
Supplemental Figure Legends 
 
Supplemental Fig S1. Bortezomib-mediated Sensitization of A. M244 and B. M244R1 to F5 CTL 

killing is MHC-I restricted.  Tumor cells were either left untreated, treated with bortezomib (600nM-

6hr), or treated with bortezomib (600nM-6hr) followed by MCH-I blocking mAb (20μg/ml-20min) and 

labeled with 51Cr (1hr-37oC). Thereafter, the cells were washed 3X and subjected to standard 51Cr-

release assay. Results are represented as Mean ± SD of duplicate samples.   
 
Supplemental Fig. S2. Specificity of CTLs in killing melanoma targets. M244 and M244R1 cells 

(±Flu-peptide) or bortezomib pretreated M244R1 cells were subjected to cytotoxicity assays using Flu 

CTLs as effectors.  Results are presented as Mean±SEM of duplicate samples. 
 
Supplemental Fig. S3. Immunosensitization of M244R lines. M244R1 and M244R2 lines were A. 

pulsed with MART-126-37 peptide (10μg/ml-1hr) or B. combination of bortezomib and MART-126-37 

peptide. P and R lines were pretreated with C. NF-κB specific inhibitor (Bay1170-85) or D. Bcl-2 family 

inhibitor (2MAM-A3) and subjected to standard cytotoxicity assay. Results are presented as Mean ± 

SEM of duplicate samples from 2 independent experiments. 
 
Supplemental Fig. S4. Threshold of MART-1 expression in recognition and killing of melanoma 

targets. M244 cells were transfected with scrambled siRNA or various concentrations of MART-1 

siRNA (0-5 μg/ml) and subjected to: A: western blot analysis for confirmation of transfection specificity 

and efficacy, B: cytotoxicity assay or C: IFN-γ release assay. Results of cytotoxicity and cytokine 

release are presented as Mean ± SEM of duplicate samples, while western blot image is a 

representative of three independent experiments. 
 
Supplemental Fig S5. Constitutive NF-κB activation in M244R lines. A. Compared to P line, the R 

lines express higher levels of pIKKα/β, pIkBα, p65, while having similar levels of pNIK. B. In vitro 

kinase assay showing increased IKKα/β kinase activity as shown by its ability to phosphorylate its 

specific substrate IkBα (S32/36) while no having no effect when specific serine residues are substituted 

(S32/36A). C. Expression of apoptosis-associated proteins in M244R lines compared to P line. 
 
Supplemental Fig. S6. Direct role of the NF-κB-dependent resistance-factors in immuno-

sensitization of M244R lines. siRNA transfected cells (insert: WB confirmation of transfection 

specificity and efficacy) were pretreated with A. medium, B. bortezomib, C. MART-1 peptide, D. 

bortezomib + MART-1 peptide and subjected to cytotoxicity assays using F5 CTLs as effectors.  

Results are presented as Mean ± SEM of duplicate samples from 2 independent experiments. 


