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Abstract To screen NFAT antagonistic drugs and research signal transduction pathway related to NFAT. Four recombinant
vectors were constructed. Each consists of three tandem copies of the human IL-2 distal NFAT-AP1 binding site in the context of
the minimal I1-2 enhancer either the sequence from — 326 ~ + 46 or the sequence from — 89 ~ + 46 containing only the
TATA box  driving a luciferase reporter gene or a destabilized enhanced green fluorescence protein d2EGFP  reporter gene

respectively. Transient transfection of Jurkat cells was achieved by electroporation with 5 ~ 10pg of the above plasmid and one
pulse at 200V 65ms. Plasmid pEFBos-mNFAT1 constitutively expressing murine full length NFAT1 protein was used for transient
cotransfection. The results showed that neither of non-stimulation nor PMA or ionomycin stimulation alone could activate the

reporter gene except PMA plus ionomycin costimulation. Furthermore overexpressed murine NFATI augmented the activation of
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either I1.-2 promoter or NFAT-AP1 enhancer drived reporter gene compared to the endogenous did. However the reporter gene

expression was nearly completely inhibited by pretreatment for 1h with FK506 at Sp.g/mlL and then stimulation for 6-12h with PMA

plus ionomycin in the presence of FK506. These findings indicated that such a transient Jurkat cell model offered a potential

platform for preliminary screening of FK506 or CsA-like immunosuppressive agents.
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IL-2 promoter -326 ~ +46
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Construction of expression vector 3 x NFAT-AP1-d2EGFP
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Fig.2  Amplification of IL-2 promoter sequence
between — 326 and + 46 by PCR
1 DI2000 DNA marker 2 3 IL-2 promoter sequence between

—326 and +46.
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Amplification of IL-2 promoter sequence
between -89 and + 46 by PCR
1 DI2000 DNA marker 2 3 IL-2 promoter sequence between — 89 and
+46.
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Fig.5 Restriction enzyme identification of NFAT-AP1
enhancer-drived reporter expression vector
1 DL2000 DNA marker 2 3 x NFAT-API-TATA /Q2EGFP cut with Bglll/
EcoRl 3 3 x NFAT-API-TATA /Luciferase cut with Bglll/ Hindlll .
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EHIMH] Luciferase RI¥: R EE (B 7).

- P I P+
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6 AEFMAFAAWER 120 |F REGFP %358 % kL

Fig.6 Detection of d2EGFP expression after 12h treatment with various stimulators in presence of FK506 or not
A: 3 x NFAT-AP1-IL-2P/d2EGFP transfected Jurkat cells; B:3 x NFAT-AP1-1L-2P/d2EGFP and pEFBos-mNFATI cotransfected Jurkat cells.

2.4 NFAT-AP1 enhancer HiZHHEEBAREIEK R
:oF: v

FIH L 5 EA 3 x NFAT-AP1-TATA/
d2EGFP ik i ki § A Jurkat 400 ,48h J5 , L4 § x 10°
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s % E Q2EGFP — 3, R I A E AN A%
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BE B E M H Luciferase B FRREX(E 9).

A---

| --
— P+
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Sug/mL

7 FK506 BT NFAT-APL 938 T B 49 2EGFP H3R 38
Fig.7 Blockade of NFAT-AP] enhancer-drived d2EGFP expression by FK506
A: 3 % NFAT-AP1.TATA/d2EGFP transfected Jurkat cells; B:3 x NFAT-AP1-TATA/d2EGFP and pEFBos-mNFAT] cotransfected Jurkat cells.

© HERFRHMEMHARAATIKSHESS http:

'/ journals. im. ac. cn



NFAT

765

Felative Tneilerass activily
Fl
|

0.5 .
)+ S e
- P T P-TTK3M: — P T P-TTK306

Turkai Turkal:mNTATI
8 8h

Fig.8 Detection of relative Luciferase activity after 8h

treatment of various stimulators in presence of FK506 or not
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