iScience, Volume 26

Supplemental information
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Figure S1. Expression of OGA and O-GlcNac in ccRCC, related to Figure 1. A. B.
The expression of OGA in different grades (A) and pathological stages of ccRCC. C.
D. The expression of O-GlcNac in different grades (C) and pathological stages (D) of
ccRCC. E. The expression of OGT in ccRCC (n=72) and normal renal tissues (n=72)
from GSE53757. F. G. The expression of OGT in different grades (F) and pathological
stages (G) of ccRCC from GSE73731 (Grade 1: n=22, Grade 2: n=90, Grade 3: n=95,
Grade 4: n=49); (Stage I-1I: n=53, Stage [II-IV: n=72). Statistical analysis of the data
from 2 groups was performed using Student’s t test. Comparisons among multiple
groups were performed by one-way ANOVA followed by Fisher’s LSD test. Data are

represented as mean +/- SD.
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Figure S2. OGT shows no effect at Caki-1, related to Figure 2. A. Overexpression
of OGT in Cakil cells validated by Western Blotting analysis. B-D. The invasion (B),
proliferation (C), and clone formation (D) of Cakil-NC (Cakil negative control) and
Cakil-OGT (OGT overexpressed Cakil). Scale bar, 100 pm. E. Knockout of OGT in
Cakil cells validated by Western Blotting analysis. F-H. The invasion (F), proliferation
(G), and clone formation (H) of OGT-depleted and control Cakil cells. Scale bar, 100
um. Statistical analysis of the data from 2 groups was performed using Student’s t test.
Comparisons among multiple groups were performed by one-way ANOVA followed by

Fisher’s LSD test. Data are represented as mean +/- SD. (ns: no significance)



A 7860 769-P (o3
769-NC 769.0GT

0.5

HIF-1a

Actin [

a
iy

3
B 3 -+ 769.NC
518 15 Z 0] - T68-0GT
B ns s B 0% ns ns g . -
810 810 i g -
a s " % 0.5
] H H
< <05 3
< 0.5 ..
z z & 00—
£ £ 0o 00 05 10 15 20 25
0.0 : CHX treatment time (h]
¢ & ¢ & L@ L ®
& 690 @"\ of ® eaoé‘o(;‘ "90& 0“5g
A Y A A P &
D “{ p-value =0 - [ pvalue =
_ R =057 — R=0.2
786-0 769-P E N E
IP: IgG IP: Vimentin IP: IgG IP: Vimentin F [
e =
EV EV OGT EV EV OGT s a
g - g
1B: O-GleNac | —— --l = g-
g- g
Vimentin. [ . . s s | (711
[ [
1092(CGT TPM) 10g2(0OGT TPM)
G H 372
786-0 769-P ] g
" - 786-NC + 769-NC ] 3 364
c 2.0 . = 786-0GT c 20 ok = 769-0GT g v
] - K] i 2
g 15 g 15 59 S35
M
5 s 22 3
g10 510 £ 5 348
E ] £3 o
205 Zos g3
E o E oo ras 3.40
VEGFA CCND1 " VEGFA CCND1 % 786-OGT 786-NC
o

Figure S3. OGT regulates proteasomal degradation of HIF-2a by direct binding,
related to Figure 3. A. The expression of HIF-1a in 786-O and 769-P cells. B. The
mRNA level of HIF-2a measured by RT-qPCR. C. Overexpression of OGT increased
the protein stability of HIF-2a. Protein synthesis inhibitor Cycloheximide (CHX,
20pg/ml). D. O-GlcNac modification of Vimentin in 786-O cells detected by Co-IP
analysis. E. Correlation between OGT and HIF-2a targeted genes at the transcriptional
level in the TCGA database (TPM: transcripts per million). F. Overexpression of OGT
increased the mRNA level of HIF-2a targeted genes (VEGFA and CCNDI). G.

Overexpression of OGT enhanced the transcripti onal activity of HIF-2a. H. Ferroptosis



score of 786-OGT and 786-NC cells analyzed by ssGSEA algorithm. Data are
represented as mean +/- SD. Statistical analysis of the data from 2 groups was
performed using Student’s t test. Comparisons among multiple groups were performed

by one-way ANOVA followed by Fisher’s LSD test. (***P<0.001, ns: no significance)



