol. Protein samples were 
separated by electrophoresis on a 12.5% SDS-polyacrylamide gel and transferred to a 
nitrocellulose membrane (Protran). The membranes were blocked with 5% non-fat dry 
milk (Elk, Campina) in 1x PBS for an hour and washed 3 times for 10 minutes with 1x 
PBS + 0.0025% v/v Nonidet P-40. The membranes were incubated with the 
monoclonal mouse-anti-human-αB-crystallin antibody (undiluted, RIKEN), mouse-
anti-human-gamma-tubulin as reference (1:3000, Sigma-Aldrich), mouse-anti-human-
ERK1/2 (1:200, Cell Signaling) and rabbit-anti-human-phospho-ERK1/2 (1:200, Cell 
Signaling) diluted in 0.025% w/v Nonidet P-40 and completed with 2% Elk in 1x PBS. 
After washing, blots were incubated for 1 hour with a 6000-fold diluted goat-anti-
mouse IRDye® 800CW (LI-COR) and 6000-fold diluted goat-anti-rabbit IRDye® 
680CW (LI-COR). The proteins were visualized with the Odyssey scanner (LI-COR). 
Analysis was performed using Odyssey 2.1 software. 
 
 
RESULTS 
 
αB-crystallin expression is correlated with triple negative and basal-like 
markers  
In this study, a balanced breast cancer tissue TMA was used of which 69% of the 
sections were negative for ER expression, 81% were negative for PR expression, 70 % 
were negative for HER2 expression and 43% were triple negative. Endogenous αB-
crystallin expression was assessed by immunohistochemistry and 39% of the sections 
were scored positive. αB-crystallin expression appeared to correlate with triple 
negativity (Table, 2, p = 0.004), and not or less well with the lack of expression of one 
the three receptors per se (ER p = 0.103, PR p = 0.859 and HER2 p = 0.018). 
Moreover, a correlation was found with basal-like markers SMA (p < 0.001), and 
CK5/6 (p = 0.001) (Table 2). These results suggest that αB-crystallin is a good 
biomarker for triple negative tumors and/or basal-like tumors. 
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Table 2. Tumor markers and kinases correlated with αB-crystallin expression in a 
balanced breast cancer TMA  
 

Tumor marker N= 
αB-crystallin 

p-value 

Negative Positive 

Triple negativity 113   0.004 

Yes  22 27  

No  46 18  

ER 113   0.103 

Negative  43 35  

Positive  25 10  

PR 113   0.859 

Negative  55 37  

Positive  13 8  

HER2 115   0.018 

Negative  43 37  

Positive  27 8  

SMA 111   <0.001 

Negative  69 29  

Positive  0 13  

CK5/6 113   0.001 

Negative  42 13  

Positive  27 31  

EGFR 120   0.563 

Negative  35 20  

Positive  38 27  

IGF-1R 113   0.455 

Negative  41 23  

Positive  28 21  
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Tumor marker N= αB-crystallin p-value 
Negative Positive 

pAKT 89   0.648 
Negative  27 15  

Positive  28 19  

pmTOR 108   0.291 

Negative  22 10  

Positive  44 32  

pERK1/2 105   0.002 

Negative  31 7  

Positive  34 33  
 
 
αB-crystallin expression is correlated with pERK1/2 expression  
As constitutive overexpression of αB-crystallin in the immortalized mammary 
epithelial cell line MCF-10A was found to upregulate expression of pERK1/2 and 
pAKT (13), we determined whether a correlation does exist between αB-crystallin and 
pAKT and pERK1/2 in the TMA. Besides pERK1/2 and pAKT, also pmTOR, which is 
an AKT substrate was analyzed and IGF-1R and EGFR, which both are able to activate 
the pERK1/2 and pAKT pathways (16;17) (Table 2). Remarkably, only pERK1/2 
expression showed significant correlation with αB-crystallin expression (p = 0.002), 
whereas pAKT (p = 0.648), pmTOR (p = 0.291), IGF-1R (p = 0.455) and EGFR (p = 
0.563) did not.  
 
 
αB-crystallin depletion does not affect pERK1/2 
The results described above suggest that αB-crystallin may directly or indirectly affect 
pERK1/2 expression. To investigate the effects of a reduction of αB-crystallin 
expression on pERK1/2, triple negative breast cell lines MDA-MB231, MDA-MB436 
and MDA-MB468, were selected for αB-crystallin knock-down experiments. All three 
cell lines showed expression of pERK1/2 and ERK1/2, but αB-crystallin was only 
detected on Western blot in MDA-MB468 cells (Figure 1). Therefore, αB-crystallin 
was depleted in MDA-MB468 cells, which was done by transfection with three 
different αB-crystallin-specific siRNAs. As controls, mock-transfected cells and cells 
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transfected with unrelated siRNAs (si-LUC and si-EGFP) were included. Although αB-
crystallin levels were successfully reduced (Figure 2a), the results show that reduction 
of αB-crystallin in the triple negative breast cell line MDA-MB468 did not detectably 
affect total pERK1/2 levels (Figure 2b).  
 
 
 
 
 

Figure 1. αB-crystallin expression in three cell lines derived from triple-negative 
breast tumors. Western blot analysis of αB-crystallin, ERK1/2 and pERK1/2 expression in 
the three triple negative breast cancer cell lysates MDA-MB231, MDA-MB436 and MDA-
MB468. α-γ-Tubulin was used as loading control. 
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Figure 2. pERK 1/2 and ERK1/2 expression upon αB-crystallin depletion. siRNA-
mediated αB-crystallin knockdown was performed in MDA-MB468 and analyzed by 
western blotting using an antibody to αB-crystallin. pERK1, pERK2, ERK1 and ERK2 
expression was detected by using anti-pERK1/2 and anti-ERK1/2 antibodies. α-γ-Tubulin 
was used as a loading control (a). Quantification of total pERK1/2 expression levels, 
relative to γ-Tubulin expression. The bars in the graph are the mean of the two adjacent 
samples on Western blots (b).  

(a) 

(b) 
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DISCUSSION 
 
Here we describe how, in human breast cancer tissues, αB-crystallin is related to triple 
negativity and the basal-like markers CK5/6 and SMA. This relation of αB-crystallin 
with basal-like breast cancers is in line with other studies, that also reported that αB-
crystallin is related to poor prognosis in breast cancer (126;166;222;223;292). EGFR, 
which is also often used as a basal-like marker (290), did not correlate with αB-
crystallin in our study, which is contrary to the findings described by Tsang and 
coworkers (292). This discrepancy, however, might be explained by the lack of a well-
documented standard assay for this marker protein (298). 
Patients with triple negative breast cancers have a poor prognosis (287), partly as 
particular treatments are not available for these patients. Anti-breast cancer treatments 
targeting the estrogen, progesterone or HER2 receptors are ineffective in triple negative 
breast cancers that do not express these receptors. Other strategies in cancer treatment 
involve the use of small molecule kinase inhibitors, which target the intracellular 
downstream signaling pathways (299). Assessing which kinases are specifically 
enhanced in triple negative breast cancers might therefore reveal new targets for 
treatment using kinase inhibitors in these tumors. For triple negative tumors, increased 
activation of the AKT and ERK1/2 pathways has been described (300), suggesting that 
targeting these pathways might be beneficial in the treatment of triple negative breast 
cancer. Disruption of the RAS/RAF/MEK/ERK1/2 pathway could be an alternative 
strategy in particular breast cancer subtypes (301;302). Alternatively, proteins or 
mechanisms involved in the upregulation of these kinases might be a potential target 
for alternative treatment options. Reportedly, αB-crystallin could have an effect on the 
aggressiveness of tumor cells via upregulation of the AKT or ERK1/2 signaling 
pathways (126). The correlation, observed in the present study, between αB-crystallin 
and pERK1/2 expression suggests that αB-crystallin expression specifically influences 
the ERK1/2 pathway and not the AKT pathway, which is in agreement with the 
observations of Moyano and coworkers (126). However, in the triple negative cell line 
MDA-MB468 knockdown of αB-crystallin did not detectably change pERK1/2 
expression. Moyano and coworkers reported an upregulation of pERK2 in MCF-10A 
breast cells upon αB-crystallin overexpression in MCF-10A breast cells (126) (pERK1 
is not expressed in this cell line (301)) and thus downregulation of at least pERK2 was 
expected upon siRNA treatment. Why αB-crystallin knockdown did not show an effect 
on ERK1/2 phosphorylation is not clear. Since αB-crystallin is a heat shock protein 
which expression is specifically enhanced during stress situations, it is possible that 
αB-crystallin affects pERK1/2 expression only when the protein is overexpressed. The 
correlation of αB-crystallin with triple negative tumors and ERK1/2 suggests that 
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therapies targeting αB-crystallin might be considered for treatment of triple negative or 
basal-like breast cancers. Our data suggest that not αB-crystallin downregulation but 
preventing αB-crystallin upregulation might be an option for such an alternative 
treatment.  
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ABSTRACT 
 
The human small heat shock protein αB-crystallin (HspB5) is a molecular chaperone 
which is mainly localized in the cytoplasm. A small fraction can also be found in 
nuclear speckles, of which the localization is mediated by successional phosphorylation 
at Ser-59 and Ser-45. αB-crystallin does not contain a canonical Nuclear Localization 
Signal sequence and the mechanism by which αB-crystallin is imported into the 
nucleus is not known. Here we show that after heat shock pseudophosphorylated αB-
crystallin mutant αB-STD, in which all three phosphorylatable serine residues (Ser-19, 
Ser-45 and Ser-59) were replaced by negatively charged aspartate residues, is released 
from the nuclear speckles. This allows αB-crystallin to chaperone proteins in the 
nucleoplasm, as shown by the ability of αB-STD to restore nuclear firefly luciferase 
activity after a heat shock. With the help of a yeast two-hybrid screen we found that 
αB-crystallin can interact with the C-terminal part of Gemin3 and confirmed this 
interaction by co-immunoprecipitation. Gemin3 is a component of the SMN complex, 
which is involved in the assembly and nuclear import of U-snRNPs. Knockdown of 
Gemin3 in an in situ nuclear import assay strongly reduced the accumulation of αB-
STD in nuclear speckles. Furthermore, depletion of SMN inhibited nuclear import of 
fluorescently labeled recombinant αB-STD in an in vitro nuclear import assay, which 
could be restored by the addition of purified SMN complex. These results show that the 
SMN-complex facilitates the accumulation of hyperphosphorylated αB-crystallin in 
nuclear speckles, thereby creating a chaperone depot enabling a rapid chaperone 
function in the nucleus in response to stress. 
 
 
INTRODUCTION 
 
αB-Crystallin is a member of the small heat shock protein (sHSP) family and is 
regarded as a molecular chaperone with an important role in cellular protection against 
diverse stress stimuli (77;122;257;258;303). This is consistent with its high expression 
in stress-sensitive tissues, like eye lens and muscle (304). There are numerous 
examples of its protective function, varying from protecting cytoskeletal components to 
preventing cell death in general (305;306). The primary mode of action is to keep 
partially unfolded substrate proteins in a folding-competent state, allowing quick 
recovery after stress stimuli (78). αB-crystallin can be phosphorylated at three different 
sites: Ser-19, for which the kinase is not known, and Ser-45 and Ser-59, which are 
phosphorylated by p44/42 mitogen-activated protein kinase and MAP kinase activated 
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protein kinase 2, respectively (56). Different forms of stress, like heat shock and 
oxidative ischemic stress, may increase the phosphorylation of αB-crystallin, especially 
at Ser-59. Ser-19 and Ser-45 are preferentially phosphorylated during the mitotic phase 
of the cell cycle (57;303). Phosphorylation of αB-crystallin induces conformational 
changes which affect the interaction with substrate proteins (307). The changes in αB-
crystallin increase the chaperone activity by preventing heat shock- and reduction-
induced aggregation of target proteins, although for some substrates the chaperone 
activity might be decreased depending on the nature and concentration of the substrates 
(56;60;307;308). 
Previously, we and others have found that a small subset of the αB-crystallin 
population can be found in the nucleus, where it predominantly is localized in nuclear 
speckles (309-312). These nuclear speckles, also known as interchromatin granule 
clusters (IGCs), are thought to be sites for storage and recycling of splicing factors 
(313). The subnuclear localization of αB-crystallin is modulated by differential 
phosphorylation of Ser-45 and Ser-59, as demonstrated by the substitution of these 
serine residues by negatively charged aspartate residues to mimic phosphorylation, or 
by non-phosphorylatable alanine residues, as well as by immunocytochemical staining 
with antibodies directed to endogenously phosphorylated αB-crystallin (311). In 
interphase cells, phosphorylation at Ser-59 is required for nuclear import, whilst 
phosphorylation at Ser-45 is crucial for nuclear speckle localization (311). 
Furthermore, nuclear import of αB-crystallin might be facilitated by the Survival Motor 
Neuron (SMN) complex, as suggested by the interaction and co-localization of 
(pseudo)phosphorylated αB-crystallin with a subunit of this complex (311). The SMN 
complex is involved in the biogenesis and nuclear import of small nuclear 
ribonucleoparticles (snRNPs) (314;315) and contains, in addition to SMN, at least 
seven other proteins, named Gemin2-8 (316). 
The highly regulated nuclear import of αB-crystallin and its specific subnuclear 
localization suggest that this protein has a nuclear function in addition to its activities 
in the cytoplasm. Here we show that upon heat shock pseudophosphorylated αB-
crystallin moves from the nuclear speckles to the nucleoplasm, allowing protection of a 
broad range of nuclear proteins, and we identified the SMN complex as an important 
factor that facilitates the nuclear import of αB-crystallin.  
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MATERIALS AND METHODS 
 
Cell culture, plasmids, transfections and two-hybrid screen 
HeLa cells were grown at 37°C in Dulbecco’s modified Eagle’s medium (DMEM; 
Invitrogen) supplemented with 10% fetal calf serum (FCS; PAA laboratories), 100 
units/ml penicillin and 200 μg/ml streptomycin, in the presence of 5% CO2 in a 
humidified 37ºC incubator. The doxycyclin-inducible T-REx™-HeLa-pcDNA4-αB-
STD cell line (61) was kept in Eagle's minimal essential medium (EMEM, Lonza) 
supplemented with Glutamaxtm (Invitrogen), 10% fetal calf serum (Gibco-BRL), 5 
ug/ml Blasticidin (Invitrogen) and 200 ug/ml Zeocin (Invitrogen). The DNA fragments 
encoding the sequence of αB-crystallin wild-type, STD (Ser-19, Ser-45 and Ser-59 
replaced by Asp) and STA (Ser-19, Ser-45 and Ser-59 replaced by Ala) have been 
described elsewhere (61;115). The nuclear luciferase DNA, present in the pEGFP-N2 
vector from Clontech has been described by Nollen and coworkers (317). A β-
galactosidase expression vector was used to measure the transfection efficiency in the 
nuclear luciferase assay (318). Transfections of HeLa cells with the plasmids were 
performed by lipofection using the FuGENEtm 6 system (Roche Molecular 
Biochemicals), as described by the manufacturer. The yeast two-hybrid screen was 
performed with αB-crystallin-LexA fusion protein (bait) to select for proteins (preys) 
able to interact with αB-crystallin by screening a cDNA library from HeLa cells as has 
been described before (117). 
 
