Figure S1. (A and B) Survival curves of non-alcohol-consuming patients with HCC (A) without vascular invasion and (B) with
micro-vascular invasion, according to KLB expression. (C) RT-qPCR and western blot analyses were conducted to confirm the
suppression of KLB gene expression in Huh7 and Hepal-6 cell lines. (D) RT-qPCR analysis was conducted to verify the over-
expression of FGF21. Empty plasmids were used as the NC. (E) Expression level of KLB in the indicated cells. (F) Western blot
analysis was conducted to confirm the knockdown efficiency of KLB short hairpin-RNA in the Huh7 cell line. (G) Western blot
analysis was used to confirm the suppression of HDAC3 gene expression in the Huh7 cell line. (H) The KLB promoter methyla-
tion level decreased gradually with the increase in tumor grade and disease stage and was associated with the TP53 mutation
status and lymph node metastasis status in HCC. "P<0.05, “P<0.01, ““P<0.001. ns, not significant; KLB, B-klotho; RT-qPCR,
reverse transcription-quantitative PCR; FGF21, fibroblast growth factor 21; HR, hazard ratio; NC, negative control; siRNA, small
inhibitory RNA; TCGA, The Cancer Genome Atlas; HCC, hepatocellular carcinoma; LIHC, liver hepatocellular carcinoma.
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