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ABSTRACT Opbjective: The present study aims to investigate the effect of CD59 on T lymphocyte proliferation. Methods: Jurkat
cells were transfected with pSUPER-siCD59 plasmids by electroporetion or stimulated by anti-CD59 antibody. Confocal laser scanning
microscopy was used to observe the transfection efficiency and cellular location of immunostrained CD59. The cells proliferation was
measured by MTT assay. Furthermore, western blot was performed for the detection of CD59 expression and ZAP70 phosphorylation.
Results: 40% of Jurkat cells were successfully transfected and showed lower fluorescence staining. In contrast to the uniform distribution,
CD59 formed clusters on the cell surface upon stimulation with anti-CD59 antibody. And also compared with the untreated control cells,
anti-CD59 stimulated-cells showed a higher level of proliferation and ZAP70 phosphorylation, while knocking down of CD59 led to the
decreased cell proliferation and ZAP70 pho-sphorylation. Conclusion: CD59 has a positive effect on T cell activation and proliferation.
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Fig. 1 Identification of pPSUPER-siCD59 by digestion
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Fig. 2 Transfection efficiency on Jurkat cells( x 200 )
i 1B pSUPER-siCD59 [R5 E F; 2. 4B AR A E
Note: 1.The fluorescent image of Jurkat cells transfected with
pSUPER-siCD59; 2.The DIC image of cells transfected with
pSUPER-siCD59
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3 RT-PCR #ill& A4 Al CD59 mRNA HyFRik kT
Fig. 3 CD59 mRNA levels of different groups
i :M: DNA marker; 1. #3 pSUPER-siCD59 40 Frhi 48 ; 2. IE H 28H; 3.CD59 HiffiE L 4 M ( *P<0.05,1vs 2 or 3)
Notes: 1. Jurkat cells transfected with pSUPER-siCD59; 2. Normal Jurkat cell controls; 3. Jurkat cells stimulated with anti-CD59 ( *P<0.05, 1vs 2 or 3)

-3

4 CD59 4> FHELARERE _EHIFRIER 5% (x 160)
Fig. 4 Expression and distribution of CD59 on cell membrane of different groups (x 160)
iE: 1.8 pSUPER-siCD59 FrA 40 Afl CDS9 ik ; 2. IE % Jurkat ZHAE CDS9 B3R i%; C: anti-CD59 L4 CD59 HIRiA
Notes: 1. CD59 expression on Jurkat cells transfected with pSUPER-siCD59; 2. CD59 expression on normal Jurkat cells;

3.CD59 expression on Jurkat cells stimulated by anti-CD59
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Fig. 5 Jurkat cell proliferation by MTT assay
7 1.3 pSUPER-siCD59 B HRHI 40 A0 ; 2. IE & Jurkat ZHA@; 3. CD59
PR E AR ( *P<0.05,1vs 2 vs 3)
Notesl.Jurkat cells transfected with pSUPER-siCD59; 2.normal Jurkat
cells; 3.Jurkat cells stimulated by anti-CD59 ( *P<0.05,1vs 2 vs 3)
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Fig. 6 CD59 expression and ZAP70 phoshorylation analysis detected by

western blot
7E:1/4. %3 pSUPER-siCD59 E4H AL LAREE [ ;2/5: IEH Jurkat 2R
EH;3/6: CD59 Hiff & iR E 5 (CD59,P<0.05,3 vs 1 or 2;
pZAP-70,*P<0.05,4 vs 5vs 6)

Notes: 1/4: Jurkat cells transfected with pPSUPER-siCD59 recombinant

plasmid; 2/5:Normal Jurkat cells; 3/6: Jurkat cells stimulated by anti-CD59
(CD59,P<0.05,3 vs 1 or 2; pZAP-70,*P<0.05,4 vs 5 vs 6)
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