Heat shock assay 
HeLa cells (1 x 106) were seeded on coverslips (18 x 18 mm2) one day prior to 
transfection with 1 μg DNA. Two days after transfection cells were untreated or heat 
shocked for 45 minutes at 45oC and recovered at 37oC for the indicated time. The cells 
were fixed in 3% paraformaldehyde for 15 minutes and permeabilized for 10 minutes 
in 0.2% Triton X-100 in phosphate-buffered saline (PBS). The cells were subsequently 
incubated with undiluted monoclonal antibody to αB-crystallin (RIKEN Cell Bank) 
and a 1:20 dilution of TRITC-conjugated rabbit anti-mouse antibody (DAKO Corp.). 
All images were obtained by confocal laser scanning microscopy (BIO-RAD 
MRC1024). 
 
Nuclear luciferase refolding assay 
HeLa cells (1 x 105) were transfected with 0.2 μg of the transfection control vector 
expressing β-galactosidase, 0.2 μg pN-luc-EGFP vector coding for nuclear luciferase 
and 0.6 μg of the pIRES vector either empty or with an αB-crystallin isoform. Three 
days after transfection, cells were supplemented with 100 μg/ml cycloheximide and 20 
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mM 3-(N-morpholino)propanesulfonic acid (MOPS) pH 7.4, 1 hour prior to heat 
shock. Cells were incubated at 45°C for 45 minutes, followed by recovery at 37°C in 
the presence of 5% CO2. Cells were washed 3 times with PBS and lysed by scraping 
the cells in 100 μl nuclear luciferase lysis buffer (25 mM Tris/H3PO4, pH 7.8, 10 mM 
MgCl2, 1% Triton X-100, 15% glycerol and 1 mM EDTA) per 106 cells. Luciferase 
activity was measured by adding 50 μl of luciferase reagent (Promega) to 10 μl of 
lysate and subsequent analysis on a Lumat LB 9507 luminometer. β-Galactosidase 
activity was determined by first incubating 10 μl lysate for 30 minutes with 100 μl of 
β-galactosidase reagent buffer (1:100 Galacton (Tropix) in 100 mM phosphate buffer 
pH 8.1, 5 mM MgCl2) and then adding 150 μl light emission accelerator (Tropix) for 
the analysis on a Lumat LB 9507 luminometer. 
 
Co-Immunoprecipitations 
HeLa cells (1 x 106) were transfected with 1 μg pIRES vector either empty or with an 
αB-crystallin isoform. Cells were harvested by trypsinization and washed once with 
DMEM containing 10% fetal calf serum and twice with cold PBS, and suspended in 1 
ml lysis buffer (50 mM Tris-HCl pH 7.5, 100 mM NaCl, and 0.5% Nonidet P-40) at 
4°C. Cell lysates were cleared by centrifugation at 16,000 g for 30 minutes at 4°C and 
subsequently incubated with protein G-agarose beads (Roche Molecular Biochemicals) 
coupled with monoclonal antibody to αB-crystallin (RIKEN Cell Bank). After 
incubation at 4°C, beads were washed three times with buffer (50 mM Tris-HCl pH 
7.5, 100 mM NaCl, and 0.05% Nonidet P-40) and boiled in sample buffer (1% SDS, 
0.063 M Tris-HCl pH 6.8, 10% glycerol, 0.01% β-mercaptoethanol, 0.02% 
bromophenol blue) and analyzed by western blotting. 
 
In vitro import assay (319) 
HeLa cells grown on coverslips to 80-90% confluence were washed twice with PBS 
and once with P-buffer (50 mM HEPES/KOH pH 7.5, 50 mM KAc, 8 mM MgAc2, 2 
mM EGTA, 1 mM DTT, protease inhibitors cocktail (Roche)). The cells were 
permeabilized for 5 minutes at room temperature with 40 mg/ml digitonin (Sigma) in 
T-buffer (20 mM HEPES/KOH pH 7.5, 50 mM KAc, 4 mM MgAc2, 1mM DTT, 
protease inhibitors cocktail (Roche) and subsequently washed three times with T-
buffer. The permeabilized cells were incubated with 50 μl reaction buffer (T-buffer 
containing 1 mM ATP, 0.2 mM GTP, 5 mM phosphocreatine, 0.2 mg/ml 
creatinephosphokinase, 10 mg/ml BSA, 0.25 M sucrose), which was mixed with 5 μl 
reticulocyte lysate (Promega) and 400 μg purified recombinant αB-crystallin (117), 
labeled with FITC (Fluorescein isothiocyanate, Pierce) according to the protocol 
described by the manufacturer, and incubated for 60 minutes at room temperature. 
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After incubation, the cells were washed three times with T-buffer and fixed with 3% 
paraformaldehyde and mounted on glass slides with Fluorescent Mounting Medium 
(Dakocytomation). Images of the cells were obtained by confocal laser scanning 
microscopy (Bio-Rad MRC1024). Immunodepletion reticulocyte lysate was performed 
by incubating 20 μl lysate for 30 minutes with protein G beads alone or with protein G 
beads coupled with Gemin3 or SMN protein antibodies, after which the beads were 
removed by centrifugation. Nuclear import was reconstituted by adding 50 ng SMN 
complex, which was purified from HeLa cells stably overexpressing Flag-tagged SMN 
(320) (see Figure S2). 
 
siRNA transfection assay 
T-REx™-HeLa-pcDNA4-αB-STD cell line was seeded on coverslips (10 mm2) in the 
absence of antibiotics. At 40% confluency, cells were transfected with 0.1 ng siRNA 
per coverslip (n=2 per sample) using Lipofectaminetm 2000 Reagent according to 
manufacturers’ protocol (Invitrogen). Six different siRNA’s were used: two negative 
control siRNAs: si-Luciferase (CGUACGCGGAAUACUUCGAdTdT), si-Pop1 
(GAAUUUAACCGUAGACAAAdTdT) (321), two Gemin2 specific siRNA’s: si-
Gemin2.1 (CCCAACACUUCAAUGGCAAdTdT), si-Gemin2.2 
(CUGGAAUAGAUUAUGUACAdTdT) and two Gemin3 specific siRNAs: si-
Gemin3.1 (GAGGAGUACUGGAGAGCUUdTdT), si-Gemin3.2 
(GCAAAGGAAAUAAGUCAUAdTdT). The medium was refreshed 5 hours after 
transfection and 24 hours after transfection 1 µg/µl doxycyclin (Invitrogen) was added. 
After 16 hours culturing with doxycyclin, cells were washed twice with PBS and fixed 
for 20 minutes at RT in 2% paraformaldehyde (Merck) in PBS and subsequently 
washed with PBS-G (PBS supplemented with 1.5 g/l glycine (MP Biomedicals)). Cells 
were permeabilized by 10 minutes incubation at RT with 0.1% Triton X100 (USB) in 
PBS-G. Slides were incubated with  monoclonal antibody to αB-crystallin (RIKEN 
Cell Bank) for 1 hour at 37oC, 10-fold diluted in PBS-GT, (PBS-G, containing 0.05% 
Tween-20 (Fluka)), washed three times with PBS-G and incubated with goat-α-mouse-
Alexa Fluor 488 (LI-COR) for 1 hour at 37oC, 1:150 diluted in PBS-GT. Coverslips 
were washed three times with PBS-G and mounted using MOWIOL (Calbiochem). 
Analysis was performed with a fluorescence microscope (Axioskop, Zeiss). Per glass 
slide, 3 fields were selected randomly and per siRNA an average of 110 cells were 
counted. Speckle positive and negative nuclei were scored by eye by two independent 
evaluators. Statistical analysis was performed using One-way ANOVA and Tukey’s 
Multiple Comparison Test. To check for transfection efficiency, cells were transfected 
using 1.25 ng siRNA/T25 flask. The cells were harvest by trypsinization, washed two 
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times with PBS and denatured by 5 minutes heating in 40 μl sample buffer and 
analyzed by western blotting. 
 
Western blotting 
Protein samples were separated by electrophoresis on a 12.5% SDS-polyacrylamide gel 
and transferred to nitrocellulose membranes (Protran) or Hybond-P membranes 
(Amersham Biosciences). The membranes were blocked with 5% non-fat dried milk 
(Campina) + 0.05% Tween-20 (Merck) in PBS for an hour. The membranes were 
incubated O/N in 2% non-fat dried milk in PBS containing monoclonal mouse-anti-
human-αB-crystallin (RIKEN), mouse-anti-human-gamma-tubulin (Sigma-Aldrich), 
mouse-anti-human-gemin2 (E6, Santa Cruz Biotechnology), mouse-anti-human-
gemin3 (12H12, Santa Cruz Biotechnology), rabbit-anti-human-αB-crystallin (38), 
rabbit-anti-human-SMN (Santa Cruz Biotechnology) or rabbit-anti-human-Skp1 
(Neomarkers). After washing three times ten minutes with PBS complemented with 
0.1% Tween-20, blots were incubated for one hour with goat-anti-mouse IRDye® 
800CW (LI-COR) or horseradish peroxidase conjugated goat-anti-mouse secondary 
antibodies or swine-anti-rabbit secondary antibodies (DAKO Corp.) to allow 
visualization of the bound antibodies with the Odyssey scanner (LI-COR) or by 
enhanced chemoluminescence (Pierce Chemical Co.). 
 
 
RESULTS 
 
Speckle-localized pseudophosphorylated αB-crystallin serves as a chaperone 
depot 
Under normal physiological conditions αB-crystallin is mainly present in the 
cytoplasm, but upon phosphorylation at Ser-59 and Ser-45 accumulates in nuclear 
speckles (311). To investigate whether αB-crystallin remains in the nuclear speckles 
upon heat shock, the pseudophosphorylated αB-crystallin mutant αB-STD was used. 
This mutant, besides being present in the cytoplasm, abundantly accumulates in the 
nuclear speckles (311). HeLa cells transfected with pIRES αB-STD vector were 
subjected to a heat shock (45 min) and subsequently allowed to recover for 0, 6 and 24 
hours at 37°C. As expected, nuclear αB-STD of non-heat shocked cells was found 
predominantly in speckles. However, heat-shocked cells examined directly or 6 hours 
after the heat shock showed diffuse nuclear staining (Figure 1). Speckle localization 
was restored 24 hours after heat shock. These results suggest that during heat stress 
nuclear αB-crystallin exerts its chaperone function in the nucleoplasm. 
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Figure 1. Relocalization of nuclear pseudophosphorylated αB-crystallin in response to 
heat-shock. Transiently transfected HeLa cells expressing αB-STD were mock-treated or 
subjected to heat-shock and allowed to recover for 6 or 24 hours. The localization of αB-
STD was visualized by immunofluorescence, using a monoclonal antibody against αB-
crystallin. 
 
