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kK kA FREE T EW R EWE FRL

(FALHAFEAFT S REFT HRAELTHERE, PRAFHFHTRE ST EHLA, & 7N 510380)

B OE.AMERE K488 X BB (RT - PCR) # ik, A F 3 ( Paralichthys olivaceus ) FFBE % RNA F 4
T WA RS BT UIRF) #y i A5, £ GHA M pUCLS, £ #eh F 8 IRF DNA AF] 547 29,
5 Yabu #1849 5 8 IRF cDNA AL 1 AL LR, 25 MHGALS FF T4 8. FTH IRF 48
S EAF] cDNA £ @A R HAE 4k pBV220, #2878 IRF AA#04k pBVIIRF22. SDS-PAGE #4f
AW, 2 492C#%, 4 pBVAIRF22 AEN X BAFETAZ—~4T8% 12 000 HAFA,

xR, A4, THEEFRATET, T 4%, BHAR
S Q959,485 ICRRARIAEG A

THEHEYHEF(IRFs) BHRE TR --2£H
FEF, LA I 8T 90 E (IFN-o, IFN-B) 1145
FUL, IRFs BOEEF MR EE WA BBMGE
WEERDNAZSRE, B3 o BiEWEM4 1 p
PPEERER HTH £, LIE S TR E 585 5
EF(ISRE)&&P!, ISREHERXFESHAEES
PERWP), Kimura 2141008, IRFs £ 1FNs LA
L ENEANEF, IRF-1 £AT [ TR ERE
HIELF, A RA T BT FES EEEA,

XTI A D3 IRFs HEP{bs A 00
HEMERKFENMRTEA R ERIE. MAESH
KT #2 IRFs 5T, B REEFamBI e
HLEHE, REX LA T, #HITMHE RFs
EWATRRRT N T RAXMNCERER, IR
HETUBRNRFZVHETEEENZ XL, 74U
FHABRIREFNERBRNERE. FHESE

5 i 59 2000 - 07 - 17

EEDE A Wk =R B Bt 2 W B TR (99-08-03)
{EXMA. % KO970- ), B BEFRR, AFaBHTEMY
B3R,

» BWIEBRFR A, 020 - 81510127, E-mail: priril@® guangzte. Edu. cn

EHRE A 2 8 ( Paralichthys ofivacens ) TIRE W
FF(fIRF-1) cDNA FHRCRIT514, RAPEF
- RAEBBER LB (RT-PCR)EARET T8 T
REFTRTHODHEEE DNA, ETTEHFERFH
WisE, WEBT BERERN, FBIREA IRF B
OEXMFEFTEE. HHMREAE RF 2EE
HREURMTAERTRERYRMTUREIIRERN
fERT T £,

1 #RESE

1.1 #H

FErE BT M B KT . RSN R,
T, DNA EEBEA XA H Promega 4 7 B
FAY T ELE, RNA 2B M & High Pure
RNA Isolation Kit Wi % 3 3 7 & Access RT -
PCR system 43 %8 ROCH #1 Promega 2+ 87 fio
KB B DHS« A3 oUCIS A ERTF. FE
FXFEAR pBv220 B E P EHKESR FRBEN
FH.
1.2 HE
1.2.1 FERFTAEA rRNA Bl B #EF44 10
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mg, f§ ROCH A A] High Pure RNA Isolation Kit uin
B EIRELE RNA, BT RNA HE.
1.2.2 3|¥pigitE RT-PCR MREEICEREN T
8 cDNA FHI, B3R E R T 57/ 3 R514.
5" CGGAATTCATGCCTGTGTCCAGGATI?
(BHEMTSs-17)
5 'CGCTCTAGATTACTAGCTCTTGTCTTTCACCTCS”
(EHBFS 308-275)

s ®IPiRiTFPIMA EorR T B 15
GAATTC. 3'W5|8, mMAR I TAG, — K
PR R LS TAA T — 1 Xoe T MYINEA
TCTAGA, 3 R & Access RT — PCR sys-
tem 1 M F AT DNA - R A1 PCR I 1§, Fl
W 48T 45 min B DNA % 1 8. RiEH
fTPCR ¥ 38, 30 /¥, PCR R &4 EH
94C .30 s, B K 527 .60 5, M 68T . 120 s, TEIR
HHE 72C M 7 min, S Wl PCR WL 5%
BUBR SRR Bk, T34 1 424 320 bp TS
1.2.3 F#EIRF DNA B PCR PWgiita, A
EcoR | 1 Xba 1 WEGH, FIYH £ 320 bp DNA
F B, R EcoR THI Xba T #pUCLE TEEL],
£ T, S EREAT, B HEM DNA R EERBA
pUCI8 ¥, FE pUC - IRF B4 R, Simeh
KBHTH DHSe, A O MBIk HitEd
F.

