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Effect of ROP16,,; protein of Toxoplasma gondii on apoptosis of RAW 264. 7 cell and related
mechanism

LI Jia-ming' , YANG Ning-ai* , WANG Pen-tao’ , WANG Yi-xuan' . MA Hui-hui' , LIU Chun-lan', LAN
Min',ZHAQO Zhi-jun®*® (1. School of Clinical Medicine , Ningxia Medical University ,Yinchuan 750004 ,China ;2.

Ningxia Key Laboratory of Pathogenic Microbiology ;3. Medical Experiment Center , General Hospital of Ningxia
Medical University) * ™

Objective  To investigate the effects of Toxoplasma gondii type | and [ ROPI16 proteins on the
proliferation and apoptosis of mouse peritoneal macrophages RAW 264, 7 cells and the related mechanisms.  Methods

RAW 264. 7 cells were transfected with a recombinant lentiviral expression vector of Toxoplasma gondii type | and [[
ROP16,and monoclonal overexpression cell lines were obtained after puromycin screening and stabilization. qRT-PCR and
Western blot were used to identify the overexpression effect,immunoluminescence assay to detect its localization, cck-8
assay to determine cell proliferation activity, and flow cytometry to detect apoptotic changes in cells. The relative
expression levels of apoptosis-related proteins Caspase 3, Caspase 9, Bax, Bcl-2 and signalling pathway-related proteins
pTyr705-STAT3, total-STAT3, p-NF-kB p65 and NF-kB p65 were detected by Western blot. Determination of the relative
transcript levels of apoptosis-related genes Caspase 3, Caspase 9, Bax and Bcl-2 by qRT-PCR.  Results Strong green
fluorescence was observed after transfection of RAW 264. 7 cells with the recombinant lentiviral expression vector,rop16
gene transcription and protein expression were detected,and the protein was mainly localized in and around the nucleus of

RAW 264.7 cells. cck-8 assay showed that both type [ and [I ROPI16 proteins promoted the proliferation of RAW
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264.7 cells. Flow cytometry assay showed that the apoptosis rate was (5. 3540.0529) % in the overExp-ROP16 | group
and (5.2767+0. 0651) % in the overExp-ROP16; group, both of which were significantly lower than that of the blank
control (10.4733+0.2178) % and the empty vector control. Western blot and qRT-PCR showed that the expression of

the pro-apoptotic factors Caspase 3,Caspase 9,Bax protein and their mRNAs were significantly increased in the overExp-

ROP16;,; group,while the expression of the anti-apoptotic factor Bel-2 protein and its mRNA were suppressed (P <C

0.01 for both). The relative expression levels of pTyr705-STAT3 protein were significantly higher in the overExp-
ROP16; group (P<C0.01) and p-NF-«B p65 protein in the overExp-ROP16; group (P<C0.01) than in the control group

by Western blot.
264.7 cells.
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Fig. 1 Fluorescence observation of stable cell lines
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Fig. 2 Identification of rop16 transcription and translation
in RAW 264. 7 cells
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Fig.3 Localization of ROP16 in RAW 264. 7 cells as measured
by immunofluorescence (600X )
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Fig. 4 RAW 264. 7 cell proliferation was measured by cck-8
after ROP16 overexpression
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Fig.5 Apoptosis of RAW 264. 7 cells after ROP16 overexpression
was determined by flow cytometry
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Fig. 6 Western blot analysis of apoptotic protein expression

in RAW 264. 7 cells after ROP16 overexpression
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Fig.7 Expression of apoptosis factors in RAW 264.7 cells
after ROP16 overexpression
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