 
Pseudophosphorylated αB-crystallin is a nuclear chaperone 
To determine whether αB-crystallin can assist in the refolding of proteins present in the 
nucleus we used a nuclear targeted luciferase-EGFP fusion protein (N-luc-EGFP) (317) 
as a heat-sensitive reporter. This reporter protein shows a diffuse nuclear staining in 
non-stressed cells. HeLa cells were transfected with the empty pIRES vector or with 
pIRES constructs coding for αB-crystallin or mutants thereof, together with the nuclear 
luciferase construct. In every transfection a β-galactosidase construct was included to 
be able to correct for variations in transfection efficiency. After three days the cells 
were exposed to a heat shock to denature the luciferase. The luciferase activity was 
measured before, directly after and six hours after heat shock. During the recovery 
period the translation inhibitor cycloheximide was present to prevent de novo synthesis 
of luciferase. As can be seen in Figure 2, directly after heat shock the activity of 
luciferase was strongly reduced in cells transfected with pIRES, wild-type or non-
phosphorylatable αB-crystallin (αB-STA) and somewhat less pronounced in the cells 
transfected with αB-STD. Six hours after heat shock a significant recovery of luciferase 
activity was observed in the αB-STD transfected cells (8.7%), whereas the pIRES, 
wild-type or αB-STA transfected cells showed almost no or much less recovery of 
luciferase activity (0.3, 2.2 and 1.0%, respectively). These data demonstrate that 
pseudophosphorylated αB-crystallin participates in nuclear chaperoning activity during 
and directly after heat shock. 
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Figure 2. Pseudophosphorylated αB-crystallin enhances refolding of heat-inactivated 
nuclear luciferase. Transiently transfected HeLa cells expressing nuclear luciferase were 
heated (45 min at 45oC) and subsequently lysed directly or 6 hours thereafter. 
Cycloheximide was added just prior to heating to prevent de novo luciferase synthesis. 
Recovery of luciferase activity is indicated for cells cotransfected with empty pIRES vector 
(pIRES), or constructs encoding wild-type (WT), non-phosphorylatable αB-crystallin (αB-
STA) or pseudophosphorylated αB-crystallin (αB-STD). The luciferase activity was 
determined and compared with the initial luciferase activity before heat shock. All 
transfections were corrected for the transfection efficiency as measured by the β-
galactosidase activity resulting from a cotransfected β-galactosidase expression vector. The 
results represent the mean values of 6 independent experiments; error bars indicate the 
standard deviation. A western blot illustrating the expression of αB-crystallin is shown in 
Figure S1. 
 
 
Pseudophosphorylated αB-crystallin interacts with Gemin3 
Pseudophosphorylated αB-crystallin does not contain a canonical nuclear localization 
signal and likely enters the nucleus via an alternative route by binding to a specific 
adaptor complex. In a yeast two-hybrid system we found that wild-type αB-crystallin is 
able to interact with the C-terminal 246 residues of Gemin3 (data not shown). Gemin3 
is a subunit of the SMN complex (322) and we have previously shown that αB-STD, 
but not the non-phosphorylatable αB-STA, can interact with the SMN protein, another 
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subunit of the same complex (311). The SMN complex facilitates the assembly of 
snRNPs and their import into the nucleus (315), to allow partial accumulation in 
nuclear speckles. Since αB-STD also localizes in these speckles, we hypothesized that 
the interaction with this complex facilitates the nuclear accumulation of αB-STD (311). 
To confirm the interaction of αB-crystallin with Gemin3, a co-immunoprecipitation 
experiment was performed, using lysates of HeLa cells cotransfected with different αB-
crystallin expression constructs. The wild-type and mutant αB-crystallin were 
efficiently precipitated with anti-αB-crystallin antibody (Figure 3 lower panel).  
Gemin3 co-immunoprecipitated with wild-type αB-crystallin (Figure 3 upper panel), 
which confirms the interaction observed in the two-hybrid system. The efficiency of 
the coprecipitation of Gemin3 with αB-STA was similar as that observed for the wild-
type αB-crystallin, but appeared to be much higher with αB-STD. These results show 
that αB-crystallin is able to interact with Gemin3 and suggest that the affinity of this 
interaction is increased by the phosphorylation of αB-crystallin. 
 
 

 
Figure 3. Co-immunoprecipitation of Gemin3 with αB-crystallin. Extracts of HeLa 
cells, transfected with pIRES as a control or pIRES constructs coding for wild-type (WT), 
non-phosphorylatable αB-crystallin (αB-STA) or pseudophosphorylated αB-crystallin (αB-
STD) were subjected to immunoprecipitation with a monoclonal antibody against αB-
crystallin. The immunoprecipitates were analyzed by immunoblotting using a mouse 
monoclonal antibody against Gemin3 and rabbit polyclonal antibodies to αB-crystallin. 
Note that Gemin3 shows two bands, of which the lower band is likely a degradation 
product. 
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Nuclear localization of pseudophosphorylated αB-crystallin is facilitated by 
Gemin3 and Gemin2 
To investigate whether nuclear speckle localization of αB-STD is Gemin3-dependent, 
stably transfected HeLa αB-STD cells were used with doxycyclin-inducible expression 
of αB-STD. The expression of αB-STD was induced 24 hours after transfection with 
siRNAs directed against Gemin3. αB-crystallin was visualized by immunostaining and 
the number of cells containing αB-crystallin-positive nuclear speckles was determined. 
As can be seen in figure 4b and 4c, 84% and 85% of cells that were treated with 
unrelated control siRNAs (Luciferase and POP1) showed nuclear speckle staining. This 
was comparable to cells that were not transfected with siRNA, indicating that siRNA 
treatment did not influence the presence of αB-STD in the nuclei (results not shown). 
Two distinct siRNAs (Gemin3.1 and Gemin3.2) resulted in down-regulation of 
Gemin3 expression, as demonstrated by western blotting (Fig. 4a). Knockdown of 
Gemin3 with these two siRNAs resulted in a significant reduction of cells containing 
αB-STD positive speckles (Figure 4b and 4c, 35% and 61%, respectively). To confirm 
the involvement of the SMN complex in αB-STD import (323), also Gemin2 
expression was down-regulated with two different siRNAs (Figure 4a). Gemin2 
depletion also resulted in decreased numbers of cells containing αB-STD positive 
speckles (Figure 4b and 4c, 52% and 56% respectively). These results strongly suggest 
that the SMN complex is involved in nuclear speckle localization of 
pseudophosphorylated αB-crystallin.  
 
Nuclear import of pseudophosphorylated αB-crystallin is facilitated by the 
SMN complex 
To obtain additional evidence for the involvement of complete SMN complex in 
nuclear import of αB-STD, an in vitro nuclear import system with digitonin-
permeabilized HeLa cells was used (324). Digitonin permeabilizes the cell membrane, 
whilst the nuclear membrane remains intact, allowing to reconstitute nuclear import by 
reticulocyte lysate containing ATP and GTP. First, we tested whether fluorescently 
labeled recombinant αB-STD was indeed imported into the nucleus in this system. The 
results showed that αB-STD was not only imported into the nucleus, but was also 
targeted to nuclear speckles (Fig. 5A), which was confirmed by the colocalization with 
the nuclear speckle marker SC35 (data not shown). Thus, the in vitro localization of 
αB-STD is similar to that observed in transiently transfected cell lines (61). The in vitro 
nuclear import of αB-STD is an active process, as shown by the inhibition of import at 
4°C (Figure 5a). In contrast to αB-STD, fluorescently labeled wild-type and non-
phosphorylatable αB-crystallin (αB-STA) only showed background staining in the 
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Figure 4. The effect of 
knockdown of Gemin3 and 
Gemin2 on the nuclear import 
of pseudophosphorylated αB-
STD. Doxycyclin-inducible T-
REx™-HeLa-αB-STD cells 
were treated with two different 
Gemin3 siRNAs, two different 
Gemin2 siRNAs and two 
negative control siRNAs (LUC 
and POP1). After 24 hours 1 
µg/µl doxycyclin was added to 
induce αB-STD expression and 
16 hours later the cells were 
analyzed. (A) Knockdown of 
Gemin3 and Gemin2 was 
assessed by western blotting 
analysis. αB-crystallin and γ-
tubulin were used as loading 
controls (a). T-REx™-HeLa-
αB-STD cells treated with the 
different siRNAs were stained 
for αB-crystallin (b). The 
percentages of the siRNA-
treated cells containing αB-
crystallin-positive speckles in 
the nucleus were determined 
and are shown in the graph (c). 
Statistical analysis was 
performed using One-way 
ANOVA and Tukey’s Multiple 
Comparison Test. *** P<0.001, 
** 0.001<P<0.01, * 
0.01<P<0.05. 
 

(b) 

(a) 

(c) 
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nucleus, indicating that these proteins were not imported into the nucleus, which agrees 
with previous in situ results (61). To test whether import of pseudophosphorylated αB-
crystallin depends on the SMN complex we immunodepleted reticulocyte lysates from 
this complex using antibodies directed to SMN and Gemin3. As can be seen in Figure 
5c, the Gemin3- and SMN-depleted lysates indeed contained strongly reduced levels of 
Gemin3 and SMN. Importantly, Gemin3 depletion resulted in efficient co-depletion of 
SMN, and vice versa, consistent with the removal of the complete SMN complex by 
this procedure. The SMN-depleted lysates resulted in a significant reduction of the 
accumulation of αB-STD in nuclear speckles (Figure 5b). To confirm that these effects 
were due to depletion of the SMN complex, purified SMN complex was added to the 
SMN-depleted reticulocyte lysate. The addition of the SMN complex indeed rescued 
the import and speckle localization of αB-STD (Figure 5b). These results show that 
nuclear import of pseudophosphorylated αB-crystallin is facilitated by the SMN 
complex. 
 
 
DISCUSSION 
 
Differential phosphorylation of αB-crystallin is required for nuclear localization (311) 
and occurs depending on cell cycle and cellular status (56;57). Nuclear speckle 
accumulation of αB-crystallin can be enhanced by mimicking phosphorylation at three 
phosphorylation sites (311). Here we show that upon heat shock, the 
pseudophosphorylated αB-crystallin does not reside in nuclear speckles, but is 
distributed over the nucleoplasm and re-accumulates in the speckles after release from 
stress. This is in concurrence with findings of Van den IJssel and coworkers, who 
showed that the speckle-localized endogenous αB-crystallin in U373 cells significantly 
diminished after heat shock (309). Nucleoplasmic αB-crystallin is able to protect 
nuclear proteins, as shown by the ability of pseudophosphorylated αB-crystallin to 
enhance the refolding of heat-shock-denatured nuclear luciferase. These results suggest 
that nuclear speckle-localized αB-crystallin, besides acting as a molecular chaperone 
for nuclear speckle proteins under non-stressed conditions, serves as a depot to allow a 
rapid increase of αB-crystallin in the nucleoplasm to respond to heat stress. Nuclear 
αB-crystallin has been shown to help to prevent methylglyoxal-induced apoptosis in 
retinal pigment epithelial cells, indicating that nuclear αB-crystallin also has a 
protective role under other stress conditions (325).  
αB-crystallin does not play an active role in the refolding of partially unfolded proteins, 
though it has been proposed to keep substrate proteins in a folding-competent state,  
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Figure 5. In vitro nuclear import of pseudophosphorylated αB-crystallin is dependent 
on the SMN complex. In vitro nuclear import assays were conducted by incubating 
digitonin-permeabilized HeLa cells for 1 hour at room temperature with reticulocyte lysates 
containing ATP and GTP. Import reactions were performed with FITC-labeled recombinant 
wild-type αB-crystallin (WT), non-phosphorylatable αB-crystallin (αB-STA) and 
pseudophosphorylated αB-crystallin (αB-STD). As a negative control the import assay with 
αB-STD was conducted at 4°C (STD 4°C) (a). Import reactions of αB-STD with rabbit 
reticulocyte lysates immunodepleted with anti-Gemin3 antibodies (ΔGemin3), anti-SMN 
antibodies (ΔSMN) and control-depleted (Cntr). The impaired import of αB-STD with 
SMN-depleted reticulocyte lysate could be rescued by addition of purified SMN complex 
(ΔSMN+ SMN complex) (b). The immunodepleted reticulocyte lysates were analyzed by 
western blot to assess depletion. Skp1 was used as a loading control (c). Dotted circles 
indicate the position of the nuclei. 