1.2.4 DNA FE®HIZE 7E ABI PRISMTM377 %
HahaE bW 548 - #47, F DNA srirs i
SEER,
1.2.5 HEEFMHIRF DNA REEAFEN MR
EcoR 1 # Pse [ XLE§H1 pUCIIRFS 1 pBV220
IR, IS 48 5 BB B O 2 [l iR {IRF cDNA K B, &
TEBEBEE R T (IRF cDNA B E M Tk A
pBV220, ${LBR A X BITE DHSe, BIKIEFkE
HF, EBUIHIAEA R B SGFH.
1.2.6 MBS IRF F1FiX B SDS - PAGE F#7
SEATH IRFDNA BRMWEBTEYEEE
LB 3 EEP 30T HEFRAH, B 1:50 ¥ K55
Z Ao B 0.4~0.6, T HIFEDMESEE 420 4
LEHESF 4 b, B WCELRTE, HLL SDS - PAGE 11,

2 &R

2.1 & RNA B9 E RT - PCR #'1§ T 8AT IRF
c¢cDHA

M 10 mg FEFATHAPRBEEL 20 pg BB
RNA, LLE RNA MERSTRERS LT HE
1t mRNA B)iS#. PCR =B k&R 25, £Y
320 bp EF—T WA 1)

2.2 FHRAT IRF cDNA RPE

PCR 14 EcwR [ Xba 1 BY), ERFEA
[ T B 1 B BB pUCIS, BB E 4 M EA T
(pUCFIRF2, pUCTIRF4. pUCFIRF7 . pUCfIRFS), &
EHEE, H L 320bp BBARE(E 1),

B 1 RT- PCR ¥ ¥ pUCIIRFS # pBVAIRF22 A18E
ek
Fig.1 Electrophoregram of RT — PCR product, pUCIIRFS
and pBVFEIFR22
T ADNA/EwR T + Hind I markers; 2. RT — PCR products; 3. PUC.
{[RF4/EcoR | + Xéa 1; 4. pUCIB/EceR 1 + Xba 1: 5. pBV220/
FroRI +Pst1; 6. pBVAIRF22/EcoR 1 + Pst I ; 7.100bp DNA lad-

der markers

2.3 FFlah

BUSRR pUCHIRF4 ST 50, MFESEM
W R ERLEES A 2, RFES R R, AR LB
TAG ZBE T 1 TRBITEBNES LT TAA, #
B FEE IRF BLSFFIS Yabhu 2 A BTN H 2 5 3
F—F, UE R NAERNESTFARER, B1NW
IS 78 (i B EB TS TR GCC, Yabu AL
BEER GCG. BT GCG ¥ GCC MENEMM
HET XREREEFEEER, HEKHNEE
BFANEZES M, ESE 6 TEHR T
B [IRF EHPHEEREEX.
2.4 F8E IRF <DNA BKAEFRIEEL pBVIIRF22 A4
BWMEE '
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pUCEIRF4 & EcoR 1 #0 Ps: | B4, #4558
IRF eDNA H B, E{ i A pBV220 Z B A
EcoR 1% Pu | Z 0¥, $ 1L A B E DHSo, ik

ATG
M

AGG  ATG  AGG
R

CCT TCC
P S M
ATC TCG

R

ATT GAG TCC AAC ACC GGG
1 E S N T 1 S G
CAG AAG ATG TTC TCC ATT CCC ¥GG
d K M F S I P ¥
TGG GAG CTG GAC AAG GAC GCC TCT
¥ E L D K D A S
CAC ACC GGG AAG TAC ACA GAG GGG
H T G K Y T E G
TGG AAA GCC AAC TTC CGC TGT GCA
W K A N F R C A
GAG GAG GTG AAA GAC AAG AGC TAG
E E ¥ K b K 3

GTG ATG
v M

HEEF Z2E0RT MPs 1 EHIHESER 1 &8
320 bp WHEBA(E ), BEEABBGLH
pBVI T RF22,

AGG CCG. TGG CTA GAG AAG ATG 45
R P L L E K M 15
CTG ACT TGG GTT GAC AAG GAC 90
L T W v D K D 30
AAG CAC GCT GCT CGG CAC GGC 135
K H A A R H G 45
CI6 TTC AAA AAG TGG GCC ATC 180
L F K K W A I 60
CAG ACC TCC GAC CCA AAG ACA 225
4 T ] D P K T 75
ATG AAC TCG TTG CCT GAC ATT 270
M N S L P D I 40
294
97

