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Supplementary Figure S1. Immunohistochemical Staining of 5 Normal Tissues and

Tumor Tissues from the HPA Database. (Antibody: HPA065285, 100x magnification)
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Supplementary Figure S2. (A-E) The relationship between CLIC6 expression levels
and pathological characteristics in BRCA, KICH, KIRP, LUAD, and THCA. (F) K-
Mplotter database showing the association between CLIC6 expression and prognosis
in cancer patients with BRCA, LUAD, COAD, STAD, and OV.
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Supplementary Figure S3. Kaplan-Meier (KM) Curves Showing the Detailed Associ
ation Between CLIC6 Expression and Prognosis in Cancer Patients. (A) Overall Survi
val (OS) in BRCA, KIRP, LAML, LUAD, STAD and LGG. (B) Disease-Specific Sur
vival (DSS) in BRCA, KIRP, HNSC, LUAD, STAD and LGG. (C) Progression-free s
urvival (PFS) in BRCA, KIRP, PRAD, LUAD, STAD, and LUSC.
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Supplementary Figure S4. Mutation analysis and epigenetic methylation analysis of
CLIC6. (A) The main mutation types of CLIC6. (B) The main types of single nucleoti
de variants (SNVs) in CLIC6. (C) Percentage of CLIC6 copy number variants (CNVs)
in each cancer. (D) Correlation between CLIC6 expression and CNVs. (E) Effect of

CLIC6 methylation levels on prognosis in cancer patients.
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Supplementary Figure S5. GSEA functional enrichment analysis of CLIC6 in nine
types of cancer. In ACC (A), BLCA (B), BRCA (C), COAD (D), HNSC (E), KICH
(F), LIHC (G), LUSC (H), and STAD (I), the top ten pathways were negatively
correlated with CLIC6 expression.

Supplementary Table S1. CLIC6 shRNA sequences and primer sequences.

Name

Targeting sequence (5'—3")

sh-CLIC6-1
sh-CLIC6-2
sh-CLIC6-3
CLIC6-OE-F
CLIC6-OE-R
CLIC6-F

GCAAGCTGAGAAGTTCGTGA
GGTGAAGATGCTGAACTCTT
GCTGAGAAGTTCGTGAGTGT
AAGCTTATGAGCCTCGGCCGCCTT
GGTACCTCATGAGTGCCGGTGGAA
GGGACCCAACATCCCGAATC




CLIC6-R TCAGGCAGAGGGCTATTTAAGT
GAPDH-F GAAGGTGAAGGTCGGAGTC
GAPDH-R GAAGATGGTGATGGGATTTC

Supplementary Table S2. Results of univariate and multivariate Cox analysis of
clinical parameters in BRCA (A), LUAD (B), STAD (C), LGG (D).

A.BRCA
Univariate analysis Multivariate analysis
Characteristics ~ Total(N)
Hazard ratio (95% CI) P value Hazard ratio (95% CI) P value
Path;)tlac:ggeic M 925
MO 905 Reference Reference
M1 20 4.266 (2.474 - 7.354) <0.001 2.549 (1.320 - 4.926) 0.005
Pathologic 1,062
stage
Stage IIfLStage 800 Reference Reference
Stage 262 2.367 (1.686 - 3.321) <0.001 2.181(1.478 - 3.220) <0.001
III&Stage IV
Age 1,086
<=60 603 Reference Reference
> 60 483 2.024 (1.468 - 2.790) <0.001 1.989 (1.388 - 2.849) <0.001
PR status 1,033
Negative 342 Reference
Positive 691 0.729 (0.521 - 1.019) 0.065
ER status 1,036
Negative 240 Reference
Positive 796 0.709 (0.493 - 1.019) 0.063
HER?2 status 717
Negative 560 Reference
Positive 157 1.593 (0.973 - 2.609) 0.064
CLIC6 1,086
Low 542 Reference Reference
High 544 0.649 (0.470 - 0.894) 0.008 0.693 (0.490 - 0.981) 0.038

