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Figure S1. siRNA knockdown of METTL9 markedly reduces its mRNA. HEK293T cells were 

transfected with either control or Mettl9-specific siRNAs. The mRNA levels of Mettl9 were 

measured by qPCR analysis and normalized against the mRNA levels of b-actin. Mean ± s.d. 

(n=3 independent experiments). ***P<0.001; two-tailed Student’s t test. 

 

  



 

 

 

 

 

 

 

 

 

 

 

 

Figure S2. METTL9 specifically methylates S100A9 at His-107 in vitro. GST-S100A9 wild-

type or H107F mutant was incubated with GST-METTL9 in the presence of 3H-SAM. The 

incorporation of [3H]-methyl into proteins was visualized by autoradiography (Top). Coomassie 

blue staining of proteins used in the reaction is shown as a loading control (Bottom). 
  



 

 

 

 

 

 

 

 

 

 

 
 

 

 

Figure S3. METTL9 localizes to the ER in HeLa cells. Representative immunofluorescence 

images of METTL9 wild-type (Top) or DSP mutant (Bottom) localization in HeLa cells. Green, 

METTL9-HA; red, ER-marker (Alexa594-conjugated Concanavalin A); blue, nucleus 

(Hoechst33258); scale bar, 10 µm. Images of ER-marker were merged with Hoechst and 

METTL9-HA staining. Colocalization indicates overlay of the ER-marker and METTL9-HA, 

shown as white pixels. 

  



 

 

 

 

 

 

 

 

 

 
 

 

 

Figure 4. A schematic model of mouse S100A9.  

Top, domain structure of S100A9 containing the two EF-hand (yellow) and a C-terminal Zn2+-

binding site (purple). Bottom, the C-terminal sequence of mouse S100A9. Histidine residues 

involved in zinc coordination are marked with blue spheres, and methylated histidine at 107 is 

indicated with a red asterisk. 

 

 

 

 

 

 

 

 

 

 

 

 

 

 



 

 

 

 

 

 

 
 

 

 

Figure S5. siRNA knockdown of METTL9 reduces Np-methylhistidine levels of Flag-
S100A9. HEK293T cells transfected with control or METTL9 siRNAs were further transfected 

with Flag-S100A9 expression plasmid, followed by immunopurification and acid hydrolysis. 

Their methylhistidine contents were determined by LC-MS/MS and shown as a relative ratio 

compared to control siRNA knockdown. Mean ± s.d. (n=3 independent experiments). 

***P<0.001; two-tailed Student’s t test. 

 

 

 

 

 

 

 

 

 

 

 

 

 



 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

Figure S6. METTL9-mediated methylation of S100A9 has no effect on its heterodimer 
formation with S100A8. 
Recombinant S100A9 wild-type and H107F proteins were methylated by GST-METTL9 in the 

absence or presence of SAM and then subjected to GST pull-down assay with GST alone or 

GST-fused S100A8, followed by Western blotting using an anti-S100A9 antibody (Top). The 

input indicates 5% of whole-cell lysates used for the GST pull-down assay. Ponceau-S staining 

of GST proteins used in the reaction is shown as a loading control (Bottom). 

  



 

 

Supplementary Table S1: The sequences of siRNA pools used in the screening. 


