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SUPPLEMENTAL MATERIAL 
MS ID#: JBC/2009/055004 
MS TITLE: High-temperature requirement A3 (HtrA3) promotes etoposide- and cisplatin-
induced cytotoxicity in lung cancer cell lines 
 
SUPPLEMENTAL FIGURE LEGENDS 
SUPPLEMENTAL FIGURE 1.  HtrA3 modulates half maximal inhibitory concentrations (IC50) for 
etoposide and cisplatin treatment in lung cancer cell lines.  A-B, Mean IC50 and 95% confidence 
intervals for etoposide (A) and cisplatin (B) with exogenous expression of HtrA3 variants and vector 
control.  C-D, Mean IC50 and 95% confidence intervals for etoposide (C) or cisplatin (D) with 
endogenous HtrA3 expression or with HtrA3 downregulation.  E-F, Mean IC50 and 95% confidence 
intervals for etoposide (E) or cisplatin (F) with re-expression of HtrA3 variants and vector control.   
 
SUPPLEMENTAL FIGURE 2.  HtrA3 expression is induced by etoposide and cisplatin.  A, 
Immunoblots showing induction of HtrA3 expression with 20 µM etoposide for 24 hours in the human 
bronchial cell line BEAS-2B and in lung cancer cell lines Hop62 and HCC827.  β-actin shows equal 
loading.  Densitometric analysis of fold changes in HtrA3 intensity normalized by β-actin loading 
controls is given for each cell line.  B-C, Immunoblots showing gradual induction of HtrA3 expression 
with 5 µM etoposide (B) or cisplatin (C) treatment in Hop62 and HCC827 over 72 hours.  Densitometric 
analysis of fold changes in HtrA3 intensity normalized by β-actin loading controls is represented 
graphically for each cell line. 
 
SUPPLEMENTAL FIGURE 3.  HtrA3 is upregulated and cleaved with etoposide and cisplatin 
treatment in H526.  A-B, Immunoblots showing induction of HtrA3 expression and with 5 µM etoposide 
(A) or cisplatin (B) treatment in lung cancer cell line H526.  HtrA3 is cleaved following 24 hours of 
treatment, resulting in the appearance of a 35 kDa cleavage product.  β-actin shows equal loading.  C,  
Immunoblots showing HtrA3 induction and cleavage with etoposide treatment.  Blots showing HtrA3 
expression with polyclonal and monoclonal antibodies are provided for comparison.  Results show that 
the monoclonal antibody, which was raised against the PDZ domain, is able to detect the 35 kDa cleavage 
product.  This result implies that the cleavage product contains the PDZ domain.  β-actin shows equal 
loading.  D, Immunoblot showing induction of HtrA3 expression and HtrA3 cleavage following treatment 
with 5 µM etoposide and 10 µM of the broad-spectrum caspase inhibitor z-VAD-FMK.  E, Immunoblot 
showing induction of HtrA3 expression but inhibition of cleavage following treatment with 5 µM 
etoposide and 50 µM of the serine protease inhibitor AEBSF.  F, Analysis of apoptotic activity following 
HtrA3 cleavage.  H526 transiently transduced with either a non-targeted vector control (normal HtrA3 
expression) or an shRNA targeting the 3’ UTR (HtrA3 downregulation) were treated with 5 µM 
etoposide.  Immunoblot shows HtrA3 expression.  β-actin shows equal loading.  Apoptotic activity was 
measured by annexin V labeling followed by flow microfluorimetry.  Results show greater cell death 
following 48 hours of etoposide treatment, when the HtrA3 cleavage product was more greatly expressed 
than WT HtrA3, than with HtrA3 downregulation.   
 
SUPPLEMENTAL FIGURE 4.  Bcl-2 overexpression attenuates HtrA3 translocation from 
mitochondria with etoposide-induced cytotoxicity.  A, Immunoblots showing expression of HtrA3, 
endogenous and S-tagged exogenous Bcl-2 and endogenous mitochondrial marker MTC02 in human 
bronchial cell line BEAS-2B and lung cancer cell line Hop62.  HtrA3 expression was determined using an 
HtrA3 polyclonal antibody.  Bands specific for HtrA3 expression are indicated with an asterisk (*).  
Either S-tagged Bcl-2 or vector control was expressed in BEAS-2B and Hop62, which each express 
endogenous HtrA3.  β-actin shows equal loading.  B, Immunocytochemistry using an HtrA3 polyclonal 
antibody showing endogenous HtrA3 and MTC02 co-localization in BEAS-2B and Hop62 before and 
after etoposide-induced cytotoxic stress with Bcl-2 overexpression.  Hoechst stain binds nuclear material.  
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Original magnification, x100.  C, Immunoblots showing expression of GFP, exogenous HtrA3 variants, 
endogenous and S-tagged exogenous Bcl-2 and endogenous mitochondrial marker MTC02 in lung cancer 
cell line H157.  S-tagged Bcl-2 and either pEGFP-N1-tagged wild-type or protease inactive full length 
HtrA3 or vector control were expressed in H157, which lacks detectable HtrA3 expression.  HtrA3 
expression was determined using an HtrA3 monoclonal antibody.  β-actin shows equal loading.    D, 
Immunocytochemistry showing co-localization of MTC02 and pEGFP-N1 tagged wild-type and protease 
inactive full length HtrA3 variants in H157 before and after etoposide treatment with Bcl-2 
overexpression.  Hoechst stain binds nuclear material.  Original magnification, x100. 
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