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Figure S1. Full annotated western blot images for LNCaP nuclear and cytoplasmic expression -/+
R1881 shown in main Figure 2A. METTL3 (A), GAPDH (B), and HDAC (C) were probed on mem-
branes with samples run from Veh treated cytoplasmic (lanes 1-3) and nuclear fraction (lanes 4-6)
and R1881 treated cytoplasmic (lanes 7-9) and nuclear (lanes 10-12) fractions. Lanes indicated by a
dashed box (1, 4, 7, and 10) were used as representative bands to display in Figure 2A. Veh = vehicle.
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Figure S2. Full annotated western blot images for LNCaP:C4-2 nuclear and cytoplasmic expression
-/+ R1881 shown in main Figure 2A. METTL3 (A and B), GAPDH (C and D), and HDAC (E and, F)
were probed on membranes with samples run from Veh treated cytoplasmic (A, C, and E lanes 1-3)
and nuclear fraction (A, C, and D lanes 4-6) and R1881 treated cytoplasmic (B and D, F lanes 1-3)
and nuclear (B, D, and F lanes 4-6) fractions. Lanes indicated by a dashed box (1, 4, 7, and 10) were

used as representative bands to display in Figure 2A. Veh = vehicle.
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Figure S3. Full annotated western blot images for 22Rv1 nuclear and cytoplasmic expression -/+
R1881 shown in main Figure 2A. METTL3 (A), GAPDH (B), and HDAC (C) were probed on mem-
branes with samples run from Veh treated cytoplasmic (lanes 1-3) and nuclear fraction (lanes 4-6)
and R1881 treated cytoplasmic (lanes 7-9) and nuclear (lanes 10-12) fractions. Lanes indicated by a
dashed box (1, 4, 7, and 10) were used as representative bands to display in Figure 2A. Veh = vehicle.
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Figure S4. Full annotated western blot images for LNCaP -/+ R1881 METTL3 expression shown in
main Figure 2C. The membrane was cut into sections and METTL3 and p-actin were probed on
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separate sections of the membrane and imaged together with samples run from Veh treated (lanes
1-3) and R1881 treated (lanes 4-6) LNCaP. Lanes indicated by a dashed box (1 and 4) were used as
representative bands to display in Figure 2C. Veh = vehicle.

Section of membrane probed with METTL3 exposed for longer and imaged used for LNCaP:C4-2

A 22Rv1 LNCaP:C4-2
SIR28 3 R4 5EN6 R 7 8 R O] 01185121

~70kDa - - e L METTLS

Veh R1881 Veh R1881

Membrane cut and probed with multiple antibodies and imaged all sections together

B 22Rv1 LNCaP:C4-2
123 456 7 8 910 1112

METTL3 lower exposure

~70kDa
—— i ——— — Membrane probed with antibody
unrelated to this study
-~ il il B-actin
42kDa o . > = el
Veh R1881 Veh R1881

Figure S5. Full annotated western blot images for LNCaP:C4-2 -/+ R1881 METTL3 expression shown
in main Figure 2C. The membrane was cut into sections and METTL3 and (3-actin were probed on
separate sections. (A) Section of membrane probed with METTL3 imaged alone. (B) separate sec-
tions of membrane probed with METTLS3, (3-actin, and antibody unrelated to this study and imaged
together. Samples on this blot are 22Rv1 veh (lanes 1-3) and R1881 treated (lanes 4-6) and LNCaP:C4-
2 Veh (lanes 7-9) and R1881 treated (lanes 10-12). Lanes indicated by a dashed box (7 and 10) were
used as representative bands for LNCaP:C4-2 to display in Figure 2C. Veh = vehicle.
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Figure S6. Full annotated western blot images for 22Rv1 -/+ R1881 METTL3 expression shown in
main Figure 2C. The membrane was cut into sections and METTL3 and p-actin were probed on
separate sections. (A) separate sections of membrane probed METTL3, -actin, and antibody unre-
lated to this study and imaged together. (B) separate sections of membrane probed with METTL3,
B-actin, and antibody unrelated to this study and imaged together with a lower exposure. Samples
on this blot are 22Rv1 Veh (lanes 1-3) and R1881 treated (lanes 4-6) and LNCaP:C4-2 Veh (lanes 7-9)
and R1881 treated (lanes 10-12). Lanes indicated by a dashed box (1 and 4) were used as representa-
tive bands for 22Rv1 to display in Figure 2C. Veh = vehicle.
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Figure S7. Full annotated western blot images for 22Rv1 -/+ STM2457 AR expression shown in main
Figure 3G. The membrane was probed AR (A) and (3-actin (B) Samples on this blot are 22Rv1 Veh
(lanes 7-9) and STM2457 treated (lanes 10-12). Lanes indicated by a dashed box (7 and 10) were used