(a) 

(b) 

(c) 
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thereby facilitating ATP-dependent refolding by other molecular chaperones, such as 
Hsp70 (78). During heat stress, importin β-mediated nucleocytoplasmic trafficking is 
strongly reduced, thereby preventing the active import of cytoplasmic proteins into the 
nucleus. In contrast to most cytoplasmic proteins, nuclear import of Hsp70 is 
upregulated during heat shock (326), which is mediated by a novel nuclear import 
carrier, named Hikeshi (327;328). The nuclear Hsp70 might subsequently act in 
concert with αB-crystallin to restore heat shock-induced damage inside the nucleus. 
αB-crystallin forms polydisperse complexes containing 10 to 40 subunits. 
Pseudophosphorylation reduces the size of the oligomeric complex of αB-crystallin 
(60;307;329), but these complexes are still too large to allow passive diffusion into the 
nucleus, as shown by the lack of nuclear import of αB-STD at 4°C (Figure 5a). 
Because of the absence of a recognizable nuclear localization signal sequence (312), 
the nuclear import of αB-crystallin is expected to be mediated by an alternative import 
carrier. A clue for such a carrier came from yeast-two-hybrid experiments, which 
demonstrated that αB-crystallin interacts with the C-terminal 246 residues of Gemin3. 
Although the non-phosphorylated αB-crystallin can interact with Gemin3, in co-
immunoprecipitation experiments, Gemin3 was more efficiently pulled down by 
pseudophosphorylated αB-crystallin, suggesting that hyperphosphorylation increases 
the affinity for Gemin3. Pseudophosphorylation reduces the interaction between the 
αB-crystallin subunits (329), which might facilitate the binding to Gemin3. Consistent 
with the involvement of Gemin3, as a subunit of the SMN complex, in subcellular 
transport processes (323), Gemin3 appeared to mediate nuclear import of 
pseudophosphorylated αB-crystallin. This activity of Gemin3 is probably related to its 
association with the SMN complex, as demonstrated by additional experiments in 
which the levels of Gemin2 and SMN were reduced. These data strongly suggest that 
the SMN complex is responsible for nuclear import of αB-STD. SMN is able to 
directly interact with importin β, as shown in a GST-pulldown assay (330), which 
might facilitate the interaction with the nuclear pore complex to stimulate the nuclear 
import of the complex (331). Since SMN colocalizes with phosphorylated αB-
crystallin in the nuclear speckles (311), it is likely that this complex is also involved in 
the accumulation of nuclear αB-crystallin in speckles. 
Besides αB-crystallin, the C-terminus of Gemin3 is also able to interact with another 
member of the small heat shock protein family, HspB8 (332). However, so far no 
evidence for the accumulation of HspB8 in nuclear speckles has been obtained (312).  
Two other small heat shock proteins have been described to localize to nuclear 
speckles, HspB1 and HspB7. V5-tagged HspB7 constitutively localizes to nuclear 
speckles, indicating that posttranslational modifications are not involved or are 
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constitutively present. The nuclear speckle localization signal is situated in the N-
terminus of HspB7, but it is not known whether this part is able to interact with 
Gemin3. Speckle-localized HspB7 does not enhance refolding of heat-denatured 
nuclear firefly luciferase, suggesting that the association with the nuclear speckles is 
not related to protein refolding (312).  
The accumulation of HspB1 in nuclear speckles depends on more than one signal. 
Upon stress HspB1 is phosphorylated by the mitogen-activated protein kinase (MAPK) 
pathway. Phosphorylation of HspB1 has been shown to be necessary for recruitment to 
speckles, but by itself is not sufficient to support nuclear import (333). Therefore, the 
phosphorylation of HspB1 may have a similar function as the Ser-45 phosphorylation 
of αB-crystallin (311). Heat stress induces entrance of HspB1 into the nucleus, which 
suggests the involvement of a heat shock activated nuclear import factor. αB-STD is 
able to recruit endogenous HspB1 to nuclear speckles without an additional heat shock 
(unpublished data), indicating that αB-crystallin is capable to stimulate nuclear import 
of HspB1. Since heat stress stimulates nuclear accumulation of αB-crystallin (334), it is 
possible that αB-crystallin in part is responsible for the heat shock-induced nuclear 
accumulation of HspB1. Nuclear HspB1 has been shown to contribute to increased 
chaperone capacity in the nucleus under stress conditions, which, similar to the activity 
of αB-crystallin, seems to be localized outside the nuclear speckles (79).  
In summary, our data suggest that phosphorylated αB-crystallin present in nuclear 
speckles of unstressed cells temporarily moves to the nucleoplasm upon heat shock, 
providing a rapid increase in chaperone capacity to bind unfolded proteins. The import 
of phosphorylated αB-crystallin into the nucleus is facilitated by the SMN complex via 
the interaction with Gemin3. Further investigations are needed to shed more light on 
the functional activities of αB-crystallin and other small heat-shock proteins in the 
nucleus, both under normal and under stress conditions.  
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SUPPLEMENTARY FIGURES 
 

 

 

Figure S1. αB-crystallin expression. Expression of wild-type αB-crystallin (WT), non-
phosphorylatable αB-crystallin (αB-STA) or pseudophosphorylated αB-crystallin (αB-
STD) in transiently transfected HeLa cells. αB-crystallin expression was analyzed by 
immunoblotting using a monoclonal antibody. 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
Figure S2. Composition of purified SMN complex. The purified SMN complex was 
separated by SDS-polyacrylamide gel electrophoresis, followed by silver staining. The 
SMN complex was purified form HeLa cells stably expressing Flag-tagged SMN protein 
using anti-FLAG-tag antibodies. The complex was eluted with an excess of Flag-tag 
peptide. The control lane (Cntr) contains proteins isolated in parallel by the same procedure 
from control HeLa cells. 
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As described in Chapter 1 αB-crystallin can exert the ‘classical’ sHSP chaperoning 
function during cellular stress. Unfolding proteins are captured by large oligomeric 
complexes formed by homomeric interactions between αB-crystallin subunits and by 
heteromeric interactions with other sHSPs, thereby preventing further unfolding and 
stimulating recovery. Also non-protein recovery related functions are described for this 
protein, like interaction with the apoptosis-inducing proteins to influence their activity 
and cytoskeletal proteins to stimulate proper formation of cytoskeletal structures. 
Moreover, αB-crystallin is implicated in various diseases, including several solid 
tumors, like hepatocellular carcinoma (240), breast cancer (126;222), renal cell 
carcinoma (335;336) and several brain tumor types (337-339). Increased expression of 
αB-crystallin in these cancers is often correlated with poor clinical outcome. The 
predictive value of αB-crystallin upregulation in HNSCC for disease survival rates, 
however, was subject to debate (220;221). To improve the understanding of the 
predictive value we analyzed the αB-crystallin expression levels in a HNSCC cohort of 
which 38 biopsies were available. Our results show that high αB-crystallin expression 
levels correlate with a shorter disease-free survival (DFS) (Chapter 3).  
 
 
7.1 αB-CRYSTALLIN EXPRESSION IS CORRELATED WITH METASTASIS 
FORMATION 
 
To get a better understanding of the mechanisms leading to shorter DFS upon αB-
crystallin expression, we looked into two major factors that determine DFS: metastasis 
formation and local-regional recurrence. Local-regional recurrence refers to a 
recurrence of a tumor localized in the area of the primary tumor site and/or the lymph 
nodes. For a cell to become tumorigenic, evasion of apoptosis is essential (Chapter 2). 
As αB-crystallin can interact with apoptotic proteins (Chapter 1), high αB-crystallin 
expression could lead to enhanced cell survival after radiation or chemotherapy, 
thereby leading to tumor regrowth and thus local-regional failure. Remarkably, we did 
not find any correlation with local-regional recurrence, showing that interaction with 
apoptotic proteins probably is not the mode of action leading to worse prognosis of the 
HNSCC patients in this cohort.  
Our data indicated, however, that high αB-crystallin expression correlates with 
metastasis formation (Chapter 3). One of the steps necessary for cancers to 
metastasize, is enhanced cell invasion and migration (Chapter 2). As described in 
Chapter 3, HNSCC UT-SCC-15 cell migration is reduced upon αB-crystallin 
knockdown. Furthermore, the motility of HeLa cells was faster upon overexpression of 
αB-crystallin and slower upon use of αB-crystallin siRNA (Figure 1). These data show 
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Figure 1. Cell motility of T-REx™-HeLa-pcDNA4-αB-crystallin wild type cell. 
Doxycyclin (DOX)-induced expression of αB-crystallin in the T-REx™-HeLa-pcDNA4-
αB-crystallin wild type cell line resulted in a 7-fold increase of of αB-crystallin mRNA 
(unpaired t-test p < 0.05) (a). Cell motility (gap closure) assay (for details see Chapter 3). 
Doxycyclin treated cells showed a tendency of faster gap closure, which was not significant 
compared to untreated or luciferase-siRNA (Mock) treated controls (b). A significant 
difference in gap closure rate was observed between DOX treated cells and cells in which 
αB-crystallin was knocked-down by siRNA transfection (p < 0.05 using One-way ANOVA 
and Tukey’s Multiple Comparison Test). 
 
 
that αB-crystallin expression can have an effect on cell motility. As this is a very 
complex multifactorial process, the mechanism of action of αB-crystallin in this 
process remains to be elucidated. 
Cell migration is dependent on cytoskeletal structures (340). Cell movement is initiated 
at the leading edge of a cell, where protrusions are formed composed of a branched 
filamentous (F)-actin filament network, known as lamellipodia. At the termini of these 
filaments filopodia are formed, which are antennae-like structures containing tight 
bundles of F-actin. During cellular extension, focal adhesions are formed; flat 
structures, which contact the surface. αB-crystallin is able to interact with actin 
filaments and other cytoskeletal structures (Chapter 1) (62), which are important for 
maintaining the integrity of the filaments, especially under stressful circumstances 
(Chapter 1). We hypothesized that αB-crystallin functionally interacts with the 
cytoskeletal network of filopodia during cell migration. Previously, it was found that 
inmigrating porcine lens epithelial cells a fraction of αB-crystallinis localized to the 
leading edges of the cell membrane or in the lamellipodia (62), indicating that αB-
crystallin indeed can have a function in cell motility. We investigated whether αB-
crystallin affects filopodia formation in HNSCC and other cell lines, by analyzing their 
quantity and shape upon overexpression or knock-down of αB-crystallin. No effect was 

 
(a.)               (b.) 
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observed. These data suggest that the effect of αB-crystallin is not mediated via 
filopodia formation or is very subtle, thereby making it difficult to visualize. 
 
 
7.2 VEGF SECRETION IS INFLUENCED BY αB-CRYSTALLIN EXPRESSION 
 
As described in Chapter 1, αB-crystallin can be phosphorylated at S45 by mitogen-
activated protein kinases (MAPK) ERK1/2, via an unknown mitogen activated protein 
kinase-activated protein kinase (MK), and at S59 by MK2, which is specifically 
targeted by the MAPK p38 pathway (Figure 2). Interestingly, Aggeli and coworkers 
reported that upon oxidative stress, αB-crystallin can be phosphorylated at S59 by 
MSK1 as well (Figure 2) (341), which means that ERK1/2 may also lead to αB-
crystallin phosphorylation on S59, via MSK1 (Figure 2) (226;342) and could therefore 
alter functioning of αB-crystallin, related to phosphorylation of either S45 or S59.  
By using two mouse models of intraocular disease, oxygen-induced retinopathy and 
laser-induced choroidal neovascularization, Kase and coworkers found that under 
hypoxic conditions, phosphorylation of αB-crystallin at S59 is upregulated and also 
chaperone activity was increased (226;227). Immunoprecipitation studies showed that 
αB-crystallin can bind to VEGF. Moreover, it was shown that αB-crystallin and VEGF 
are colocalized in the endoplasmic reticulum (ER) under chemical hypoxia. The 
localization of αB-crystallin in the ER has only been reported in lens epithelial cells, 
thus the significance of this finding in other types of cells is currently unknown. In the 
ER, proteins can be properly refolded and eventually secreted via the Golgi system 
(226;227). A more efficient rescue of unfolded VEGF in a tumorigenic context could 
lead to enhanced tumor vascularisation and metastatic potential (Chapter 2) 
(229;230;343-345). In Chapter 3 we show that αB-crystallin knockdown reduced 
VEGF secretion in HNSCC cells. Furthermore, upon overexpression of wild type αB-
crystallin in stably transffected TREx HeLa cells, VEGF secretion was found to be 
upregulated under normoxic as well as hypoxic culturing conditions (Figure 3). In the 
T-REx™-HeLa-pcDNA4-αB-Crystallin wild type cell line, VEGF secretion was 
increased compared to the negative control T-REx-HeLa-pcDNA4 cell line, also in the 
absence of doxycyclin (DOX) treatment. This can be explained by leakage expression 
of αB-Crystallin, which is not visible on western blot. Quantitative RT-PCR using 
HEK293 cells containing the same control and αB-crystallin constructs show αB-
crystallin expression levels that are elevated in cells containing the αB-crystallin 
construct not treated with DOX, compared to cells with the control construct. These 
levels, however, were not as high as when αB-crystallin expression was induced with 
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DOX (personal communication). 
As VEGF secretion is linked to tumor progression (Chapter 2), this indicates that αB-
crystallin expression might influence VEGF secretion in a tumorigenic context, but it is 
unknown if this accomplished via increased chaperoning of VEGF in the ER. 
Therefore, it would be interesting to determine if αB-crystallin and VEGF colocalize in 
the endoplasmic reticulum (ER) of HNSCC cell lines as well. 
A common phenomenon in HNSCC and triple negative/basal-like breast cancer is 
EGFR overexpression, which leads to enhanced EGFR signaling, and this predicts poor 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 

Figure 2. Regulation of αB-crystallin phosphoryl-ation by ERK1/2 and p38. As 
described in Chapter 1, αB-crystallin can be phosphorylated at serine 45 by ERK1/2 and at 
serine 59 by MK2, which is specifically targeted by the p38 pathway and MSK1. The 
kinase responsible for phosphorylation at serine 19 is unknown. Which MK is targeted by 
the ERK1/2 pathway and ultimately is involved in the phosphorylation of serine 45 is 
unknown. Many MKs can be cross-activated by the ERK1/2 as well as the p38 pathway. 
Figure adapted from ref. (342). 
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prognosis for cancer patients (Chapter 2). Interestingly, EGFR activation, via 
activation of the ERK1/2 kinase pathway, also leads to enhanced VEGF secretion 
(346;347). As ERK1/2 can have an influence on αB-crystallin functioning, via 
phosphorylation of S45 and/or S59, and αB-crystallin phosphorylated at S59 can lead 
to increased VEGF secretion, we propose a model that αB-crystallin expression, under 
hypoxic conditions and in combination with EGFR activation, leads to significantly 
elevated levels of VEGF signaling (Figure 4).  
Drug therapies are being developed, that target EGFR as well as neutralize VEGF 
using a single IgG molecule (210). The blocking of multiple pathways reduces the 
chance of tumor survival via escape pathways (348). αB-crystallin might be a valuable 
additional target for treatment in view of its roles in (hypoxic) cancer cell survival and 
VEGF secretion (Chapter 4). Recently, Chen and co-workers developed a potent small 
molecular inhibitor, NCI-41356, which can block the interaction between αB-crystallin 
and VEGF. In in vivo human breast cancer xenograft models, this molecule 
significantly inhibits tumor growth and vasculature development. This shows that, in 
accordance with our results, αB-crystallin influences VEGF in a tumorigenic context 
(349). In aged and cataract eye lenses, a proteolytic βA1/A3-crystallin peptide 
fragment is present (SDAYHIERLMSFRPIC), which can interact with regions in the 
α-crystallin domain and C-terminus of αB-crystallin and can interfere with αB-
crystallin functioning (350). As cell penetrating peptides already have been proposed as 
anti-cancer drugs (351-353), the identified αB-crystallin-binding peptide could be 
modified into a cell penetrating peptide and could be used to target αB-crystallin 
protein itself. In contrast to the small molecular inhibitor, the peptide may interfere 
with more αB-crystallin-related functions and may therefore have a stronger inhibitory 
effect on cancer cell survival. Ultimately, the use of αB-crystallin-targeting treatments 
alongside existing treatments might lead to better outcome for the patients. 
 