2 FHTHEETEF(NRABZEOCE DNA BEHEFFREINABBRFT

Fig.? Nucleotide sequence of core region for flounder Interferon Regulatory Factor (fIRF)

mature peptide cDNA and predicted amino acid sequence

2.5 HEBFTH IRF f1&RIAS SDS- PAGE

SDS — PAGE #5200, T #F {IRF B pBV-
[IRF22 B#E QTHETE, 0 FRH 12 000 &4
A ABSELW TTRAAELTH IRF DNA K

M — 4T BAR# E [T Low molecular weight protein markers L. DH3a
(pRV220) P BIBY I R B E T, Total cell protein of BHSq containing
pBEV220 before inducticn; 2. DH5a(pBV200)42°C %% 4 h BHAREE
.. Total cell protein of DHSa containing pBV220 after 4 b induction at
427 ;3. DH3of pBVIIRF22) 7 3 A 8 S A8 B 8. Toral cell protein
of DHSe containing pBVIIRF22  before nduction: 4. DH5d
{pBVIIRF22)42T # % 4 h GHSMM M E E 1. Towl cell protein of
DDHSe containing pBVIIRE?? after 4 h induction at 4210 .
B3 M oBVIRR2 7 X B B8 o i 55 79 SDS -
PAGE 54
Fig.3 $DS- PAGE analysis of the expressed product of pBY-
fIRF22

Fiokl pBVIIRF F 2% S B R il pBv220 #4
B ERAEREEAT B, £ pBVIIRF22
FREIIEfE £ 8 DHS« PR EEREH, LE 3.

3 fhit

F##E (Interferon, IFNY 2 —f EHHFAEIE
Ve 2 ThEE 4R U 3, F T F IPNs A E AL
RO RE, AXESARAEMHE IRFs WL
&, BRTE MM K LARIE. [RF KEERRBE
EHERTITTHAEEMN 6 MBS EINEX,
B IRFs B E AR DNA 40K, UES
Fih & b @ T (ISRE, EHRE. iU E A4
FRNER S, RINV\ATREES IRF T3
B8 97 MEBERTI S CREM AL FAY
IRF~ T M9A0 B | R B F FO AT R Bt b i, & R
FHHFRFEHSIEE 70.1%.70. 1% W 73. 2%,
IRF ZHRBRHERERYBRA. N TEL IRF IR
FE A REH MR B R, BRIV RF &F
WM DNA &4 RER FFI T BRI, L&
T## IRF 80K EMmRE .

NEREFER —REBREFHREACTRTS
MBI 5T AUG HHEM) RNA ZZ 8 AUG
5 sp Az a M B L BAMEEE 3 W AEH
LREHRNS TEHBRERNED FREEXR
wYNS), FHERENFAN@E RF HAFRLE
P EEANNERKTEXEE, §LMREE
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Cloning of ¢cDNA for flounder Interferon Regulatory
Factor (fIRF) and its primary expression in prokaryocyte

ZHANG Yue, BAI Jun-jie, LI Ying-hua, YE Xing, JTAN Qing, LI Xin-hui, LUQ [ian-ren
{Key Lab. of Tropical & Subtropical Fish Breeding & Cultivation. Ministry of Agriculiure,
Pear River Fisheries Research Institute, Chinese Arademy of Fishery Sciences, Guangzhou 310380, China)

Abstract: The cDNA encoding core region of flounder Interferon Regulatory Factor (fIRF) mature peptide was
amplified by reverse transcription PCR (RT-PCR) method using total RNA isolated from flounder { Par-
alichthys olivaceus) liver as template. The amplified ¢<DNA fragment was inserted in plasmid pUCL8 and the
¢loned nucleotide sequence shows there is only one codon different from that reported by Yabu in 1998, and the
amino acid sequence is the same as that inferred from the nucleotide sequences. Then by subcloning the ¢DNA
into the downsiream of the PRPL promoter of expression plasmid-pBV220, the expression plasmid pBViIRF22
was constructed. The SDS-PAGE results show thar after 4 hours of induction at 420, E. coli DH5« containing
pBV220-fIRF22 can express a specific protein wilh. 12 kD molecular weight.
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