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Fibroblastdike synoviocytes from adjuvant arthritis rat were transfected with
plasmid over-expressed TIPE2 and its related analysis

SHI Chun—Yan HE Qiong YANG Jing-Jing ZHUANG Guo-Hong. Anti-Cancer Research Center Medical College
Xiamen University Xiamen 361100 China

Abstract  Objective: Fibroblastdike synoviocytes from adjuvant arthritis ( AA) rat were transfected with plasmid over-ex—
pressed TIPE2*'*  then apoptosis mediated by TIPE2 on DRS5 and its pathological role in adjuvant arthritis ( AA) were studied in
vitro. Methods: The plasmid of MIGR1/ TIPE2*'* were transfected to AA-FLS by liposome after 72 h  the expression of GFP gene
that plasmid owned was identified by fluorescence microscope in confirm transfection efficiency TIPE2 mRNA expression was detected
by semi-quantitative reverse transcription polymerase chain reaction ( RTPCR) TIPE2 protein expression of AA-FLS were detected by
Western blot. The growth resistance of cells mediated by ZF1 ( DR5 single chain antibody) was detected by MTT method and flow cy—

*'* were transfected to AAFLS successfully as the fluorescence intensity reached

tometry. Results: Plasmid over-expressed TIPE2
90% TIPE2 mRNA and protein expression were significantly improved. Furthermore the growth inhibition and apoptosis induction
effect on FLS/ TIPE2*'* were significant compared with FLS without processing. Conclusion: TIPE2 expression level in AA-FLS are
significantly improved by transfecting plasmid expressed TIPE2*'*  TIPE2 plays an important pathological role in apoptosis mediated
by DRS.
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2.2 RTPCR TIPE2 mRNA
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Fig.1 FLS cell observed by fluorescence after MIGR1/
TIPE2 *'* transfection ( x 100)
Note: A. AA-FLS in the absence of processing ( x100) ; B. AA¥LS
transfected with TIPE2 */* expression plasmid ( x 100) .
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Fig.2 TIPE2 mRNA expression measured by RT-PCR
Note: M. DNA marker; 1. TIPE2*/* /FLS; 2. FLS without processing.
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Fig.3 Western blot detection TIPE2 protein expression
Note: 1. FLS without processing; 2. TIPE2 */* /FLS.

- ZF1 rolein FLS
100+ - mouse lgG role in FLS

g -4 ZF1 rolein FLS of TIPE2*
3
£ 804
£ 0]
=
£ 40,
=
T 201
2
O 0 d ' *
8 0.5 025 0125  0.063 mg/ml
4 MTT 7ZF1 FLS

Fig.4 Different concentrations ZF1 affect FLS cell prolif-
eration detected by MTT assay
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Tab.1 MTT detection rate of growth inhibition of FLS treated by ZF1(x s n =3)
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Groups

Growth inhibition rate of different concentrations ( mg/ml) of ZF1 in cells

0.063

0.125

0.25

0.5

FLS group

TIPE2 *'* group

5.11 £0.08%

12.73 +0.06%

7.23+0.06 %

25.35+0.06 %'

)4)

19.49 £0.06 %"

48.18 £0.05 %Y

53.29 £0.05%2
97.3 +0.08% 2%

Note: 1) P<0.05 2) P < 0.01 the main effects of concentration;3) P < 0.05 4) P <0.01 the main effects of processing.
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Fig.5 ZF1 inducing cell apoptosis rate detected by One step dyeing CyStain DNA flow cytometry
Note: A. FLS group; B.TIPE2*'* /FLS group; 1. PBS group; 2.0. 25 mg/ml ZF1 group.
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