B. LUAD



Univariate analysis

Multivariate analysis

Characteristics  Total(N)
Hazard ratio (95% CI) P value Hazard ratio (95% CI) P value
Pathsct)ellc;iic T 577
T1&T2 461 Reference Reference
T3&T4 66 2.352(1.614 - 3.426) <0.001 1.874 (1.180 - 2.975) 0.008
Pathsc;;(;geic N 514
NO 345 Reference Reference
N1&N2&N3 169 2.547 (1.904 - 3.407) <0.001 2.041 (1.388 - 3.002) <0.001
Path;)tlaoggeic M 381
MO 356 Reference Reference
M1 25 2.176 (1.272 - 3.722) 0.005 1.318 (0.689 - 2.521) 0.404
raboge 5
Stage Ilcl&Stage 415 Reference Reference
Stage 107 2.710 (1.994 -3.685)  <0.001 1.488 (0.915 - 2.421) 0.110
[II&Stage IV
Gender 530
Female 283 Reference
Male 247 1.087 (0.816 - 1.448) 0.569
Age 520
<=65 257 Reference
> 65 263 1.216 (0.910 - 1.625) 0.186
Smoker 516
No 74 Reference
Yes 442 0.942 (0.625 - 1.420) 0.775
CLIC6 530
Low 262 Reference Reference
High 268 0.668 (0.500 - 0.893) 0.006 0.642 (0.458 - 0.900) 0.010
C.STAD
Characteristics ~ Total(N) Univariate analysis Multivariate analysis




Hazard ratio (95% CI) P value Hazard ratio (95% CI) P value
Paths(;lic;iic T 362
T1&T2 96 Reference Reference
T3&T4 266 1.719 (1.131 - 2.612) 0.011 1.503 (0.815 - 2.773) 0.192
PathS(;;(; geic N 350
NO 107 Reference Reference
N1&N2&N3 245 1.925 (1.264 - 2.931) 0.002 1.377 (0.702 - 2.700) 0.352
Path;)tlaoggeic M 350
MO 327 Reference Reference
M1 25 2.254 (1.295 -3.924) 0.004 1.559 (0.754 - 3.226) 0.231
s
Stage Iﬁ&Stage 160 Reference Reference
Stage 187 1.947 (1.358-2.793) < 0.001 1.087 (0.590 - 2.003) 0.789
III&Stage IV
Primary
therapy 313
outcome
PD&SD 80 Reference Reference
PR&CR 233 0.244 (0.168 - 0.354) <0.001 0.267 (0.179-0.397) <0.001
Gender 370
Female 133 Reference
Male 237 1.267 (0.891 - 1.804) 0.188
Age 367
<=65 163 Reference Reference
> 65 204 1.620 (1.154 - 2.276) 0.005 1.754 (1.167 - 2.637) 0.007
CLIC6 370
Low 183 Reference Reference
High 187 1.407 (1.010 - 1.961) 0.044 1.701 (1.136 - 2.547) 0.010
D.LGG
Characteristics ~ Total(N) Univariate analysis Multivariate analysis




Hazard ratio (95% CI) P value Hazard ratio (95% CI) P value
WHO grade 468
G2 223 Reference Reference
G3 245 3.023 (2.022 - 4.519) <0.001 2.748 (1.787 - 4.225) <0.001
Primary
therapy 460
outcome
PD&SD 257 Reference Reference
PR&CR 203 0.198 (0.111 - 0.353) <0.001 0.209 (0.111 - 0.392) <0.001
Age 530
<=40 265 Reference Reference
> 40 265 2.898 (2.015 - 4.168) <0.001 2.881 (1.865 - 4.451) <0.001
CLIC6 530
Low 264 Reference Reference
High 266 1.786 (1.257 - 2.537) 0.001 1.978 (1.299 - 3.012) 0.001

Supplementary Table S3. GO terms and KEGG pathways enriched in the analysis.



