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Effect of Iguratimod( T —614) on M1 polarization of macrophages

PAN Jie XU Jian — guo XU ping
( Department of Rheumatology and Immunology Liyang People’s Hospital Liyang 213300 China)

Abstract  Objective To explore the effect of Iguratimod( T —614) on M1 - type polarization of mouse macrophage( RAW
264.7) . Method The effect of T —614 at three concentrations( 400 g/L. 800 g/L and 1 200 g/L) on RAW264.7 was inves—
tigated by cytotoxicity assay. Then M1 — type differentiation of RAW264.7 was induced by LPS/IFN —y and T - 614 was also
administered. The ratio of F4/80 + CD86 + to MHC I + on RAW264.7 was determined by flow cytometry. The contents of 1L
- 18 IL -6 and TNF -« in RAW264.7 cells were determined by ELISA. The expression levels of IL - I8 IL -6 TNF -«
MCP —1 CD86 and iNOS were detected by RT — PCR and the expression levels of MCP —1 CD86 and iNOS were detected by
Western Blot. Result Three concentrations of T —614 had no effect on undifferentiated macrophages( P <0.05) ; High con-
centration of T —614 reduced the ratio of F4/80 + CD86 + to MHC Il + on the surface of M1 macrophages( P <0.05) de-
creased the gene expression level and protein expression level of MCP —1 CD86 and iNOS ( P <0.05) and decreased the ex—
pression of IL — 18 IL -6 TNF -« and the content of IL - 18 IL -6 TNF —a( P <0.05). Conclusion T —614 can inhibit
ml - type polarization of macrophages inhibit the expression of MCP — 1 CD86 and iNOS and reduce the formation and secre—
tion of IL —18 IL -6 and TNF — « thus reducing the inflammatory response of the body.
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Tab. 2 Effects of T —614 at three doses on M1 markers in RAW264.7 cells after LPS/IFN -y induction
McP -1 CD86 iNOS
] ] ] MCP -1 CD86 iNOS
(ug/L) (Z—AA(A) (Z—AACI) (Z—AA(AL)
- 1.020 £0.238  1.013 +0.198 1.017 £0.217 1.005 +0. 148 1.003 £0.072 1.002 £0.057
- 1.870 £0.095** 1.700 £0.090** 1.597 +0.191** 1.907 +0.157** 2.046 £0.271** 1.966 £0.318**
T -614 400 1.527 £0.306" 1.420 £0.166"  1.430+0.215"  1.621 +0.281** 1.764 £0.296** 1.698 £0.171**
T-614 800 1.347 £0.191%  1.260 £0.254*  1.333+£0.075" % 1.470 £0.179"# 1.495+0.170" * 1.456 £0.283" *
T-614 1200 1.123 £0.226™ 1.073 £0.123%  1.077 £0.081%  1.180 £0.165" 1.257 +0.098%  1.325 +0.238%

“P<0.05 **P<0.01;

#P<0.05 #¥P<0.01.

Note: Compared with control control “ P <0.05 ** P <0.01; Compared with the model group *P <0.05 *P <0.01.
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Fig.2 F4/80 + CD86 + ratio was detected by flow cytometry
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Tab. 4 Effects of T —614 on MHCI[+ expression
- 3.087 +0.829"
in RAW264.7 cells after LPS/IFN -y induction
T-614 400 1.563 £0.592%
T-614 800 1.417 +0.967* (pe/L) MHC (%)
T-614 1200 0.777 £0.711* - 1.590 £0.874
" P<0.05; *P<0.05. B 8.383 x3.527
T_ #
Note: Compared with the controlgroup * P <0.05; Compared with r-614 400 4.597 £2.165
the model group *P <0.05. T-614 800 4.210 £1.7787
T-614 1200 3.440 +1.884%
2.4 T-ol4 M1 : " P<0.05; P <0.05.

MHC I

Note: Compared with the control group “ P < 0. 05; Compared with

the model group *P <0.05.
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Tab. 5 Effects of three concentrations of T —614 on the levels of IL -1 IL -6 and TNF — « in macrophage M1 polarization

IL-1B IL-6 TNF - o IL-1p IL-6 TNF - «
(mg/L) (27229 (27229 (27280 (pg/mL) (pg/mL) (pg/mL)
- 1.003 +0. 081 1.063 £0.482  1.020 £0.231  6.348 £0.501  3.631 20.615 50.48 +2.31
- 1.983 £0.280** 2.720 £0.602** 1.827 £0.304** 8.032 £0.188** 5.982+0.592** 61.92 +2.61**
T-614 400 1.633+0.305° 2.143+0.391°  1.600 £0.364"  7.562 +0.350** 5.536 +0.362** 58.08 +3.54"
T-614 800  1.453 £0.446" 1.7700.639  1.3330.250  7.126 +0.373" ¥ 5.258 +0.794** 56.34 £4.35
T-614 1200 1.273+0.174"  1.393 +0.614"  1.253 £0.244%  6.796 +0.400"  4.347 +0.223"*  52.89 +3.70*

" P<0.05 **P<0.01;

#P<0.05 #P<0.01.

Note: Compared with the control group “ P <0.05 ** P <0.01; Compared with the model group *P <0.05 *P <0.01.
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