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300 2 o) T

B ¥ & p- ik

(NLS):CGGGPKKKRKVED & i M Bt T BN F 746 5' A 3
810k BmaHI 0 EcoR1 £ /5

F%1 1:5 A ATT CCC GCC ACC ATG TGT GGT GGA GGG
CCA AAA AAG AAG AGA AAG GTA GAA GAC GTG 3’ (58bp)

¥l 2:3°G GG CGG TGG TAC ACA CCA CCT CCC GGT
TIT TIC TTIC TCT TTC CAT CTT CTG CA CCT AG 5'(58bp)

B | FFY] 2 FEEAF R 5 BB F K ,0.05umol F
BREEE.100CKHE Snin, TRIBA. RIEHIEB KSH NS
AL pEGFP-N1 B BmaHI 1 EcoR1 Z 08,

Stat3-GFP RTHE : R 8% Gene 100l 33803 — 2318,
#51 ¥ 5'-CCG CTCGAG( Xho I ) ATG GCC CAA TGG AAT
CAG CTA CA-3'

F#5[4: 5°-CCC AAGCTT{ Hind Il ) CAT GGG GGA GGT
AGC GCA CT-3'

UEREK S EHM AR pSM1 S, PCR ¥
Sta3 £ KA 4 Hik A 8K pEGFP-NI iy Xho I 1 Hind
fi B2z 0],

Stat3-NLS-GFP (8 E . F Xho | 7 Hind [ 45 Sta3 B H
M Sta3-GFP Y] T, A2 Xho | 0 Hind [l =42 L2
NLS-GFP #J 8 Stat3-NLS-GFP,

Dstat3-NLS-GFP (48 : F Xho I 1 Hind I 5 8k 2% 403aa-

426aa ) Dstat3 M Dsta3-GFP Y1 T 3 A4 Xho I # Hindll T
53 4L NLS-GFP ## DSta13-NLS-GFP,
1.2.2 HEBREARFRESHERE . 50E 2 WE R
f& pEGFP-NI. Stat3-GFP. NLS-GFP. Stat3-NLS-GFP #1 Dstat3-
NLS-GFP B 5p Lipofectamine2000 # & T 250uL B X NHL X
i ) DMEM = 4% DNA S A BBk P RRRS . SHB R
20min, FHMONIL B L R SR M 5% 55 24h £ 293T #H MR,
v 24h 54 100ng/mL 4 -6 3 20min 5 B AHE AN
HAEREDMENE.

2 ¥R

2.1 M %Xk K NLS-GFP, Stat3-GFP, Stat3-NLS-GFP
# Dstat3-NLS-GFP B8t % 2

# AT AR SV40 X T HIE M £ 085 5 07 71l NLS HR
A {k pEGFP-N1 R8I &5 BmaHI 1 EcoRI WEE LT
& NLS-GFP,% BmaHI 1 EcoRT W REY] % 52 Y 45 60bp X
MIFBHEMFUEASHENETERMA( Fig.1,A); 8
PCR §" 3% A9 Swa3 BB H A K pEGFP-NI 8 Xho T 1 Hind
[ FIH 8 Stan3-GFP, B U1 S YT i 2.3kb B i B 3 % M P iiF
3 (Fig.1,B) ;4 Sia3 35 R I ék & {5 Dsta3 4 M Sae3-
GFP % Dstai3-GFP ¥ F J5 ## A NLS-GFP iy Xho I 1 Hind[l fi£
SR E S1a13-NLS-GFP #1 Dstat3-NLS-GFP £ 1 %X E#
(Fig-1,B).
2.2 BEANMHEIENALAEADRENR

¥&H % N pEGFP-NI 1 E 4 i B Swa13-GFP. NLS-
GFP, Stai3-NLS-GFP #1 Dstat3-NLS-GFP ] DHS« X BIE %, H
RRARATASRBEAENENEATRE. 2980

pEGFP-N1 1 & 41 B B Stat3-GFP ., NLS-GFP ., S1at3-NLS-GFP W
Dstat3-NLS-GFP ¥ J¢ DMEM ¥ 3% 24h 1) 293T 1,240 5 8
100ng/mL [ 4+ %-6 W 8 20min FREEFARELEREENR
BB (7x 100 f5). &5 F% 8k pEGFP-NI £ 293T HAMH
BAEMMBAGA AN Sa3-GFP 7 IL6 RIMHM T ELEN
Fora ERBUE B T AR B B 41 R NLS-CFP ¥
e 293T JAfE 24h 5 F E A6 70 0 B H 4 B Siat3-NLS-
CFP ¥ #: 203T Il 24h AR FAESHBEANETELN
M EH BB DSta3-NLS-GFP ¥ ¢ 2037 41 M 24h &
BALEEDHERE L ESFAARE., 4XREAX?I
®, B R ARAR LR (Fig.2),

3 4 56 7

E 1 #EHKK NLS-GFP,Sat3-NLS-GFP
#1 Dstar3-NLS-GFP (0 B 4 Mg 61 Bl
Restriction digestion of recombinant plasmids: NLS-GFF,
Stat3-NLS-GFP and Dstat3-NLS-GFP
{A) NLS-GFP digestion. 1: positive clones of NLS-GFP ( BamH ] / EcoR
I); 2:pEGFP-N1{ BamH 1 /EcoR I ),3: DL-2000 marker. (B) Stat3-
NLS-GFP and Dstat3-NLS-GFP digestion map. 1: ADNA ( Hind Il };2:
NLS-GFP( Hind [l /Xho I ) ;3: Stat3-NLS-GFP{ BamH I /EoR [ );4:
$1a13-NLS-GFP ( EcoR 1 }; 5: Detat3-NLS-GFP ( Hind l/Xho 1 ); 6:
Dstat3-NLS-GFP( EcoR1 ), (EcoR 1 site was deleted in DNA hinding
domain) ; 7 : marker DL2000

Fig. 1

pEGFP-nl Stat3-GFP IL-6-  Stat3-GFP IL-6+

..

Stat3-NLS-GFP  DStat3-NLS-GFP

NLS-GFP

B2 #H GFP,Swm3-GFP, NLS-GFP, Stai3-NLS-GFP
I Dstat3-NLS-GFP &% I 0 i =2 fif
Fig.2 Subeellular localization of transiently expressed pEGFP-NI,
S1at3-GFP, NLS-GFP, 5tat3-NLS-GFP and Dsiat3-NLS-GFP

ined by laser confocal microscopy
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The Mechanism of Stat3 Nuclear Import

YE Zhong-De' > SHEN Bei-Fen'©  SONG Lun'
U Institute of Basic Medical Sciences ~Academy of Military Medical Sciences Beijing 100850  China
% National Institute of Biological Science  Beijing 100100  China

Abstract In order to investigate the mechanism of stat3 nuclear import. positioned a characterized NLS of the SV40 large T an-
tigen into Stat3-GFP Dstat3-GFP respectively between the C-terminus of Stat3 and the N-terminus of GFP to create Stat3-NLS-
GFP and Dstat3-NLS-GFP. With NLS-GFP as the positive control Expression of the Stat3-NLS-GFP without I1.-6 stimulation and
Stat3-GFP with IL-6 stimulation resulted in a predominantly nuclear localization in 293T cell. Expression of Stat3-GFP and
Dstat3-NLS-GFP without IL-6 stimulation resulted in predominantly cytoplasm localization in 293T cell. The results suggest that
latent Stat3 is not anchored in the cytoplasm and that nuclear localization in response to IL-6 is facilitated by gain of an NLS

function.
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