 
7.3 αB-CRYSTALLIN IS UPREGULATED BY ROS-STRESS 
 
As a member of the chaperone protein family, αB-crystallin expression can be induced 
upon certain types of stress (Chapter 1). We showed in HNSCC biopsies, that more 
αB-crystallin protein is present in hypoxic tumor areas compared to normoxic areas 
(Chapter 4). To explain this phenomenon, we tested whether αB-crystallin expression 
is induced upon hypoxic incubation of HNSCC cells (Chapter 4). Surprisingly, αB-
crystallin mRNA was downregulated in hypoxic HNSCC cells as opposed to VEGF 
mRNA, which, as reported before, was upregulated (283). Only when the hypoxic 
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period was followed by reoxygenation, αB-crystallin mRNA was upregulated. In vivo 
studies have demonstrated that periods of reoxygenation are associated with transiently 
increased levels of ROS (199;200). As described in Chapter 2, intermittent hypoxia, 
cyclic periods of hypoxia and normoxia in tumor cells, might lead to the presence of 
ROS in hypoxic tumor areas. ROS formation is also observed in necrotic tumor areas, 
which are often present in the core of hypoxic areas (181; 202). To investigate whether 
αB-crystallin might be upregulated in hypoxic areas due to ROS, we either increased 
ROS levels in HNSCC cell lines or reduced ROS levels by incubating with the ROS-
scavenger N-acetylcysteine and determined αB-crystallin mRNA expression levels. 
The results showed that αB-crystallin expression levels are indeed upregulated upon 
ROS-formation, strongly suggesting that ROS plays a role in elevated αB-crystallin 
expression in hypoxic areas of HNSCC (Chapter 4). The mechanism by which αB-
crystallin expression is induced under circumstances of hypoxia and ROS is not yet 
known. We have investigated a series of factors that might be involved, including heat 
shock factor 1 (HSF1), lens epithelial derived growth factor (LEDGF), NF-E2-related 
factor 2 (NRF2) and ETS-1, in HNSCC cells by quantitative RT-PCR, but the data was 
inconclusive. The tumor microenvironment is characterized, amongst other conditions, 
by hypoxia and low-glucose concentrations (354). In Chapter 4 we show that αB- 
crystallin knockdown leads to decreased cell survival under hypoxic conditions as well 

Figure 3. Influence of αB-crystallin overexpression on VEGF secretion. The 
doxycycline-inducible T-REx™-HeLa-pcDNA4-αB-Crystallin wild type cell line and T-
REx™-HeLa-pcDNA4 control cell line were treated with doxycyclin. The protein 
expression levels were assessed by western blotting (a). VEGF secretion levels were 
determined by ELISA (b). Statistical analysis was performed using One-way ANOVA and 
Tukey’s Multiple Comparison Test. *** P < 0.001, * 0.01 < P < 0.05; a.u: absorbance units 

(a.)                 (b.) 
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as under low glucose conditions. The susceptibility of these cells for glucose stress, 
especially when combined with hypoxia, could be due to the Warburg affect. Most 
cancer cells produce energy primarily by glycolysis followed by lactic acid 
fermentation in the cytosol. In normal cells, energy is produced by a low rate of 
glycolysis followed by oxidation of pyruvate in mitochondria (355;356). Recently, Liu 
and coworkers reported that the bidirectional gene pair HspB2/αB-crystallin (described 
in Chapter 1) is a novel direct target of p53 (described in Chapter 2). Knockdown of 
HspB2 as well as αB-crystallin leads to increased glucose concentration and decreased 
lactate levels in the culture medium and to an increase of intracellular ROS (357). 
Possibly, the ROS-induced upregulation of αB-crystallin expression is part of a 
feedback loop which may contribute to the reduction of ROS levels. ‘Side-effects’ of 
ROS-induced αB-crystallin upregulation are enhanced glucose metabolism and 
(hypoxic) cell survival. As hypoxia is linked to metastasis formation via HIF-1-
upregulation of angiogenesis-inducing genes, like VEGF (Chapter 2), this could 
ultimately lead to increased metastasis potential (Chapter 3).  
 
 
7.4 αB-CRYSTALLIN AS A BIOMARKER AND TARGET FOR TREATMENT FOR 
TRIPLE-NEGATIVE/BASAL-LIKE CANCERS 
 
Triple-negative/basal-like breast cancer remains a complicated disease to treat. A study 
by Dent at al. shows that women with a triple-negative breast cancer are more likely to 
die during follow-up than women with other types of breast cancers (42% versus 28%). 
Median time to death was 4.2 years versus 6 years. These women also experienced 
higher rates of distant recurrence (34% versus 20%) and these occurred sooner after 
diagnosis (2.6 versus 5.0 years) (358). A better understanding of the heterogeneity in 
gene expression of triple-negative/basal-like breast cancer is desired as this may help 
the development of patient subgroup-specific therapies (359). 
Tsang et al. showed that αB-crystallin could be a useful biomarker for triple negative 
and basal breast cancers (292) and Moyano et al. found that overexpression of αB-
crystallin in MCF-10A mammary epithelial cells led to malignant progression and 
upregulated expression of ERK1/2 and phospho-ERK1/2 (pERK1/2), AKT and 
phospho-AKT (pAKT). In Chapter 5 we show that αB-crystallin expression is 
correlated with triple negative and basal-like markers. Recently, this was found as well 
by Koletsa and coworkers. Analysis of 940 tumors showed that in their tumor 
microarray (TMA) αB-crystallin was expressed more frequently in triple-negative 
breast carcinomas (45% vs. 15%) and its expression correlated with basal cytokeratin 
protein expression (360). In our breast cancer TMA, we also found a correlation 
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between αB-crystallin expression with pERK1/2 expression. However, when triple 
negative breast cell lines are depleted of αB-crystallin, this does not affect pERK1/2. 
Therefore, it is not clear yet whether αB-crystallin-induced malignant progression is 
modulated via the ERK1/2 pathway (293). 
An ideal biomarker for clinical use has a sensitivity and specificity of more than 90% 
(361). Basal-like marker smooth muscle actin (SMA) has a specificity of 70% and a 
sensitivity of 100% and basal-like marker cytokeratin (CK)5/6 shows 76% specificity 
and 33% sensitivity. In our cohort, the specificity and sensitivity of αB-crystallin as a 
biomarker for triple negativity is 72% and 55%, respectively, which is similar to 
CK5/6. Although not ideal, αB-crystallin might be useful as an additional biomarker in 
a clinical setting. In addition, as explained above for HNSCC, αB-crystallin might be 
an interesting additional target for therapy, especially since estrogen receptor (ER), 
progesterone receptor (PR) and epidermal growth factor receptor 2 (HER2)-targeted 
therapy does not work for triple negative breast cancer (Chapter 2).  
Basal-like and triple-negative breast cancers are regarded similar in literature, as the 
majority of triple negative cancers are of basal-like phenotype and the majority of 
tumors expressing ‘basal’ markers are triple negative (Chapter 2) (362). 
An indication that elevated αB-crystallin expression might be specifically correlated 
with the basal-like subgroup of triple negative breast cancers, was obtained by 
analyzing the αB-crystallin expression in four triple-negative cell lines, MDA-MB231, 
MDA-MB436, MDA-MB468 and HCC1937. Using gene expression profiling, 
Lehmann and coworkers showed that MDA-MB231 and MDA-MB436 are of the 
mesenchymal-like subtype and MDA-MB468 and HCC1937 are basal-like (363). αB-
crystallin protein expression was only detectable in MDA-MB468 and HCC1937, 
substantiating the possibility that αB-crystallin represents a specific marker for the 
basal-like breast cancer and not for triple negativity per se. Interestingly, the pattern of 
metastatic spread of tumors with a basal-like phenotype seems to be different from that 
of non-basal-like cancers: they less frequently metastasize to axillary nodes and bones 
and they favor a hematogenous spread, leading to distant metastasis formation (364-
367). In our HNSCC cohort, we did also find that αB-crystallin was correlated with 
distant metastasis formation and not with loco-regional recurrence. Hypothetically, the 
presence of αB-crystallin might have a role in the preference of distant metastatic 
spread of basal-like breast cancer. More support for the association of αB-crystallin 
expression with basal-like breast cancer might be obtained by analyzing whether αB-
crystallin also correlates with other basal/myoepithelial markers in breast cancer 
tissues, like CD10, maspin, calponin, p63 or p75 (368;369). Whether the 
basal/myoepithelial-like cancers originate from myoepithelial cells, already expressing 
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these markers, or are derived from a pluripotent stem cell, ultimately expressing these 
markers during cancer progression, is still under discussion (289;370-373). More 
knowledge about the development basal-like and other types of breast cancer and about 
the differences, e.g. in the metastatic spread, may ultimately lead to improvement of 
the treatment. 
 
7.5 αB-CRYSTALLIN CAN FUNCTION AS A NUCLEAR CHAPERONE 
 
In HNSCC biopsies stained with αB-crystallin antibodies, some nuclear αB-crystallin 
staining was observed (unpublished results). In the last experimental chapter of this 
thesis (Chapter 6), we describe how αB-crystallin can be transported into the nucleus 
via interaction with Gemin3, a component of the SMN complex. The SMN complex is 
well-known for its function in the assembly of spliceosomal small nuclear 
ribonucleoproteins (snRNPs), consisting of small nuclear RNAs (snRNAs) U1, U2, 
U5, andU4/U6, the Sm proteins (B/B', D1, D2,D3, E, F, and G), and a number of U 
snRNP-specific proteins. The snRNAs are exported from the nucleus to the cytoplasm 
via interaction with CRM1 (374), where the SMN complex directly recognizes both the 
Sm proteins and snRNAs and facilitates their assembly into snRNPs. The snRNP 
import factor snurportin 1 binds the snRNPs, facilitating importin β-mediated nuclear 
import (375;376). In the nucleus, the snRNPs assemble into spliceosomes, together 
with many other proteins and are responsible for the removal of introns from pre-
mRNA (377).  
Narayanan et al. showed that snurportin 1 interacts with (cytoplasmic) SMN and 
Gemin3, which are both components of the SMN complex (330), and that this 
facilitates the nuclear uptake of snRNPs (315). In non-stressed cells, a fraction of 
phosphorylated αB-crystallin is present in nuclear speckles, which contain, besides 
SC35 and other splicing factors (61;310) also snRNPs (378). Since phosphorylated αB-
crystallin can also interact with the SMN complex (311), we hypothesized that the 
nuclear import of αB-crystallin might be facilitated by this complex. In Chapter 6 we 
show that αB-crystallin directly interacts with Gemin3 in a yeast two-hybrid system.  
Knockdown of Gemin3 strongly reduced the accumulation of αB-STD, a mutant that 
mimics the phosphorylation αB-crystallin, in nuclear speckles. Furthermore, depletion 
of SMN inhibited nuclear import of fluorescently labeled recombinant αB-STD, which 
could be restored by the supplementation with the purified SMN complex. These 
results indicate that the SMN-complex facilitates the accumulation of phosphorylated 
αB-crystallin in nuclear speckles. Via its interaction with Gemin3 αB-crystallin may 
influence the functions of the SMN complex. As described by Cauchi, components of 
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Figure 4. The influence of αB-crystallin expression and phosphorylation under 
hypoxia and in tumors expressing EGFR. Under hypoxic circumstances, VEGF 
expression is upregulated by binding of HIF1 to the VEGF promoter. Correctly folded 
VEGF is transported to the Golgi-apparatus and secreted, where it can induce autocrine 
(and paracrine) signaling, when binding to the VEGF receptor (VEGFR). Misfolded protein 
will be degraded by the proteasome (a). If αB-crystallin is present in a tumor, this protein 
can bind the misfolded VEGF, preventing breakdown, and direct endoplasmic VEGF to the 
reticulum (ER), where it is correctly refolded and eventually secreted via the Golgi 
apparatus leading to enhanced signaling (b). In case a tumor expresses EGFR (which can 
occur in combination with hypoxia), ERK1/2 becomes activated and the expression of 
VEGF and VEGFR is induced. Moreover, if αB-crystallin is present, it can become 
hyperphosphorylated at S59 by ERK1/2, leading to rescue of more VEGF and thus even 
more VEGF can be secreted than under hypoxic conditions alone. Moreover, as VEGFR is 
upregulated as well, VEGFR signaling is enhanced massively. Therefore, a combination of 
EGFR expression, αB-crystallin expression and hypoxia could result in enhanced tumor 
progression (c). This figure is based on illustrations in the following references 
(227;346;347). 
 
