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Figure S1: Effect of tretinoin treatment on cell proliferation of UROtsa As_1 cells, assessed by
crystal violet labeling after treatment with tretinoin for (A) 24 hours, (B) 48 hours, and (C) 72
hours. Tretinoin was applied at 0.5, 1.25, 2.5, 10, 20, and 40 uM, and cell proliferation was
quantified by measuring the absorbance of crystal violet at 570 nm. One-way ANOVA was used
to compare treated groups to the DMSO control at each time point (ns = not significant; ****p <
0.0001).
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Figure S2: Figure S2: Apoptosis assay via flow cytometry analysis assessing annexin V and
propidium iodide staining in UROtsa As_2 cells after treatment with 5, 10, and 20 uM tretinoin
for 48 hours. Results indicate that tretinoin induces apoptosis in UROtsa As_2 cells in a minimal
but statistically significant manner. Data are represented as mean £ SEM (n = 3). Statistical
significance was assessed using one-way ANOVA (*p < 0.05).



(4E)

(ﬁl

<) S o Ky o © o o P
o F & F &L o \@‘;‘ _39\’} & o‘x?" & & 4@ 0@" «@{" & ,\@Q’
R 8 3 ] 9" O O O
$EE L S L LS
o & F S & F P e & F F F S o o g
230 wa F F F 8 230- o S §
180 - I— 20 180 - —
180- 180~
116- - 16—
116- 186
66 - 86 - —
-KRTS 66- ' 66-
. --- — — KRTS N —— Krts KRTS
<o “© so- w
-System Control -Syst Contrel Syst. Control SYS. Cont
-l 12 12 2
9] S
o“% f\&“;b <& «@Q @0 {lf" @?“ \.\@b
3 ) 3 , A& 4@ 4@
& Q@}q Q(p& Q@Q Qf’\ﬁ i 09 PO VR )
s e F o FFF
ARSI S S S o o
2 @8 & 99 wa ¢ F & & &
230- 200
150-. ‘EGFR 180- [ o - -EGFR
116 - - 116-
66 - . 66—
-..-GATAa
- o -
— S e - Syst Cont Sys. Control
12- 12-

Figure S3: Uncropped blots Simple Western™ that are shown in figure 4.
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Figure $4: Uncropped blots of Simple Western™ that are shown in figure 5.
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Figure S5: effect of tretinoin in UROtsa As 2 cells.

MRNA levels analysis by RT-QPCR in UROtsa As_2 treated with tretinoin in indicated does for
48 hours of (A) EGFR, KRT5, KRT6a (B) FOXA1 and GATA3 after treatment with 10 uM

tretinoin. (C) Protein analysis by western blot of GATA3 and FOXA1 in UROtsa As_2, 48- hours
after treatment with DMSO (DMSO) as control or tretinoin (5, 10, 20 uM).
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Figure S6: Kaplan-Meier Survival analysis using GEPIA2 (http://gepia2.cancer-
pku.cn/#survival) database showing the correlation of the expression of (A) GATA3, (B) FOXA1,
(C) EGFR, (D) KRT5, (E) KRT1, and (F) KRT6 with survival in patients with bladder cancers.
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Table S1: Primers used in gene expression analysis.

Gene Catalog No./unique Source
Assay ID

KRTS Hs.PT.58.14446018 Integrated DNA Technologies
KRT6a Hs.PT.58.26132549 Integrated DNA Technologies
KRT1 Hs.PT.58.24741966 Integrated DNA Technologies
EGFR Hs.PT.58.15419889 Integrated DNA Technologies
FOXA1 Hs.PT.58.1788586 Integrated DNA Technologies
GATA3 Hs.PT.58.4308511 Integrated DNA Technologies
CMYC Hs.PT.58.26770695 Integrated DNA Technologies
CDKN1A Hs.PT.58.40874346. | Integrated DNA Technologies
RPLPO Hs.PT.39a.22214824 | Integrated DNA Technologies
ACTB gHsaCED0036269 BIO-RAD

Table S2: Antibodies used in Simple Western™.

Protein Antibody Dilution Protein loading
Conc

KRT5 Invitrogen 1:1600 0.05ug/pl.
PA5-29670

KRT6 Sanat Cruz 1:1600 0.05ug/pl.
Cat#sc-514520

EGFR Cell Signaling 1:300 0.5ug/pl.
Cat#4267S

FOXA1 Santa Cruz 1:50 0.5ug/ul.
Cat#SC-101058

GATA3 Cell Signaling 1:50 0.5ug/pl.
Cat#5852




