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Cdl Localization d Atfinl Zinc Finger Protein in Arabidopsis
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[Ohjective] The sudy amed to corfirm the efector Stesdf zinc finger protein gene Atfinl in arabidopds. [Method] The totd RNA was ex-

tracted from arabi dops s leaves by Trizol extraction. The primer was designed on the bassof conplete sequence o Atfinl cDNA in GeneBank database and
the PCR anplification , dlone and honologpus conparion of  Atfinl were conducted. The fuson expresson vector pBI-Atfinl- EGFP was condructed and
used to locdize Affinl. [ Resuit] The honology between amino acid sequence of cdloned Atfinl protein in arabidops's and thet in dfafa reached 78.60 %
and the 8 amino acid resduesforming zenic finger gructure near Gtermind domein were highly conservative and formed typica CAHC3 notif together with
peripherd amimo acid resdues. The green fluorescent protein irfused with Atfinl was only expressed in nudear conpartment and the green fluorescent pro-
tein witout Atfinl digributed scatteredy in the whole cdl . Atfinl had o typicd nudear locdization sgnd , but d could be expressed accuratdy in nu-
dear. [@ndudon] Atfinl was eqressed in nudlear , acoording with the expresson characteristics of transcription factors.
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H,O 4.5u1 RNA  6.0d1 100 nol/L Oligo (dT) 18
, 15 10 min 5mn
0.5u1 200 UM RNasn 4.041 5 x 4.0ul
100 mmol/L dNTP - 1p1 MLV (Takara )
37 1h cDNA 1 65 30
mn MV
1.3 Affinl GeneBank
Atfinl cDNA PafinF (5-QCG
GATCCATGAAAGGAATTCARCATCCT-3)  PAfinR ( 5-CCG
GTACCGCTTTCATTTTCTTGCTGGT-3 ) cDNA
, Alfinl  PCR 50ul, 5ul

10 x B¢ Tag bufer ,10 nmol/L 1.0dl,4.04l1 2.5

mmol/L dNTP,0. 2501 5 UMl BxTag polymerase (B¢ Teq
poly-merase Takara ) A 3mn;
A 30 s,45 30s,72 1mn, 30 ;
72 10min pGEVFT Easy ,
DNAMAN
[5]
1.4 Atfinl- EGFP
pBI- EG-P , EGPF(B-CCG
GATCCGGTACCATGGTGAAGAAG3) , EGFPR (5-QCGAG
CTCTIACTTGIACACCTC-3) , pEGP (Contech )
EGFP , pBl121 (Qontech )
BamHI  Sxl als pBI-Atfinl-
EG-P , PAfinF  PAfinR
Affinl pBFEGFP  BamHl  Kpnl
, Alfinl C EGP N
pBFEGP  pBFAlfinl- EGP
(EHA105) , PCR
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2.1 Atfinl cDNA RT-PCR
RNA , RT-PCR
1 pafinF, PafinR 5
BamHI 3 Kpnl , EGFP
, PCR 750 Ip
PCR pGEV+T Easy ,
DH®! , P, (PafinF , PafinR
) BamHI Kpnl
730 bp :
2.2 Atfinl
NCBI ,
, 7S3 p,
251 1 Affinl
Alfinl
) ) 78.60 %, C
8 )
COys X Oys Xu- Oys Oys X Oys
XHis X7 Cys Xo- His X5 Cys Xo-Oys GHG
(D
2.3 Affinl Affinl pBI
Affinl- EGFP pBl EGFP
(EHA105) , 3d

, Atfinl

Alfinl : RTVEEVFSDI“(;RMGLHQ SKEYs0SDPEKENL Cl
Atfinl IMA RRAGLIK! QLV\ PEKENLCJ1]

meg ¢ghp prtveevfsd grraglikal tdv kfy  dpekenlc

Alfinl 99
Atfinl 100
Alfinl 149
Atfinl 150

swl vafyfgarfgfekn rkrifgmindlpt fe tg akgsk
Alfinl NS SRS, 86 %.n HEWP JiSGDEDEMN 195
Atfinl  ABANGENSY Es SRISEESTKQIKMSIP R 200

n ssk sgkrseetk kmsp e sgee dlegq
Alfinl i‘é DEFWICC *'E['\WFHGKCVKITPAKAEHI’ R8T 245
Atfinl EFWICCDYCEKWFHGKCVKITPAKAEHIKY, eSS 250
a cgacgdnye defwiced cekwfhekevkitpakachik vkep ¢

Alfinl 251
Atfinl  IKYPRL 256

k

GHC, )

Note: The dot indicated the amino acid resdues tha formed C3HC, zZinc
finger corein ,and the deep biue shaded part sowed identicd amiro
acid regdues.

1 Afinl Atfinl
Fig.1 Homdogy comparison d Atfinl-encoded amino acids sequ-
ences and Alfinl amino acids sequences
( 2A),
( 28)
JAfinl )
, Affinl

‘A Affinl- EGFP

;B EGFP

Note:A is Atfinl- EGFPfusion protein located in lower epidermel nuclear part in the tobecoo ledf ; B is EGFP protein distributed scatteredy in lower epidermd cdll

in the tobacoo ledf .

2 Affinl

Fig.2 Cdl localization o Affinl protein
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Table 1 Mutiple comparison d net growth o plant height in P. aba L.
var . pyramidalis Bge
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