 
the SMN complex are not only involved in snRNPs biosynthesis (379). Gemin3 can 
perform important cellular functions independent of the SMN complex. Gemin3 is 
present in mRNP and miRNP complexes containing AGO2, which are responsible for 
gene silencing. Gemin3 can also interact with SF-1, a nuclear receptor essential for the 
development of gonads, the adrenal gland and the ventromedialhypothalamic nucleus, 
leading to repression of the transcriptional activity of SF-1. Also interaction with 
METS has been described, which is a repressor of Ets target genes, involved in Ras-
dependent proliferation. The interaction with Gemin3 is essential for the anti-
proliferative effects of METS. αB-crystallin might affect these different activities of 
Gemin3 by affecting the interaction with the other Gemin3 interacting proteins.  
The function of αB-crystallin in the nuclear speckles is currently unknown. In Chapter 
6, we show that upon heat-shock, αB-crystallin speckle localization is lost and this 
protein is localized diffusely throughout the nucleus. Moreover, αB-crystallin can 
perform the classical chaperoning function, as shown by the refolding of nuclear 
luciferase after heat stress. αB-crystallin may also have more specific functions in the 
nucleus, as it has been shown that by inhibiting the activation of nuclear caspases, 
nuclear αB-crystallin has anti-apoptotic activity in retinal pigment epithelial cells 
(113;325). αB-crystallin also colocalizes with nuclear lamin A/C (334;380). The intra-
nuclear lamina network has an important function, since it is involved in the regulation 
of many processes, such as gene regulation, DNA replication, chromatin organization, 
nuclear architecture and nuclear assembly (381-383). Therefore, it is not surprising that 

(c) 
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altered lamin expression has also been observed in various cancers, frequently 
correlating with tumorigenic potential and malignant transformation (384;385). A 
functional role of αB-crystallin in the nuclear lamin network has not been demonstrated 
so far. We hypothesize that increase accumulation of αB-crystallin in the nucleus might 
drive cancer formation by improving lamin-functioning.  
 
 
7.6 CONCLUDING REMARKS 
 
It is evident that αB-crystallin is a very versatile protein, exerting functions in the 
cytoplasm as well as in the nucleus. It is also clear that this protein can assist in tumor 
formation and development of metastasis. This thesis provides suggestions in which 
direction we have to look for the cellular processes in which αB-crystallin is involved, 
i.e. enhancing cell motility and VEGF expression and helping in hypoxic cell survival, 
ultimately leading to worse prognosis for (HNSCC) patients. The exact molecular 
mechanisms of the action of αB-crystallin in these processes remain to be elucidated. 
Therefore, it is important to investigate the involvement of αB-crystallin in more detail. 
A better understanding of these processes may reveal whether αB-crystallin is indeed a 
feasible target for anti-cancer treatments. 
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SUMMARY 
 
αB-Crystallin, also known as HSPB5, is a member of the small heat shock family. In 
human, this family consists of 10 different members (HSPB1-10). Already in 1894 it 
was discovered that αB-crystallin is highly expressed in the eye lens of mammals. 
Later, it turned out that this protein is present in almost every tissue, especially in heart 
and muscle. Over the years, the function of this protein has been clarified. Cells contain 
many different proteins, which can be seen as 'the machines of the cell' that help the 
cells to perform their function. They can only work when they are folded in the correct 
way and may lose their proper folding when the cell is exposed to stress. Misfolded 
proteins are dangerous to the cell and are therefore trapped by chaperone proteins, 
which can refold these proteins or help them to be degraded via the ubiquitin-
proteasome-system. When this system malfunctions, the misfolded proteins can 
accumulate and aggregate, leading to a dysfunctional cell. Eventually, this can lead to 
diseases such as Parkinson’s, Huntington’s and Alzheimer’s disease. 
αB-Crystallin expression is increased in cells that are exposed to several kinds of 
stress, like heat stress, osmotic stress, hypoxia/reoxygenation stress, oxidative stress 
and stress caused by exposure to heavy metals (Chapter 1). The elevated expression 
levels are beneficial as αB-crystallin, alone or together with other HSPBs, is capable of 
binding (partly) unfolded proteins. These proteins can then be refolded by other 
chaperone proteins (for example HSP40 and HSP70), which prevents the breakdown of 
these proteins (Chapter 1). In this way, cells may function normally again as soon as 
the stress is over. Because αB-crystallin is beneficial for a cell, it is also connected to 
the pathogenesis of cancer. A tumor is formed when cells exhibit uncontrolled cell 
division and do not want to die in a proper way. Tumors can be benign or malignant. 
Characteristics of benign tumors are their low grow rates, their inability to invade other 
tissues and their lack of spreading to other parts of the body. Malignant tumors have 
the propensity to grow fast and invade surrounding tissues causing damage. The first 
tumor that forms is called the primary tumor. Tumors that later appear in other parts of 
the body are called secondary tumors or metastases (Chapter 2). In Chapter 3 we 
investigated whether and how αB-crystallin is involved in the development of head and 
neck squamous cell carcinoma (HNSCC). Previously, two studies were published 
about the presence of αB-crystallin in HNSCC and in both studies semi-quantitative 
methods were applied. One study showed that the presence of αB-crystallin could 
predict shorter survival of HNSCC patients, compared to patients with little or no αB-
crystallin in their tumors. In the other study the amount of αB-crystallin did not affect 
the prognosis of the patient. To obtain more certainty about the role of αB-crystallin, a 
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quantitative method was used to determine whether or not the amount of αB-crystallin 
correlated with a worse prognosis for the patient. During a period of 10 years patients 
were followed to investigate whether the primary tumor recurred, tumors were formed 
nearby the primary tumor or metastases were formed. We found that patients with high 
levels of αB-crystallin in their tumor biopsies had a shorter life-span as they had a 
higher chance of metastasis formation. In Chapter 2 the steps necessary for metastasis 
formation are explained, including cell migration through blood vessels from one part 
of the body to another. To facilitate this, important steps are increased cell motility and 
the formation of blood vessels (under influence of the VEGF protein). Previous 
research showed that αB-crystallin was present in the region of migrating pig epithelial 
lens cells and that it was necessary for cell migration. αB-Crystallin could therefore 
have an influence on cell motility. It had been shown before that more blood vessels 
were formed in damaged retina of mice when αB-crystallin was present in the cells, 
which was dependent on VEGF. To investigate this further, we determined if a 
decrease of the amount of αB-crystallin protein would influence the capacity of 
HNSCC cells to migrate or secrete VEGF. It was shown that the cells moved slower 
and secreted less VEGF when there was less αB-crystallin present. In other cells (HeLa 
cells) we increased the amount of αB-crystallin and these cells moved faster and 
secreted more VEGF. Thus, in case of a tumor, the presence of αB-crystallin might be 
associated with faster moving cells, which secrete more VEGF. This could contribute 
to metastasis formation. 
Most solid tumors contain areas that are not well oxygenated (termed hypoxia), as 
described in Chapter 2. This is due to a lack of or poorly developed blood vessels in 
the tumors. A shortage of oxygen is stressful for the cell. As the expression of αB-
crystallin can be upregulated due to several kinds of stress, we analyzed the presence of 
αB-crystallin in hypoxic areas in HNSCC biopsies using two fluorescent dyes, one 
indicative for αB-crystallin and one for hypoxia, in Chapter 4. As high proportions of 
the two dyes overlapped, we determined the influence of hypoxia on the expression of 
αB-crystallin mRNA and protein in HNSCC cells. We found that the amount of αB-
crystallin decreased instead of increased. As explained in Chapter 2 it is possible that 
sometimes blood flow stops and resumes in the poorly constructed blood vessels. This 
phenomenon is called hypoxia/reoxygenation. As a result of the sudden flow of 
oxygen, reactive oxygen species (ROS) can be formed. In Chapter 4 experiments are 
described in which we first exposed HNSCC cells to hypoxia and then reoxygenated 
the cells. The amount of αB-crystallin mRNA and protein decreased upon hypoxia and 
increased again upon reoxygenation. To determine whether the increase is due to ROS, 
HNSCC cells were exposed to higher levels of ROS by adding H2O2 or lower levels by 
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adding a reagent that captures ROS. The amount of αB-crystallin mRNA was increased 
under influence of ROS and decreased when ROS was captured. When ROS was 
captured during the reoxygenation phase, the amount of αB-crystallin mRNA increased 
to a lesser extent. This means that αB-crystallin expression during the reoxygenation 
phase indeed can be upregulated by ROS. Next, we showed that αB-crystallin can help 
cells to survive hypoxia. It was already known that tumors with a high amount of 
hypoxic cells are prone to form metastases (Chapter 2). As αB-crystallin can help to 
retain cells in the hypoxic regions, αB-crystallin could also contribute to the formation 
of metastases in this way.  
Another common type of cancer is breast cancer, which represents a very diverse group 
of tumors (Chapter 2). By studying the genes that are expressed in the breast tumor, a 
broad distinction can be made: tumors that show an expression pattern similar to 
normal breast cells, luminal A, luminal B, enriched for HER2 and the expression of 
basal-like genes (Chapter 2). These biomarkers are used to diagnose in an early stage 
or to improve treatment. Another subdivision that is used is based on the expression of 
certain types of receptors in the cells: the estrogen receptor (ER), the progesterone 
receptor (PR) and the HER2 receptor (Chapter 2). There are breast tumors that do not 
express any receptor, these are called 'triple-negative'. The triple-negative tumors often 
show a basal-like gene expression pattern and patients often have a worse prognosis. 
As described above, the presence of αB-crystallin also is an indication for a worse 
prognosis. In Chapter 5 we determined if the expression of αB-crystallin correlates 
with the expression of genes which are linked to the development of tumors (pERK1/2, 
pAKT, pmTOR, EGFR and IGF-1R). It was studied as well if αB-crystallin correlates 
with triple-negativity and the expression of basal-like genes (CK5/6 and SMA). For 
this purpose we used tissue microarrays (TMA), which allow analyzing different 
biopsies simultaneously. αB-Crystallin indeed correlated with both triple-negativity 
and the expression of basal-like genes. This could mean that patients with a high 
amount of αB-crystallin in their tumor biopsies would not benefit from medication 
directed against the ER, PR and/or the HER2-receptor, as chances are high that these 
receptors are not present in those tumors. For these patients another therapy could be 
considered. As the cells do contain αB-crystallin, the therapy could be directed against 
this protein. Recently, a peptide was developed, that can disrupt the interaction 
between αB-crystallin and VEGF (Chapter 7). This peptide slowed down tumor 
growth and the development of blood vessels. Possibly, this approach could be applied 
in the treatment of (breast) cancer.  
The function of proteins can be altered by amendments in the proteins, called post-
translation modifications. The function of the αB-crystallin protein can be amended by 
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adding a phosphate group at three different positions in the protein, serine 19, 45 and 
59 (Chapter 1). When serine 59 becomes phosphorylated, αB-crystallin is transported 
from the cytoplasm to the nucleus. Phosphorylation of serine 45 results in the 
accumulation of αB-crystallin in certain nuclear structures, called speckles. How αB-
crystallin is translocated to the nucleus and what the function is in the speckles was not 
known. In Chapter 6, we first analyzed how αB-crystallin ends up in the nucleus. 
Using a technique called 'yeast two-hybrid screening', we found that αB-crystallin, of 
which the phosphorylation of the three serine residues was mimicked (αB-STD), can 
bind a protein called Gemin3. This protein is part of the so-called SMN complex. This 
complex was already known to be involved in nuclear import of proteins. A decrease of 
the amount of Gemin2 (another protein in the SMN complex) and Gemin3 resulted in 
less αB-STD speckles in the nucleus. To obtain information about the function of the 
speckles, we studied what the result of cell stress was on the distribution of αB-
crystallin in the nucleus. We overexpressed αB-STD in HeLa cells and heated the cells 
for 45 minutes at 45oC (heat-shock) after which the cells were returned to 37oC. 
Directly and 6 hours after heat shock, αB-STD was diffusely distributed throughout the 
nucleus. After 24 hours, αB-STD was present in the speckles again. To determine 
whether nuclear αB-crystallin has chaperone activity, another protein (luciferase) was 
overexpressed in the nucleus. After heat-shock, the function of this protein was 
restored faster when αB-STD was present. These results suggest that phosphorylated 
αB-crystallin is stored in the speckles until it is needed. Under the influence of stress it 
is released from the speckles and can bind poorly-folded proteins. This way nuclear 
αB-crystallin helps these proteins to become re-folded and functional again. 
It is clear that αB-crystallin is a very versatile protein that can function in the 
cytoplasm as well as the nucleus. It is also clear that this protein can contribute to 
metastasis formation of (HNSCC) tumors. In this thesis, cellular processes are 
described that can be involved: increase of cell motility, increase of VEGF secretion 
and helping cell survival after hypoxia. The molecular mechanisms still have to be 
elucidated. It is therefore important that the contribution of αB-crystallin in these 
processes will be studied further. 
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SAMENVATTING 
 
