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Restructuring and Expression of Zebrafish Eukaryotic IL - 10 Protein

LOU Jing-jing et al
Abstract
IL-10 gene with PCR. The product was cloned into Drosophila Expression System to get recombinant expressed vector (pMT/Bip/V5-His A-IL-
10). Then pMT/Bip/V5-His A-IL-10 and pCoBlast were co-transfected into S2 cells. The positive S2 cells were further screened with Blastici-
den. IL-10 protein was induced by copper sulfate. At last, serum-free supernatant was collected and detected by SDS-PAGE and Western blot-

(Guangzhou Sport Scientific Institute, Guangzhou, Guangdong 510620)
[ Objective ] Restructure and express Zebrafish IL -10 protein in insect S2 cells. [ Method] A pair of primers was designed to amplify

ting. [Result] The objective protein has been expressed. SDS-PAGE shows 23 kD relative molecular mass is detected. [ Conclusion] The re-
structuring zebrafish 1L-10 protein was obtained, which lays a foundation for further studying its function and regulation mechanism in protein lev-
el.

Key words  Zebrafish; IL - 10 protein; S2 cell; Eukaryotic expression

HHRPE - R 15 IR ST S E R G A I H TS Ak 4
M= A BEVRT 40 oA 5 s S A M A E DI RE, = =T
PEIIREM Z2 AR R BTaloi B o 20 A IR A HCAS) R 1 I 46%
FERIETTT AR E 2, HAEA 2 10(1IL-10) & —Fh4H
MUE, 2l Th2 4= A4 = Bem il Thl 405 R 4 A
PAF- (IFN-y i1 IL-2 %) iy S el e an e 8 7Y o iF e
W1, IL-10 BEAMHIAAEN BT K A9 5300, 2R 3 A Rt R A
Ji, R e TR T AR L S A AR 4% ol A
FEFRW TL-10 3477 1] LR 4 RE (= AR

TENZE R S 1 5L K 20 TL-10 KR PR A K/ K 24 2 2
kb, 55 1 ANAME TS5 IR A BRTELS . 52 Mo
T4ihs AB & 5558 F B IR IES5 . 55 3 A Sl C
A1 D WREELEA . 2 4 SR TS DE &8-S5/ E I3
ik, 555 MANEF A FIRGEFRILm M B E LI & 1 4
ANBHEEMALRE AUUUA B R B, YiXA- B S AUFL 2568,
25FRA% IL-10mRNA (R E™

5% 4711 Y 4 19 B YR8 95 B5: (Infectious spleen and kidney
necrosis virus, ISKNV) ZUT4AFAC ) AR SR 50 M0 45 2 PR T
SR EZYRHE Z — T B RKZETHL . ISKNV LUgf#
ARG A EEAR AL, 5 1R S AR Ik K FIRIE, AR
ke, Mokl 22 (1) 2 3 38 3 BF ST ISKNV 5% 2 178 FHLHL - 835
ERIRGIENLH, EINAFSEER I, ISKNV JRGL B 5 1 5 B
o AP 1L-10 S it A o o SR, 110 257
O GZE T (AR FBLEIA feaE— 29, ik, &
HHEE T BE {0 TL-10 BEPH B Rk 40 A , mil 5 238 01 2lifk
T IL-10 2, AR E— 20 1 AR W) 2= DI RER 5T B8 T 350

EBERNT R (1986 - ), o, b KRIPA AL T ], A+, AF
RS BT,

KA 2014-07-10

1 #EEHEZE
1.1 REHE KIHFFHE DHSo R A0 M rh 5286 %5 14
173 BAZARIB B R pMT/Bip/V5 — His A Il [ 32 2 7, PCR
JEE I | kA iR &0 - Omega 23 7] s DNA Marker B
PEWN UG Kpnl Xhol Kz T4 DNA 4 & - FL DNA R4 il
4 H TaKaRa /3 7] ; Schneider’ s Drosophila Medium #1 FBS
Cellfectin #4LiRF| M B Invitrogen 2\ ] ;anti-V5 antibody ¥
H Sigma 23] 3 I3 T AR W H ORE F ARV A R H
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TE BN 10 5 v i in b Kpnl R Xhol IR B VI 67 5, 51
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din) (] 10% FBS ) SDM 1 5 B4k 2 45 5%, i e A2 8 ik 1Y
MR, TPy 4 ~5 d 3l 1R, Tk 14 d )5
FEORY R IEFE . 705 Y J 077 158 200 A 117 R 7 326 240 R O 9 K 8
FRIG 43 B R A o B 1 3R, TERE IR AR A 500
pe/ml (BT ERAR K A T 28 °C 26 T aksidss .
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LRI TL-10 2 LR 3 S AR H29.7% ~80.9% , Bt By iy

