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Supplementary Materials:

Table S1. RT-qPCR primer sequences for mouse genes.

Gene Forward (5'-3") Reverse (5'-3") é\i ggi) 2:::::;1:1 PrlmirDBank
Nefl GTGGTCTACAS:AAATTCACC Ccéii%ii%gﬁ_ 17969 NM 010876  170172552c2
Nef2 TCACCAAGACSACTTTTCTGG GGCCCAGTTATCACTGCCC 17970 NM 010877  146134362¢3
Nt TCATCGAGGTCAAAACAAA GCCCATGTAGACTTTGGCT ) M 008677 66790221
IL-174 GGCCCTCAGACTACCTCAAC |1 COACCCIUAAAGTGAA =y, NM 010552 142367609¢2
123 AATAATGTGCCCCGTATCCAG GCTCCCCTTEgAAGATGTC 3430 NM 031252 1338927892
TNF-a CCCTCACACTCCTAGATCATCTT GCTACGACGTGGGCTACAG 21926 NM 013693  7305585al
p-actin  GGCTGTATTCCCCTCCATCG CCAGTTGG%?CAATGCCA 11461 NM 007393 6671509al

Figure S1. Construction of Ncf7?° mice. (A) Recombinant strategy to create the Ncf7°’ mutation in mice.
(B) Agarose gel electrophoresis for in vitro transcribed Cas9 mRNA and guideRNA. (C) PCR products were
separated by gel electrophoresis on a 1% agarose gel. (D) The PCR product used for sequencing and Seq peak
data identifying homozygous, heterozygous, and wild type mice.

Wild type allele
Bxonl 2 3 4 Pﬁl’ 14
Targeted allele
Bxonl 2 3
HR Ao~ Oligodonor DNA
Pointed Mutated
allele mi 2 3 N "
P
/%‘ :Cas9/gRNA . texon % :mutation
HR : homologous recombination

GeneRuler™
1 kb DNA Ladder

1% TopVision™ LE GO Agarcse £R0491)

0.5 pglane, 8 cm length gel,
1XTAE, 7Vim, 45 min

1kb DNA Ladder

Cas9
MRNA

M

Wild type

AW

\ J_.‘_\J{ v /‘

Antioxidants 2023, 12, 1348. https://doi.org/10.3390/antiox12071348

www.mdpi.com/journal/antioxidants


http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Search&db=Nucleotide&term=NM_010876

Antioxidants 2023, 12, 1348 2 of 5

Figure S2. Flow cytometry gating strategy of immune cells and intracellular ROS. Monocytes, neutrophils,
and macrophages, and ROS production in (A) peripheral blood, (B) bone marrow and (C) spleenrespectively.
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Figure S3. Flow cytometry gating strategy of immune cells in the spleen. (A) macrophages (CD11b" F4/80"
Ly6C"), and (B) pDCs (CD45" CD11¢ Ly6C* B220" PDCA1™).
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Figure S4. The ratio of neutrophils and monocytes in the spleen. (A) neutrophils (CD11b" Ly6G* Ly6C™""),
and (B) monocytes (CD11b" Ly6C" Ly6G") in living splenocytes in mannan-induced psoriatic arthritis mice
on day 10.
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Figure S5. IHC staining in joint tissues. Macrophages (F4/807), NCF1 (p47phox) or p-STAT3 in the joint
tissues from naive and mannan-induced mice by intraperitoneal injection.
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Figure S6. Flow cytometry gating strategy of y6T17 cells in mannan-induced mannan-induced PsA and PsO.
(A) Intraperitoneal injection of mannan. (B) Epicutaneous application of mannan.
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Figure S7. Ratio of T cell subtypes in lymph nodes. CD3" CD4" T cells in living CD45" cells, Th1 (TCR"
IFN-y") and Th17 (TCR" IL-17A") cells in CD3" CD4" T cells on day 10. (A) Intraperitoneal injection of
mannan. (B) Epicutaneous application of mannan.
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Figure S8. Western blot of JAK2/STAT lin skin tissues. Ncf7?? allele has no effect on JAK2/STAT1
signaling pathway in mannan-induced psoriatic skin tissues.
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