αB-Crystalline, ook wel HSPB5 genoemd, behoort tot de familie van kleine 'heat-
shock' eiwitten. Bij de mens bestaat deze familie uit 10 verschillende leden (HSPB1-
10). Al in 1894 is ontdekt dat αB-crystalline veel voorkomt in de ooglens van 
zoogdieren. Later is gebleken dat αB-crystalline in bijna elk weefsel aanwezig is, met 
name in het hart en in spieren. De functie van dit eiwit werd in de loop der jaren 
opgehelderd. Cellen bevatten zeer veel verschillende eiwitten, die de 'machines van de 
cel' worden genoemd en ervoor zorgen dat de cel kan functioneren. Ze kunnen hun 
werk slechts doen als ze op de juiste manier gevouwen zijn. Ze kunnen echter hun 
structuur verliezen wanneer de cel blootgesteld wordt aan stress. Slecht gevouwen 
eiwitten zijn gevaarlijk voor de cel en worden daarom opgevangen door zogeheten 
chaperonne eiwitten, die proberen de eiwitten te hervouwen of af te laten breken door 
middel van het zogenaamde ubiquitine-proteasoom-systeem. Als dit niet goed gebeurt 
kunnen de slecht gevouwen eiwitten zich gaan ophopen en samenklonteren, waardoor 
de cel niet meer normaal functioneert. Uiteindelijk kunnen hierdoor ziektes ontstaan, 
zoals de ziekte van Parkinson, Huntington en Alzheimer.  
αB-Crystalline komt verhoogd tot expressie in cellen die blootgesteld zijn aan 
verschillende soorten stress, zoals hittestress, osmotische stress, hypoxie/reoxygenering 
stress, oxidatieve stress en stress veroorzaakt door de blootstelling aan zware metalen 
(Hoofdstuk 1). De verhoogde aanwezigheid bij stress is gunstig, omdat αB-crystalline, 
alleen of in samenwerking met andere HSPBs, in staat is om (deels) ontvouwen 
eiwitten te binden. Hierna kunnen deze eiwitten door andere chaperonne eiwitten 
(bijvoorbeeld HSP40 en HSP70) weer teruggevouwen worden in de juiste structuur en 
hoeven dus niet te worden afgebroken (Hoofdstuk 1). De cel is op deze manier na 
blootstelling aan stress zo snel als mogelijk weer in staat normaal te functioneren. 
Omdat de aanwezigheid van αB-crystalline gunstig is voor de cel wordt dit ook in 
verband gebracht met het ontstaan van verschillende soorten kanker. Kanker ontstaat 
wanneer de celdeling op hol slaat en cellen niet op de reguliere manier doodgaan. 
Tumoren kunnen goedaardig en kwaadaardig zijn. Kenmerken van goedaardige 
tumoren zijn dat ze langzaam groeien, ze geen andere weefsels binnendringen en zich 
niet verder verspreiden in het lichaam. Kwaadaardige tumoren hebben de neiging om 
heel snel te groeien. Ze dringen ook de nabijgelegen weefsels en organen binnen, 
waardoor deze beschadigd raken. De tumor die zich het eerst ontwikkelt, heet de 
primaire tumor. Tumoren die zich later ontwikkelen in andere delen van het lichaam 
(uitzaaien) heten secundaire tumoren of metastasen (Hoofdstuk 2). In Hoofdstuk 3 van 
dit proefschrift hebben we gekeken of en hoe het eiwit αB-crystalline een rol kan 
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spelen bij de ontwikkeling van kwaadaardige hoofd-/halskanker (in het Engels head 
and neck squamous cell carcinoma genoemd, afgekort HNSCC). Over het voorkomen 
van αB-crystalline in HNSCC tumoren zijn al twee studies gepubliceerd, waarbij 
gebruik is gemaakt van semi-kwantitatieve analysemethoden. Een van deze studies liet 
zien dat de aanwezigheid van αB-crystalline zou kunnen voorspellen dat patiënten met 
HNSCC korter leven dan patiënten met weinig of geen αB-crystalline in hun tumoren. 
In de andere studie werd het verband tussen prognose en de hoeveelheid aB-crystalline 
niet gevonden. Om meer duidelijkheid te krijgen over de rol van αB-crystalline is in 
Hoofdstuk 3 op een kwantitatieve manier geanalyseerd of de hoeveelheid αB-
crystalline in een primair tumorbiopt correleerde met een slechtere prognose voor de 
patiënt. Er is bij patiënten met HNSCC gedurende een periode van 10 jaar onderzocht 
of de primaire tumor terugkeerde, of er tumoren in de buurt van de primaire tumor 
werden gevormd, of dat er metastasen gevormd werden. Het bleek dat patiënten met 
veel αB-crystalline in het primaire tumorbiopt korter leefden, omdat ze een grotere 
kans hadden om metastasen te ontwikkelen. In Hoofdstuk 2 wordt uitgelegd welke 
stappen er nodig zijn voor de vorming van metastasen, waaronder celmigratie door 
bloedvaten van de ene plek naar de andere plek in het lichaam. Onder andere 
verhoogde celmotiliteit (vermogen tot beweging van een cel) en de aanmaak van 
bloedvaten (onder invloed van onder andere het VEGF eiwit) zijn hiervoor belangrijk. 
Uit eerder onderzoek is gebleken dat αB-crystalline aanwezig was op plekken in 
migrerende varkenslens epitheelcellen die nodig zijn voor de celmigratie. αB-
Crystalline zou dus invloed kunnen hebben op celmotiliteit. Verder is er reeds een 
onderzoek uitgevoerd dat liet zien dat er meer nieuwe bloedvatvorming in beschadigde 
retina van muizen plaatsvond wanneer er αB-crystalline in deze cellen aanwezig was. 
Deze bloedvatvorming was afhankelijk van VEGF. Om dit verder te onderzoeken is 
door ons geanalyseerd of een verlaging van de hoeveelheid αB-crystalline zowel 
invloed had op het vermogen van HNSCC cellen om te migreren als op het vermogen 
om VEGF uit te scheiden. De cellen bleken langzamer te bewegen en minder VEGF uit 
te scheiden wanneer er minder αB-crystalline aanwezig was. In andere cellen (HeLa 
cellen) is de hoeveelheid αB-crystalline juist verhoogd. Deze cellen bleken sneller te 
bewegen en meer VEGF uit te scheiden. In het geval van een tumor zou de 
aanwezigheid van veel αB-crystalline dus ook sneller bewegende cellen en een hogere 
VEGF productie kunnen betekenen, wat een bijdrage zou kunnen leveren aan de 
vorming van metastasen.  
Zoals beschreven in Hoofdstuk 2, zijn er in de meeste solide tumoren plekken 
aanwezig met weinig zuurstof (hypoxie genoemd). Dit komt doordat er te weinig of 
slecht gevormde bloedvaten in de tumoren aanwezig zijn. Een tekort aan zuurstof is 
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stressvol voor de cel en de expressie van αB-crystalline kan verhoogd worden door 
verschillende soorten stress. Daarom hebben in Hoofdstuk 4 in HNSCC biopten de 
aanwezigheid van αB-crystalline in hypoxische gebieden geanalyseerd middels het 
aankleuren van hypoxie en αB-crystalline met verschillende fluorescerende stoffen. 
Omdat er in hoge mate overlap werd gevonden, hebben we vervolgens bestudeerd 
welke invloed hypoxie heeft op de hoeveelheid αB-crystalline mRNA en αB-crystalline 
eiwit in HNSCC cellen. Het bleek dat hypoxie de hoeveelheid αB-crystalline juist 
verlaagt in plaats van verhoogt. Zoals uitgelegd in Hoofdstuk 2 kan het mogelijk zijn 
dat er toch af en toe bloed stroomt door de vaak slecht aangelegde bloedvaten in 
tumoren. Dit wordt hypoxie/reoxygenatie genoemd. Door de plotselinge toevoer van 
zuurstof kunnen reactieve zuurstofdeeltjes (reactive oxygen species, ROS genoemd) 
ontstaan. In Hoofdstuk 4 worden experimenten beschreven, waarin HNSCC cellen 
hypoxisch zijn gemaakt en daarna weer zuurstof aan de cellen is toegevoegd. De 
hoeveelheid αB-crystalline mRNA en eiwit bleek omlaag te gaan bij hypoxie en juist 
weer omhoog bij reoxygenatie. Om na te gaan of ROS de oorzaak is van deze 
verhoging, werden HNSCC cellen blootgesteld aan hogere hoeveelheden ROS door het 
toevoegen van H2O2 of aan een verlaging van de hoeveelheid door het toevoegen van 
een stofje wat ROS wegvangt. De hoeveelheid αB-crystalline mRNA in de cel bleek 
omhoog te gaan onder invloed van ROS en omlaag bij het wegvangen van ROS. Als 
ROS werd weggevangen tijdens de reoxygenatiefase ging de hoeveelheid αB-
crystalline mRNA minder omhoog. Dit wil zeggen dat αB-crystalline expressie tijdens 
reoxygenatie dus inderdaad gereguleerd kan worden door ROS. Daarna hebben we 
aangetoond dat αB-crystalline cellen die last hebben van hypoxie kan helpen 
overleven. Het was reeds bekend dat tumoren met veel hypoxische cellen vaker 
metastaseren (Hoofdstuk 2). Omdat αB-crystalline cellen in hypoxische regio's kan 
helpen overleven, zou αB-crystalline dus ook kunnen bijdragen aan de ontwikkeling 
van metastasen.  
Een andere veelvoorkomende kanker is borstkanker, die uit een heel diverse groep van 
tumoren bestaat (Hoofdstuk 2). Door na te gaan welke genen tot expressie komen in 
borsttumoren, kan er een brede onderverdeling worden gemaakt: tumoren die een 
expressiepatroon laten zien zoals normaal in de borst, luminaal A en B, verrijkt voor 
HER2 en expressie van 'basal-like' genen (Hoofdstuk 2). Deze biomarkers worden 
gebruikt om in een zo vroeg mogelijk stadium een diagnose te kunnen stellen en ook 
voor het verbeteren van de behandeling. Een andere manier voor de onderverdeling van 
borsttumoren is het aantonen van bepaalde receptoren (signaalontvangers) in de 
tumorcellen: de oestrogeenreceptor (ER), de progesteronreceptor (PR) en de HER2-
receptor (Hoofdstuk 2). Er zijn borsttumoren waarbij alle drie de receptoren niet tot 
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expressie komen. Deze tumoren worden 'triple-negatief' genoemd. De triple-negatieve 
tumoren laten vaak het basal-like genexpressiepatroon zien en patiënten met dit type 
tumor hebben een slechtere prognose. Omdat, zoals hierboven beschreven, de 
aanwezigheid van αB-crystalline ook een indicatie is voor een slechtere prognose, is in 
Hoofdstuk 5 bepaald of de expressie van αB-crystalline correleerde met de expressie 
van genen die in verband worden gebracht met het ontstaan van tumoren (pERK1/2, 
pAKT, pmTOR, EGFR en IGF-1R). Hierbij is ook geanalyseerd of αB-crystalline 
correleerde met 'triple-negativiteit' en met de expressie van basal-like genen (CK5/6 en 
SMA). Dit is gedaan met tissue microarrays (TMA), waarbij vele verschillende 
biopten tegelijkertijd aangekleurd en bestudeerd kunnen worden. αB-Crystalline 
expressie bleek inderdaad gecorreleerd met 'triple-negativiteit' en met de expressie van 
de basal-like genen. Dit zou kunnen betekenen dat patiënten met veel αB-crystalline in 
hun tumorbiopt geen baat hebben bij medicijnen die werken tegen de ER-, PR- en/of de 
HER2-receptor, omdat de kans groot is dat deze receptoren niet aanwezig zijn in de 
tumorcellen. Voor deze patiënten kan dan een andere therapie overwogen worden. 
Omdat de cellen dus αB-crystalline bevatten, zou deze therapie bijvoorbeeld tegen dit 
eiwit gericht kunnen zijn. Recentelijk is er een peptide ontwikkeld, die de binding 
tussen αB-crystalline en VEGF verstoort (Hoofdstuk 7). Deze peptide bleek de 
tumorgroei en aanmaak van bloedvaten te kunnen remmen. Mogelijk zou deze aanpak 
dus gebruikt kunnen worden bij de behandeling van (borst)kanker.  
De functie van eiwitten kan worden aangepast door kleine veranderingen aan te 
brengen, post-translationele modificaties genoemd. De functie van het αB-crystalline-
eiwit kan aangepast worden door op drie verschillende posities een fosfaatgroep te 
plaatsen (fosforylering genoemd), namelijk op serine 19, serine 45 en serine 59 
(Hoofdstuk 1). Wanneer serine 59 wordt gefosforyleerd, kan αB-crystalline verplaatst 
worden van het cytoplasma naar de nucleus. Fosforylering van serine 45 leidt ertoe, dat 
αB-crystalline zich in de kern ophoopt in bepaalde structuren, 'speckles' genoemd. Hoe 
αB-crystalline wordt verplaatst naar de kern en wat de functie is van αB-crystalline in 
de speckles was nog niet bekend. In Hoofdstuk 6 hebben we eerst geanalyseerd hoe 
αB-crystalline in de kern terecht kan komen. Door middel van een techniek die 'yeast 
two-hybrid screening' wordt genoemd, hebben we gevonden dat αB-crystalline, met 
nagebootste fosforylering op de drie eerder genoemde posities (αB-STD) kan binden 
aan een eiwit dat Gemin3 wordt genoemd. Dit eiwit maakt onderdeel uit van het 
zogenaamde SMN complex. Van dit complex was al bekend dat het betrokken is bij 
kernimport van eiwitten. Verlaging van de hoeveelheid Gemin2 eiwit (een ander eiwit 
uit het SMN complex) en Gemin3 eiwit bleek tot minder αB-STD speckles in de 
celkern te leiden. Om informatie te krijgen over de functie van αB-crystalline in de 
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celkern hebben we vervolgens bestudeerd wat celstress doet met de distributie van αB-
crystalline. We hebben dit gedaan door αB-STD tot overexpressie te brengen in HeLa 
cellen en deze 45 minuten bij 45oC te verhitten (heat-shocken) en daarna weer terug te 
brengen tot 37oC. Direct en 6 uur na de heat-shock was αB-STD diffuus vespreid door 
de kern. Na 24 uur was αB-STD weer in de speckles te vinden. Om the bepalen of αB-
crystalline in de kern ook chaperonne activiteit heeft, werd een ander eiwit (luciferase) 
in de kern tot overexpressie gebracht. Het bleek dat de functie van dit eiwit na een 
heat-shock sneller werd hersteld in aanwezigheid van αB-STD. Deze resultaten 
suggereren dat gefosforyleerd αB-crystalline in de speckles opgeslagen wordt totdat dit 
eiwit nodig is. Onder stress komt αB-crystalline dan vrij uit de speckles en kan het de 
slecht gevouwen eiwitten binden, zodat deze eiwitten uiteindelijk weer teruggevouwen 
kunnen worden in de juiste structuur en weer functioneel zijn.  
Het is duidelijk dat αB-crystalline een zeer veelzijdig eiwit is, dat zowel in het 
cytoplasma als in de celkern zijn functie kan uitoefenen. Het is ook evident dat dit 
eiwit kan bijdragen aan het uitzaaien van (HNSCC) tumoren. In dit proefschrift staan 
cellulaire processen beschreven, die hierbij betrokken kunnen zijn: verhoging van 
celmotiliteit, verhoogde uitscheiding van VEGF en het helpen van cellen bij de 
overleving van hypoxie. De moleculaire mechanismen die hiertoe leiden moeten nog 
opgehelderd worden. Het is daarom belangrijk dat de bijdrage van αB-crystalline aan 
deze processen verder bestudeerd wordt. 
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DANKWOORD 
 