RIS 2 A3 B 125, 3 1 80. 9% L R AN Y 3% “3 10— ..
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3.2 DS IL-10 ERMEZRE  ROIRHAIE %L R N a— 10

4; ( Drosophila Schneider 2 cell expression system ) f&—> 5% 20.1 kD — S

FIRIMEE ARG 1% FRGE N 3R BORL AN [R] 43 R 2 ik 14.3 10 — .

ST A FE , B Fk L 2R 10 0 i P A VLR Mk 1. 402, 405 5. Weater bt 255

JE 1 TSNP 5 2 S SR R AL A . S R4 S LN SDSPAGE B Western B
zebrafish MIFSGVILSALLT-LLLCDCAQSRRVECKTDCCSFVEGFPLRLRELRSAYKEIQKFYESN 59
carp MVFSGVILSALVM-FLLSDSAQCRRVDCKTDCCSFVEGFPVRLKELRSAYREIQNFYESN 59
rainbow trout MSPCSLLLSLLLAAALQCEHAQCRRVPCSDRCCSFVEGFPVRLKELRTAFSTIRDYYEAN 60
fugu —MTPGSLLSVLLL—LCCACTVWCAALCNNRCCSFVEGFPARLKMLRENYSQIRDYYEAN 57
sgfugu “MPGRTLLSVLLL—LSSSCAVWCATLCNNRCCSFLEGFPARLKVLRENYSNIREYYEAN 57
Human —MHSSALLCCLVL-LTGVRASPGQGTQSENSCTHFPGNLPNMLRDLRDAFSRVETFFQMK 58

ik, kg - C .k ok Lk ok
zebrafish DDLEP—LLNEDIKHNIQLPYGCHVMNEILHFYLETI TALQKNPLE—HSTTPIDSIGN 116
carp DDMEP-LLDENVQONINSPYGCHVMNEILRFYLDTILPTAVQKDHL-——HSKTPINSIGN 115
rainbow trout DELETSLLDEGILHHLKSPVGCHAMDSILKFYLDTVLPTAMNNRTQNNNDFKSPIDSIGN 120
fugu DDLDIVLLDQSIVDTFKTPFACHLMDGILRFYLDSVLPRALATVTAETRNLKPHVESIQQ 117
sgfugu DDLDLVLIDQSIVESFKTPFACHVMDGILKLYLDSVIPRALASVTVETRDLQPHVESIQQ 117
Human DQLDNLLLEKE: CDFKGY g Y] EEVMPQAENQDPD——~=IKAHVNSLGE 114
LS *:.:.:B. - I :::g**: M . I1%:
zebrafish IFQELKRDMVKCKRYFSCQN-PFEVNSLENSYEK-MKEKGVYKAMGELDLLFRYIERQYLA 173
carp IFODLKRDMRKCRNYFSCQN-PLEIASIKNSYEK-MKEKGVSKAMGELDILFKYIEQYLA 173
rainbow trout IFHELKKEIVQCRNYFSCKK-PFDINEFISSYEK-MQDKGLYRAMGELDLLFNY IEEYLV 178
fugu IFDQLKIEVTNCKHYFACKN-RFDINVLNSTYTK-MEDKGLYKAMGELDLLFNY IENYLA 175
sgfugu TLDQLKTEVNNCKHFFACKN-QFDMNTLTSAYTQAMQEKGLFRAMGELDLLFNY IEMYMS 176
Human NLKTLRLRLRRCLRFLPCENKSKAVEQVENAFNK-LQEKGIYEAMSFEEDTIEINVIFRYMT 173
:P ¥z I ¥ i ¥z - E L L ***.*:*::f.*** *:
zebrafish SKRVKH-- 179
carp SKRVKHL- 180
rainbow trout SKRRKH-- 184
fugu SKRRRNVA 183
sgfugu SKTHRENKA 184
Human MKIRN-—— 178
#
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