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Supplementary Figure 1. Similar MET formation in female and male mice. Peritoneal 
macrophages from male (n=9) and female (n=15) mice were left untreated (UN) or were treated with 
ionomycin (ION) or monosodium urate (MSU) crystals, stained with DAPI and anti-citrullinated 
histone H4 (citH4) antibody, and METs were quantified. Graphs show means and individual values for 
the percentage of total METs (A), citH4+ METs (B), and citH4- METs (C) for each condition. For all 
panels, no significant difference was found between male and female mice by unpaired t-test. 
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Supplementary Figure 2. Similar ACPA-bound METs and activated macrophages in female and 
male mice. Peritoneal macrophages from male (n=6) and female (n=6) mice were left untreated or 
were treated with ionomycin (ION) or monosodium urate (MSU) crystals, then incubated with ACPA+ 
RA sera, permeabilized, and stained with DAPI and anti-human IgG antibody, followed by MET 
quantification. Graphs show means and individual values for the percentage of total METs (A), ACPA-
bound METs (B), METs not bound by ACPAs (C), and ACPA-bound non-MET macrophages (D) for 
each condition. For all panels, no significant difference was found between male and female mice by 
unpaired t-test.  
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Supplementary Figure 3. Anti-citrullinated protein antibody (ACPA)-bound non-MET 
macrophages are unaffected by DNase. . Untreated (UN), ionomycin (ION)-treated or monosodium 
urate (MSU) crystal-treated murine macrophages were incubated with no DNase or DNase, fixed, 
incubated with sera from ACPA+ or ACPA- rheumatoid arthritis subjects, permeabilized, then stained 
with DAPI (blue) and anti-human IgG antibody (pink). (A) Representative images at 400x. Graphs 
depict the means and individual values for the percentage of macrophages that are total METs (B), 
ACPA-bound METs (C), METs not bound by ACPAs (D), or ACPA-bound non-MET macrophages 
(E). Cellular structures for each stimulant were compared to untreated for the non-DNase treated 
samples (#p<0.05) as well as for DNase compared to no DNase for each stimulant (*p<0.05) by paired 
t-test (n=3).  
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Supplementary Figure 4. Similar results for individual ACPA+ serum samples as pooled ACPA+ 
sera in the presence and absence of PAD4. Peritoneal macrophages from PAD4+/+ and PAD4-/- mice 
were left untreated (UN) or were treated with ionomycin (ION) or monosodium urate (MSU) crystals 
then fixed, incubated with sera from individual ACPA+ rheumatoid arthritis subjects, pooled sera from 
the five ACPA+ rheumatoid arthritis subjects, or pooled sera from five ACPA- rheumatoid arthritis 
subjects. Cells were then permeabilized, stained with DAPI (blue) and anti-human IgG antibody (pink), 
and imaged at 400x. Representative images for one experiment are shown.    
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Supplementary Figure 5. Similar results for individual ACPA+ serum samples as pooled ACPA+ 
sera in the presence and the absence of PAD2. Peritoneal macrophages from PAD2+/+ and PAD2-/- 

mice were left untreated (UN) or were treated with ionomycin (ION) or monosodium urate (MSU) 
crystals then fixed, incubated with sera from individual ACPA+ rheumatoid arthritis subjects, pooled 
sera from the five ACPA+ rheumatoid arthritis subjects, or pooled sera from five ACPA- rheumatoid 
arthritis subjects. Cells were then permeabilized, stained with DAPI (blue) and anti-human IgG 
antibody (pink), and imaged at 400x. Representative images for one experiment are shown.    