as representative bands for 22Rv1 to display in Figure 3G. Veh = vehicle.
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Figure S8. Full annotated western blot images for LNCaP:C4-2 -/+ siMETTL3 shown in main Figure
4A. The membrane was cut into sections and METTL3 (A) and [3-actin (B) were probed on separate
sections. Samples loaded on this blot are LNCaP:C4-2 Veh treated siMETTL3 (lanes 1-3) and siSCR
(lanes 4-6) and R1881 treated siMETTL3 (lanes 7-9) and siSCR (lanes 10-12). Lanes indicated by a
dashed box (1, 4, 7, and 10) were used as representative bands to display in Figure 4A. Veh = vehicle.
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Figure S9. Full annotated western blot images for 22Rv1 -/+ siMETTL3 shown in main Figure 4B.
The membrane was cut into sections and METTL3 (A) and {-actin (B) were probed on separate
sections. Samples loaded on this blot are LNCaP:C4-2 Veh treated siSCR (lanes 1-3) and siMETTL3
(lanes 4-6) and R1881 treated siSCR (lanes 7-9) and siMETTL3 (lanes 10-12). Lanes indicated by a
dashed box (1, 4, 7, and 10) were used as representative bands to display in Figure 4B. Veh = vehicle.
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Figure S10. METTL3 expression in primary therapy response in PCa patients. The TCGA prostate
adenocarcinoma was dataset analysed to correlate METTL3 mRNA primary therapy outcome.



Cancers 2022, 14, 5148 9 of 9

LNCaP:C4-2 Top significantly enriched 22Rv1 Significantly enriched
A 15,  siSCRvs SiIMETTL3 KEGG pathways B s, siscRvs sIMETTL3 KEGG pathways
Ve HIF-A signaling pathway. Veh = No significantly enriched
102 genes increased 248 genes reduced Glycolysis, 60+ 28 genes increased 13 genes reduced KEGG pathways
10 winsmeTs with SIMETTLS IGluconeogenesis with SMETTL3 with SMETTL3
x Fructose and mannose. 3
metabolism
i i g PohInand chiotoptyi. T 49 —
B 5 o e UL pantose and curonste & 20] ruprsss M oy
g | BOo™ et § o o
0 . ety ‘metabolism ol ﬂ‘—“H—M—v—u
6 4 2 0 2 4 0 fo 20 30 40 2 - 0 1 2
Enrichment
log, FC log, FC
LNCaP:C4-2 D 22Rv1
siSCR vs siMETTL3 siSCR vs siMETTL3
Veh Veh
Total=3063 Total=3033
Significantly enriched Significantly enriched
11.56% KEGG pathways 11.61% KEGG pathways

11.36% Metabolic pathways.

Metabolic.

Autoph:
e pathways

Autophagy

00 _05 10 15

o 1 2 3 4
Enrichment Enrichment

m SE = MXE = RI = A5SSmm A3SS

LNCaP:C4-2 F 22Rv1
siSCR vs siMETTL3 siSCR vs siMETTL3
Veh Veh
200 2000- [l Toto! number of spicing events

[ rotal number of spliced genes

Total number
3 @
g g

Total number
g

@
S
3

SE  MXE RI ASSS A3SS E WXE "Rl A5SS A3SS

Figure S11. siRNA-mediated depletion of METTL3 regulates transcriptional and alternative splicing
programmes in PCa cell lines. PCa cells treated with siSCR or siMETTL3 under vehicle conditions
were analysed by RNA-seq and the DEGs and DSGs determined. The METTL3 regulated differen-
tial gene expression and significantly enriched KEGG pathways in LNCaP:C4-2 (A) and 22Rv1 (B)
are shown. Genes with significantly higher expression with METTL3 knockdown are coloured red
and the genes significantly lower with METTL3 knockdown are coloured green. Non-significantly
differentially expressed genes are plotted in black. METTL3-regulated differential splicing events
and significantly enriched KEGG pathways in siSCR vs. siMETTL3 in LNCaP:C4-2 (C and E) and
22Rv1 (D and F) are shown. Significant gene expression: FC +1.5 and FDR < 0.05. Significant splicing
events: dPSI 25% and FDR < 0.05. Veh = vehicle, FC = fold-change, FDR = false discovery rate. SE =
skipped exon, MXE = mutually exclusive exon, RI = retained intron, A5SS = alternative 5" splice site,
A3SS = alternative 3’ splice site.



