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[ Abstract] Objective To construct and identify macrophage-conditional Cd226 gene knockout mice, and to provide
an animal model for studying the effect of CD226 on the occurrence and development of diseases by regulating the phenotype
and function of macrophages. Methods ~ Cd226™* mice were self-crossed by male and female to obtain Cd226™™ mice.
Cd226""* were hybridized with Lyz2-Cre" mice to obtain Cd226™"* Lyz2-Cre” mice, and then crossed with Cd226™"* mice
to obtain macrophage-conditional Cd226 knockout mice ( Cd226™" Lyz2-Cre* ). The phenotypes of the mice were identified
by PCR and agarose gel electrophoresis. To verify that CD226 had been conditionally knockdown in macrophages, qRT-PCR,
flow cytometry and Western Blot were used to evaluate CD226 expression. Transwell was used to dectect the effect of CD226
on the migration of macrophages. Results The successful establishment of macrophage-conditional Cd226 gene knockout mice
gl

was confirmed at gene and protein levels. Compared with Cd22 mice, the migration ability of peritoneal macrophages

was significantly inhibited in Cd226™"* [yz2-Cre* mice. Conclusions Macrophage-conditional Cd226 gene knockout mice
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were successfully established, which can provide a more accurate animal model for studying the role and mechanism of CD226

regulation of macrophage in the pathogenesis of immune diseases.
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Note. A. Construction strategy of macrophage conditional Cd226 gene knockout mice. B. Reproductive strategies of macrophage conditional Cd226

gene knockout mice.

Figure 1 Establishment and reproductive strategies of macrophage conditional Cd226 gene knockout mice
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Table 1 Primer sequences for mouse genotyping

HH S5 -37) U5 -3)

Gene Forward primer(5°=3") Reverse primer(5’=3")

Flox AATAAGCATTGTTACTGGCTAACCC AACTGAATGGACCTCCAACTACA
Cre CCCAGAAATGCCAGATTACG CTTGGGCTGCCAGAATTTCTC
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Table 2 Reverse transcription PCR primer sequences
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Note. A. Identification results of Flox genotypes, in which 1, 2, 4 and 5 were Cd226™/* homozygous mice, 3 and 6 were Cd226™* heterozygous
mice, and 7 was wild type mice. B. Identification results of Cre genotypes, 2, 5, 6 were Lyz2-Cre® mice, and 1, 3, 4 and 7 were Lyz2-Cre” mice.

Figure 2 Genotype identification of mouse by PCR
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Note. A. The proportion of pMos and iMos in Cd226/" and CKO mice was detected by flow cytometry. B, C. The expression of CD226* monocytes and

mean fluorescence intensity in peripheral blood of Cd226™" and CKO mice were detected by flow cytometry.

Figure 3

Identification of the efficiency of gene Cd226 knockout in peripheral blood monocytes
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CKO mice were detected by flow cytometry. D. qRT-PCR was used to detect Cd226 mRNA expression in BUDM of Cd226"" and CKO mice. E. Western
Blot was used to detect the expression of CD226 protein in BMDM. Compared with Cd226™" group, * P < 0.05, * P < 0.01.

Figure 4 Identification of the efficiency of gene Cd226 knockout in bone marrow-derived macrophages
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Note. A. The purity of peritoneal macrophages by flow cytometry. B. CD226 expression in peritoneal macrophages of Cd226™" and CKO mice was
verified by flow cytometry. C. qRT-PCR verification of Cd226 mRNA expression in peritoneal macrophages of Cd226"" and CKO mice. Compared with
Cd226™"" group, ** P<0.01. D. Western Blot was used to detect the expression of CD226 protein in peritoneal macrophages. E. Schematic diagram of
the loop gate for flow cytometric detection of SPM and LPM. F. CD226 expression in SPM and LPM of €d226/""" and CKO was used to detect by flow
cytometry. Compared with Cd226/"" group, * P < 0.05, * P < 0.01, ** P < 0.001.

Figure 5 Identification of the efficiency of gene Cd226 knockout in peritoneal macrophages
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Note. The migration ability of peritoneal macrophages in Cd226" and CKO mice was detected by Transwell assay. Compared with €d226™"" group,

P < 0.0001.

Figure 6 Effect of CD226 in mouse peritoneal macrophages on its migration capability
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