SEC23B loss-of-function suppresses hepcidin expression by
affecting glycosylation pathway in hepatic cells
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Figure S1. Characterization of HepG2 silenced for SEC23B. (A) SEC23B and SEC23A genes expression in HepG2 clones
silenced for SEC23B, i.e., sh-SEC23B-70 (sh-70) and sh-SEC23B-74 (sh-74), compared to control cells (sh-CTR). Data are means +
standard deviation of three independent experiments (**p < 0.01, sh-CTR vs sh-74; °°p < 0.01, sh-CTR vs sh-70; °p < 0.05, sh-CTR
vs sh-70; Student’s t test). (B) Representatives immunoblot of SEC23B and SEC23A in HepG2 sh-70, sh-74, and sh-CTR cells (left
panel) and densitometry quantification (right panel). Data are means + standard deviation of three independent experiments
(*p < 0.05, sh-CTR vs sh-74; **p < 0.01, sh-CTR vs sh-74; °°p<0.01, sh-CTR vs sh-70; Student’s t test). (C) HAMP, gene expression in
HepG2 sh-74 compared to HepG2 sh-CTR cells. Data are means + standard deviation of three independent experiments (**p <
0.01; Student’s t test). (D) Representatives immunoblot of Ferritin in HepG2 sh-74 compared to HepG2 sh-CTR cells,
and densitometry quantification. Data are means + standard deviation of three independent experiments (**p < 0.01; Student’s t
test).
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Figure S2. Evaluation of the activation of BMP/SMADs pathway in SEC23B-silenced HepG2 and membrane
proteins expression. (A) Left panel. Representative immunoblots of pPSMAD1/5/8, tSMAD1/5/8 and SMAD? proteins in total cells
lysate of HepG2 sh-74 and sh-CTR cells. GAPDH is the loading control. Right panel. Quantification by densitometric analysis
of three separate Western blots with similar results. Data are means + standard deviation (*p < 0.05; Student’s t test). (B)
Left panel. Representative immunoblots of TFR2, HJV, and TMPRSS6 proteins in total cells lysate of HepG2 sh-74 and sh-CTR
cells. GAPDH is the loading control. Right panel. Quantification by densitometric analysis of three separate Western blots with
similar results. Data are means + standard deviation. (**p < 0.01; Student’s t test).



Supplemental Material and Methods

HepG2 cells were obtained from American Type Culture Collection (ATCC, Manassas, VA, United States) and
maintained following the manufacturer’s instruction. [1,2] The wild-type (control) HepG2 cells and SEC23B-silenced
HepG2 stable clones were cultured in RPMI 1640 (Sigma Aldrich, Milan, Italy) supplemented with 10% (v/v) fetal
bovine serum (Life Technologies; California, USA), 100 U/mL penicillin (Life Technologies), and 100 mg/mL
streptomycin (Life Technologies), at 37°C in humidified air/CO2 (19:1) atmosphere.
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