Zo. Ik ben er klaar mee. Letterlijk en figuurlijk! Maar niet voordat ik de mensen heb 
bedankt zonder wie ik dit proefschrift niet had kunnen voltooien, door de kennis die ze 
gedeeld hebben of de morele support die ze geboden hebben. 
 
Beste Wilbert, ik ken bijna geen optimistischer persoon dan jij. Waar ik 'te kritisch' kon 
zijn of resultaten 'kapot kon analyseren', zag jij altijd een mogelijkheid om verder te 
kijken, waardoor er nu uiteindelijk toch een boekje ligt. Heel erg bedankt hiervoor! En 
ik bewonder je enthousiasme voor de wetenschap! 
 
Beste Ger, heel erg bedankt dat ik na mijn stage (bij de 'oude' afdeling Autoimmuun 
Biochemie) weer aan de slag kon bij de 'nieuwe' afdeling Biomoleculaire Chemie. Een 
afdeling met zeer divers onderzoek, waardoor er toch altijd weer met een frisse blik 
naar mijn onderzoeksresultaten werd gekeken. Alle input tijdens de werkbesprekingen 
en brainstormavonden hebben enorm geholpen!  
 
Beste Lettie, hoe kan iemand nou zoveel weten? Ook bedankt voor alle input die je 
hebt gegeven! 
 
Hans en Jan, bedankt. Zonder de biopten en UT-SCC cellijnen, die ik heb mogen 
gebruiken, was een groot deel van mijn onderzoek niet mogelijk geweest. Paul, 
bedankt voor de prettige samenwerking! Dankzij jou is hoofdstuk 5 van dit proefschrift 
een feit en kon ik toch aan de 'vier gepubliceerde onderzoekshoofdstukken'-eis 
voldoen. Ook dank aan alle medewerkers van radiotherapie de me hebben geholpen bij 
mijn onderzoek. 
 
Lieve Els, het is fijn als mensen aan je denken als het goed gaat, maar nog fijner als 
iemand dat doet als het niet goed gaat! Het feit dat ik altijd alles tegen je heb kunnen 
zeggen, zonder erom veroordeeld te worden, heeft heel veel geholpen. Heel erg 
bedankt voor alle dingen die je voor me hebt gedaan, tijdens mijn 'officiële' 
promotietijd en erna! 
 
Ex-BMCers Joyce, Sanne, Lonneke, Remon (en Mariska) leuk dat we ook nu nog 
steeds contact hebben! Dames, de high teas houden we erin! (Prinses) Joyce, ik ben zo 
blij dat je je droombaan hebt gevonden in Maastricht. Lonneke, na een omzwerving via 
Italië, gelukkig weer terug in Arnhem. Misschien stranden we weer eens samen als de 
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treinen vanuit Utrecht weer eens een keer niet rijden ;-) Sanne, heel veel geluk samen 
met Walter in Mainz en bij BioNTech Diagnostics. Remon en Mariska, hoe kan ik 
jullie nu niet samen noemen . Alle geluk in jullie prachtige huis in Lithoijen enne, het 
wordt weer tijd voor een (nachtelijk) dansfeestje :-P Sandy, ook al zit je in het verre 
Amerika, dankzij Facebook lijkt het toch niet zó ver weg! Raymond, óók al zo ver weg 
daar in Kiwiland! Maar toch ook niet helemaal weg dankzij alterego 'Blehfaceboek'. 
Tamara, you seem perfectly happy back in Croatia. I hope to see you again one day, if 
only for some catching up in our old time favorite restaurant Romagna! Ook alle 
andere BMC oud-collega’s wil ik graag bedanken voor de leuke tijd op het lab én 
daarbuiten (Aesculaaf, labstap, dagjes uit, kampeertrips, filmpjes, etentjes of borrels): 
Angelique, Annemarie, Bas, Carla O., Carla W., Geurt, Helma, Ilmar, Judith, Kalok, 
Marina, Merel, Sander, Siebe en Tim. 
 
Studenten begeleiden was een aangename afwisseling met het labwerk en van jullie 
heb ik ook weer veel geleerd. Sjoerd, Simone, Floor en Elma, heel erg bedankt 
hiervoor! Elma, dankzij jouw doorzettingsvermogen hebben we hoofdstuk 4 van dit 
proefschrift toch kunnen publiceren! 
 
Ook wil ik Alex Zwiers en Karin Ruijtenbeek bedanken, omdat ze mij de kans hebben 
gegeven het ‘Regulatory Affairs’ traineeship te volgen bij Zwiers Regulatory 
Consultancy. Ik heb hier echt een heel leerzame en gezellige tijd gehad, alle 
medewerkers bedankt hiervoor! In het bijzonder wil ik natuurlijk de twee mede-
trainees Fatima en Çiğdem bedanken. Jullie hebben ook zeker wat van mijn 
proefschriftfrustraties meegekregen... Maar wat hebben we een lol gehad, met als 
hoogtepunt de bruiloft in Ankara! En uiteindelijk hebben we hier alle drie ook nog eens 
een superleuke baan aan overgehouden!  
 
Een baan bij het CBG dus. Wat een fijne organisatie om voor te mogen werken! Ik wil 
daarom mijn (farmacotherapeutische groep-2) collega's bedanken. De RPL'en voor alle 
tijd die ze in me hebben gestoken om mij het RPL vak te leren (en nog steeds!). Wat 
een ontzettend veelzijdig beroep, geen dag is hetzelfde. Heerlijk! Natuurlijk ook 
bedankt voor de gezelligheid, ik voelde me gelijk thuis in de groep. De beoordelaars 
bedankt voor de ontzettend prettige samenwerking. Door overleg is er zoveel te 
bereiken. En Jaap voor het vertrouwen om mij als 'jonge' RPL toch al veel 
verantwoordelijkheid te geven, zoals spreken op de commissie praktijkavond en 
deelname aan de Wetenschappelijk Advies commissie en Werkgroep Nationaal.  
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Gelukkig is er naast het werk ook nog zoiets als een sociaal leven, onontbeerlijk! 
Natuurlijk is er in dit dankwoord dan ook een plekje gereserveerd voor 
studievriendinnetjes Marij, Teunie, Emmy en Cynthia. Altijd geïnteresseerd hoe het 
met 'm'n boekie' stond en bereid om me op te beuren als ik het niet meer zag zitten☺. 
Ook al zijn we alle vijf heel verschillend, toch brengen we nog steeds heel wat leuke 
avondjes door met verjaardagen, etentjes en dansjes in Utrecht, Gent en Ibiza!  
 
Renske en Ronald, fijne vrienden van 'Hoogeveldt gang 27'. Ik denk nog altijd met een 
warm gevoel aan deze tijd terug en geniet nog steeds van onze bijklets- en 
saunamomenten!  
 
Lenneke, lief vriendinnetje, ook al woon je in het 'verre' Haarlem, we hebben altijd 
weer de grootste lol als we afspreken! Ook al denken we terug aan 'toen in 2011' ;-). 
 
De 'Nunspeet-gang': Edwin, Richard en Eric! Na al die jaren nog steeds contact! Af en 
toe een middagje bijkletsen in ons geliefde Nunspeet enne Eric, mijn technomaatje! 
Wat hebben we toch heerlijke dagen en nachten doorgedanst. Daar ben ik nog 
làààààààng niet klaar mee!!! 
 
Tim, Lyette, Stephanie, Remco, Leonie en Jeroen, ik kijk alweer uit naar het volgende 
(bioscoop)filmavondje, 80's/90's feestje of sushi/dans-event! 
 
Joost en Marjon, naast het samenwerken bij het CBG hebben we het daarbuiten ook erg 
gezellig met bijkletsetentjes/kroegavondjes of dansen (in Groningen). Joost, succes met 
je 'tweede fulltime baan' studeren en Marjon, ik blijf me verbazen waar je de tijd 
vandaan haalt voor je duobaan beoordelaar/onderzoeker Dermatologie bij het UMCG! 
 
Thanks Çiğdem (you Dutchy!!!) for being such a wonderful friend! I always enjoy the 
times we spend chatting, shopping and eating (cannot recall how many times we ate at 
Sumo Utrecht or Tai Soen any more) and so on! I am glad that Philipp will be coming 
to Europe soon, and we remain in touch definitely when you are moving across 
Europe. But first things first, delighted that you are still in The Netherlands and that 
you have agreed to be my paranymph! 
 
Lieve Michelle, wat hebben we samen al een hoop meegemaakt! Hele leuke, maar ook 
minder leuke dingen. Maar we slaan ons er altijd weer doorheen  Zoals je al eens 
hebt opgemerkt: ‘Wij doen niet aan zussendag, wij doen aan zussenjaar!’, van avondjes 
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kletsen en hangen op de bank, koken, terrassen, avondjes dansen tot zussenweekenden 
weg, we hebben het altijd gezellig! Ik ben trots dat je je (bijna) 'Master of Arts' mag 
noemen in Communicatie en Beïnvloeding! Zeker niet makkelijk geweest... ook hier... 
de laatste loodjes!!!! En ik ben natuurlijk superblij dat je mijn paranimf wilt zijn! 
 
Lieve Bas, ‘pas’ in oktober 2014 op mijn pad gekomen maar het lijkt al zoveel langer 
 Wat ben ik blij met jou! De laatste loodjes wegen zeker het zwaarst. Jij hebt me zo 
ontzettend gesteund! Alle keren dat ik in de avonden na werktijd en in de weekenden 
weer aan de slag moest wist je me altijd weer op te vrolijken! We hebben al zoveel 
fijne dingen gedaan en meegemaakt en daar komt nog veel meer bij! Maar ook een 
gewoon avondje thuis voor de buis is heel erg fijn met jou. HVJ! 
 
Lieve pap en mam! Wat ben ik ontzettend gek op jullie! Mam, je bent de meest lieve en 
verzorgende persoon die ik ken. Je hebt altijd zoveel voor je moeder, broers en zussen 
moeten doen en dat zonder morren. Daar heb ik heel veel respect voor. En in 2013 ook 
nog eens je MBO-diploma Verzorgende gehaald (past natuurlijk perfect bij je), 
fantastisch! En pap, niets is zo moeilijk als veranderen en toch heb je dat voor elkaar 
gekregen. Heel erg knap! Enne, als we langskomen ligt de kelder altijd weer vol met 
door jou meegenomen versnaperingen, des Schootbrugges! ‘Hmmmmm, lekker’! We 
houden allemaal van dezelfde humor en gezelligheid, daarom kom ik nog steeds altijd 
heel erg graag bij jullie langs! Kletsen, wandelen met de lieve Guc, een spelletje doen 
of een filmpje kijken, we vervelen ons nooit!  
 
Dit boekje is voor jullie, want wie had dit nu ooit gedacht, lang geleden in 1983…;-) 
 






