
S35 Fig. Zip9 expression and zinc homeostasis. (A) Representative Western blot against ZIP7 and GAPDH in HEK293 cells 

transfected with ZnT9-50Met, ZnT9-50Val, or an empty vector. (B) Evaluation of endoplasmic zinc content in HEK293 cells 

using an ER fluorescent zinc sensor (ER-ZapCY1) in basal and 100 µM ZnSO4 in the presence of DMSO and Zip7 blocker (n = 

12-19). (C) Evaluation of zinc mitochondrial intermembrane space content in HEK293 cells using SMAC-Gn2Zn probe in

conditions of 10 µM and 100 µM ZnSO4 (n = 8-9); *** p<0.001 using t-test between basal and 100 µM zinc conditions, # p<0.05

using Bonferroni-corrected ANOVA between transfection conditions. (D) Evaluation of zinc mitochondrial matrix content in

HEK293 cells using Mito-cCherry-Gn2Zn incubating 40 min in the presence of DMSO or the Zip7 blocker (n = 6-8). *** p<0.001

using t-test between DMSO and blocker, ## p<0.05 using Bonferroni-corrected ANOVA between transfection conditions. (E)

Evaluation of zinc mitochondrial matrix content in C2C12 cells using Mito-cCherry-Gn2Zn incubating 40min with basal and 100

µM ZnSO4 conditions (n = 21-28); *** p<0.01 using t-test between basal and 100 µM zinc conditions, # p<0.05 using

Bonferroni-corrected ANOVA between transfection conditions. (F) Schematic model of the effect of the ZnT9 variants in zinc

homeostasis. 1, ZnT9 Val expressing cells contain higher mitochondrial zinc content. Mitochondrial zinc is dependent of

endoplasmic reticulum zinc content. 2, A higher mitochondrial zinc could be compensated in order to avoid overload with the

transcriptional repression of the endoplasmic zinc importers ZnT5 and ZnT6. 3, ER zinc content is not altered because the zinc

exporter Zip7 is the master regulator of ER zinc content. See further statistical details in S1 Data.


