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Supplementary Material: Glyoxalase 1-dependent
methylglyoxal depletion sustains PD-L1 expression in
metastatic prostate cancer cells: a novel mechanism in
cancer immunosurveillance escape and a potential novel
target to overcome PD-L1 blockade resistance
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Figure S1. Methylglyoxal (MG) effect on (a) DU-145 and (b) PC3 viability unexposed or exposed for 48 and 72 hours at the
different indicated concentrations. Cell viability was measured by MTT assay. Data report the means of three separate
experiments performed in duplicate and error bars represent the standard deviation (SD) of the mean. *p < 0.05, **p <0.01
and ***p < 0.001 significantly different from untreated control cells.
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Figure S2. Glyoxalase 1 (Glol) silencing by small interfering RNA in DU-145 and PC3 cells. Cells were transfected for 72
hours with vehicle alone (Mock), control non-targeting siRNA (siControl, siCtr) and Glo1-siRNA (siGlol) or non-
transfected (NT). (a) Glol mRNA expression was detected by qRT-PCR; (b) Glo1 protein level was evaluated by western



blot according to what described in M&M with 60 pg of proteins; (c) Glol enzymatic specific activity was detected by a
spectrophotometric method. All the data are means + SD of three independent experiments done in duplicate. **p < 0.01

significantly different from untreated control cells.
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Figure S3. Effect of IFN-y on PD-L1 transcript level in DU-145 and PC3 metastatic prostate cancer cells. Cells were exposed
for 8 hours at the different indicated concentrations of IFN-y and PD-L1 mRNA levels were measured by qRT-PCR. Data
report the means of three separate experiments performed in duplicate and error bars represent the standard deviation
(SD) of the mean. *p < 0.05, **p < 0.01 and **p < 0.001 significantly different from untreated control cells.
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Figure S4. Effect of Atezolizumab on DU-145 and PC3 metastatic prostate cancer cell number. Cells were exposed at the
different indicated concentrations of atezolizumab and cell number was measured by cell counting. Data report the means
of three separate experiments performed in duplicate and error bars represent the standard deviation (SD) of the mean. *p



<0.05 and **p <0.01 significantly different from untreated control cells. Control IgG isotype did not affect DU-145 and PC3

cell number (data not shown)
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Figure S5. Whole blots reported in Figure 2 and Figure S2.




