Flightless I homolog reverses neo-endocrine therapy resistance through YBX1/PD-L1 axis mediated-immune evasion in prostate cancer
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Supplementary Figure 1. The PD-L1 and FLII expression in prostate cancer cells.
(a) q-PCR analysis of PD-L1 expression in prostate cancer cells. The error bars indicate the mean ± SEM of three independent assays (Student’s t-test, ***, P < 0.001, *, P < 0.05) (b) q-PCR analysis of FLII expression in C4-2 and C4-2-R cells. The error bars indicate the mean ± SEM of three independent assays (Student’s t-test, ***, P < 0.001) (c) PD-L1 levels were increased in C4-2-R and C4-2 cells with stable FLII knockdown. 
[image: image2.png]Supplementary Figure. 2

chzcas

swxt1 -
ez -

|
e —

cormeans
=R
g =
g
H
H
H
H
o
cozcans
= Rucw
i o) = Vo
c &
H
£? s
H
W .

ey




Supplementary Figure 2. FLII cannot bind to the promoter region of PD-L1.

(a) YBX1 knockdown down-regulated PD-L1 expression in C4-2 cells. (b) The human PD-L1 promoter region (-1~-1.5 kb) was divided into seven different segments. ChIP assays were performed using an anti-FLII antibody. The error bars indicate the mean ± SEM of three independent assays (Student’s t-test, ns, no significance). (c) ChIP assays were performed using an anti-YBX1 antibody in C4-2-R cells with or without FLII overexpression. FLII inhibited YBX1 binding to PD-L1's P6 promoter region. The error bars indicate the mean ± SEM of three independent assays (Student’s t-test, ***, P < 0.001, ns, no significance).
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Supplementary Figure 3. FLII proteins directly bind YBX1 proteins in vitro.

(a) GST pull-down were performed with GST-YBX1 proteins (C-term encoding aa 129-324,Wt encoding 1-1268) and His-FLII. (b) Western blot analysis of YBX1 expression in C4-2-R cells with or without FLII overexpression. (c) Western blot analysis of the cytoplasmic and nuclear expression of FLII and YBX1 in C4-2-R (vector and shFLII) and C4-2 (vector and shFLII) cells.
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Supplementary Figure 4. FLII regulated anti-tumor immunity through YBX1.
(a-c) CD8+ T cells, Tregs and MDSCs from the tumors of RM-1 tumor-bearing mice were isolated and counted via FACS analysis. The error bars indicate the mean ± SEM of three independent assays (n=12 mice/group) (one-way ANOVA followed by Tukey’s multiple comparison test, α = 0.05; ***, P < 0.001, ns, no significance). 
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Supplementary Figure 5. FLII significantly inhibited the growth of RM-1 tumors.

(a) ENZ resistance curve for RM-1 cells; IC50=49.19 μΜ. q-PCR analysis showed that RM-1 expressed AR-V7 protein. (b) RM-1 cells stably overexpressing FLII or vector were transplanted into C57BL/6 mice. These mice were treated with ENZ or vector. IFN-γ+/CD8+ T cells from the tumors of RM-1 tumor-bearing mice were isolated and counted via FACS analysis. The error bars indicate the mean ± SEM of three independent assays (n=12 mice/group) (one-way ANOVA followed by Tukey’s multiple comparison test, α = 0.05; ***, P < 0.001, ns, no significance). (c) FLII knockdown increased growth of RM-1 tumors. CD8+ T cells, Tregs and MDSCs from the tumors of RM-1 tumor-bearing mice were isolated and counted via FACS analysis. Tumor cell-surface PD-L1 expression was examined by FACS analysis in RM-1 tumor tissues. The error bars indicate the mean ± SEM of three independent assays (n=12 mice/group) (one-way ANOVA followed by Tukey’s multiple comparison test, α = 0.05; ***, P < 0.001, **, P < 0.01).
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