EZH2-mediated epigenetic silencing of TIMP2 promotes
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Supplemental Figure S1. High EZH2 expression in ovarian cancer is associated with poor
survival in ovarian cancer patients. (a-d) EZH2 mRNA is up-regulated in ovarian cancer tissues
compared with normal ovary epithelium in TCGA and GEO databases (GSE26712, GSE18520,
and GSE12470). (e-h) Kaplan-Meier analyses of EZH2 expression and overall survival using the
online analysis tool-Kaplan-Meier plotter of different GEO data (GSE9891, GSE27651,

GSE26193 and GSE30161).
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Supplemental Figure S2. EZH2 inversely correlates with TIMP2 expression level in ovarian

cancer. (a-d) The correlation between EZH2 and TIMP1, TIMP2, TIMP3 and TIMP4 mRNA

levels in GSE9891. (e-h) The correlation between EZH2 and TIMP1, TIMP2, TIMP3 and TIMP4

MRNA levels in GSE26191. (i-l) The correlation between EZH2 and TIMP1, TIMP2, TIMP3 and

TIMP4 mRNA levels in GSE49997.
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Supplemental Figure S3. EZH2 promotes invasion and migration of A2780 cells by
repressing TIMP2. A2780 cells were transfected with shEZH2, shEZH2 and siTIMP2;
EZH2-plasmid, EZH2-plasmid and TIMP2-plasmid; and corresponding controls. (a) Western blot
analysis of EZH2 and TIMP2 in A2780 cells after co-transfection. (b) Scratch-wound assays for
detection of cell mobility (scale bar, 100 um). (c) Histograms show the wound-healing areas of

scratch-wound assays. (d) Transwell migration and invasion assays. The number of cells



exhibiting invasion and migration are presented. () Representative images of migration and

invasion assays (scale bar, 50 um). *, P<0.05; **, P<0.01; ***, P<0.001.
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Supplemental Figure S4. TIMP2 expression negatively correlates with DNA methylation
in ovarian cancer cell lines. A remarkable negative correlation was noted between TIMP2
methylation status and mRNA expression. (a) Methylation-specific PCR (MSP) for DNA
methylation status of the TIMP2 promoter in ovarian cancer cell lines. The cropped gel is used in
the figure and full-length gel is presented in Supplementary Figure S10. M, methylated; U,
unmethylated; IVD, in vitro methylated DNA; methylation index refers to the percentage of
M/M+U. (b) TIMP2 mRNA level was significantly negatively related to methylation level

(Pearson correlation r=-0.7896, P=0.0347).



Supplemental Table S1.

of CHIP assay

Primers for Real time PCR , nested MSP ,and g-PCR

Forward primer (5°-3”)

Reverse primer (5°-37)

Real time PCR
EZH2

TIMP2

B-actin

DNMT1
DNMT3A

Nested MSP

External

Methylated

Unmethylated

ChiP

Distal

1#

2#

3#
KLF2

TTGTTGGCGGAAGCGTGTA
AAATC
ATAAAGATGTTCAAAGGGC
CTG
GCCAACACAGTGCTGTCTG
G

CCATCAGGCATTCTACCA
TATTGATGAGCGCACAAGA
GAGC

TYGGGAGGAGGAGTAGAA
AATTT
TAATAAAATTGCGGTTCGGT
TTAAGTTC
GAGTGTAATAAAATTGTGG

[TTGGTTTAAGTTT

GGATCTGGCCCAAATGTCA
CCTCTCCCTAGCTGGACTG
CAA
TAGGCCACCCGCCCACAGA
AA
CATTGGCCGCCAGCCAC
GAGACTCCAGACTTCCCAT
cC

TCCCTAGTCCCGCGCAATG
AGC
CCTTCTTTCCTCCAACGTC

GCTCAGGAGGAGCAATGAT
CTTG
CGTTCTCCTTGTCTTCTCT
GGGTGTTCCAGGGTAACAT
TGAG

AACRAAACRACRAAATAAA
AAAC
CGAAACGACGAAATAAAAA
ACGACG
CCAAACAAAACAACAAAAT
AAAAAACAACA

GGCTCATCGTGTTCTATGGT
GTGGGCACCCACCCTGT

GGGTCCCTTCGAGCCCAG

GCGCTGCCTTCTACGGATGT

CAGAGACTCTCAGGGGAGC
AC




Supplemental Figure S5
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Supplementary Figure S5. Full length blots of Figure 2a. Red dotted lines show the cropping

locations.



Supplemental Figure S6
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Supplementary Figure S6. Full length blots of Figure 2e. Red dotted lines show the cropping

locations.



Supplemental Figure S7
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Supplementary Figure S7. Full length gels of Figure 2g. Red dotted lines show the cropping

locations. Brightness was adjusted during processing these gels.
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Supplementary Figure S8. Full length blots of Figure 3a. Red dotted lines show the cropping

locations.



Supplemental Figure S9

Supplementary Figure S9. Full length blots of Figure 4e. Red dotted lines show the cropping
locations.

Supplemental Figure S10

Supplementary Figure S10. Full length gel of Supplemental Figure S4a. White dotted lines

show the cropping locations. Brightness was adjusted during processing this gel.



Supplemental Figure S11
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Supplementary Figure S11. Full length blots of Figure 5b. Red dotted lines show the cropping

locations.

Supplemental Figure S12

A2780 A2780 SKOV3 SKOV3
O (o] R (o] (o} oR
L 2 P L » P
w & & N P N & NP
M UM UMUMUMUMGEUMUMUMU

________________________________

Supplementary Figure S12. Full length gel of Figure 5c. White dotted lines show the cropping

locations. Brightness was adjusted during processing this gel.



Supplemental Figure S13
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Supplementary Figure S13. Full length blots of Figure 5e. Red dotted lines show the cropping

locations. Brightness was adjusted during processing these blots.

Supplemental Figure S14

Supplementary Figure S14. Full length blots of Figure 5f. White dotted lines show the

cropping locations. Brightness was adjusted during processing this gel.



Supplemental Figure S15
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Supplementary Figure S15. Full length gels of Figure 5g. White dotted lines show the cropping

locations. Brightness was adjusted during processing these gels.



Supplemental Figure S16
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Supplementary Figure S16. Full length blots of Figure 5i. Red dotted lines show the
cropping locations.



Supplemental Figure S17
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Supplementary Figure S17. Full length gels of Figure 5j. White dotted lines show the cropping

locations. Brightness was adjusted during processing these gels.



Supplemental Figure S18

Supplementary Figure S18. Full length blots of Figure 7a. Red dotted lines show the cropping

locations. Brightness was adjusted during processing these blots.



Supplemental Figure S19

Supplementary Figure S19. Full length blots of Figure 7b. White dotted lines show the

cropping locations. Brightness was adjusted during processing these blots.



