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Preparation of polyclonal antibody of mouse IFIT1

GUO Xiao-shu''*, LI Hong-tao', FANG Hai-li*, WANG Jun-ping', SU Yong-ping' ('State Key Laboratory of Trauma, Burns
and Combined Injury, Institute of Combined Injury, College of Preventive Medicine, Third Military Medical University, Chongqing 400038 ;
*Department of Physiology, School of Preclinical Medicine, Chongqing Medicine University, Chongging 400016, China)

Abstract; Objective
with tetratricopetide repeats 1). Methods

To acquire specific polyclonal antibody of mouse IFIT1 ( Interferon-induced protein
The single clone of pMAL-C2X-IFIT1, confirmed previously to
highly express MBP-IFIT1 fusion protein, was cultivated and amplified. After ultrasonic fragmentation and cen-
trifugation, the MBP-IFITI fusion protein was purified from the supernatant by using the Amylose Pre-packed
column. Then, the MBP-IFIT1 fusion protein, mixed with Freund’s adjuvant, was injected into rabbits twice
with two-week interval. The rabbit serum was collected, then its anti-IFIT] titer was detected by ELISA | and
its anti-IFIT1 specific reaction was detected by Western blot. Results The rabbit serum immunized with puri-
fied MBP-IFIT1 protein showed specific anti-IFIT1 ability, and its antibody titer was about 1: 12 800. Conclu-
sion The purified MBP-IFIT1 fusion protein possesses favorable antigenicity, and highly specific polyclonal
antibody of mouse IFITI can be obtained by using purified MBP-IFIT1 as antigen to immunize rabbit.
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1.2 HH 5K A

pMAL-C2X-IFIT] EA F LR (A H %) ; IPTC B
FE-1-81 A-B-D-2 7, 8 #F ( AMERSCO, USA ); Amylose Pre-
packed column ( New England Biolabs ) 7= #l 2 #7 M ; 48 [€ {£ 7
(Bio Basic Inc. Canada) ; EHi % lgG-HRP (¥ + =4 TR A
FRZ: @] ) ; ELISA 5E 36 43 4 ( Costar, USA ), & 2 4 #2 B
( Pierce ,USA)
1.3 Fik
1.3.1 MBP-IFIT] @ik BEHX pMAL-C2X-IFITI #1537
FEHEFNE] 5 ml i) LB/ R%GHE/ R 5 | R 37 C Rz 9%
. 5 ml ARSI A 45 ml (1) LB/ WA U R R
FREEA (1010 FfE) 37 CHeig w6 h ARy 4 i , FF o6 (i
$10.6 BF, ILAGE S| PTG (Z2HKFEH 0.3 ~0.4 mmol/ L) 445 55
TS h BT R, 4 0 S AT S I 12% SDS-
PAGE BBy vk S5 56 , K= 354 H 8 (174
1.3.2 MBP-IFITI f)#fifk  HedlodE Y pMAL-C2X-IFITI gk
TEMRIRELHL(4 °C,5 000 x g,5 min) &0, VK column buffer
YEEE 1 W, B0 G N column buffer, TR B . 228 75 B e 24
foRAm 2R S B BE B . A Amylose Pre-packed column
FEMZ AR L i b G R TR P 0B, O A col-
umn buffer PE =R E5-G 1R L, ARG A & & 28 column buffer
(MR 0.1 mol/L) AT HEME , OB B Jt Wi, 10% SDS-
PAGE B I s vk 52 56 4 47 2 141 4 85, 45 A 43 1 JR I A 97 % 10
WA RFARTIUNE A =38 § 3 5% £ 09 6 34 3 54 8% h 4T
B, FEANA PBS HhiT 2R AR, & R .
1.3.3 HUmifaomls ¥ & MBP-IFITI () PBS 4+ %9 2 fi7, |
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PR (1 D R e . B E MR, SR T £ 8
S SRRl 1 ml 2 FAHR 150 pg/H, Ry
SRR H R B KRS8 1 i, M0 RS 2 A 2 ORI,
FRMUGHAT R, W REG 2 FHETE 3 ORI, 8K
K Ja o B T - 20°C A& .
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BB FRRAY AT . ELISA [a]#3E %t T AT L 75
it G A S DT (AR AR A R Y, mT ARSI B 1ng/ml ()
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FIBRE 35 FH % R S T

IFIT1 BB E A F AR (K 1025-q26 4, A
JCSE T4 A, BT BB/ WLARGE , T4 K (Interfer-
on, IFN) 2 4% # 7] 5& 20 S IFIT1 #4974, il
elF3 S5 F4m 4 85 (3 R B /. [ 4h SCik R GE
IFN % B L G 9% 18 42538 2 7T REAE SLE 95 oh 49y 0
B, IFITI &89 T.B 400 5 2 BGHEBEIR , T
N FELZHRERE T, B 5 R R INE , 1P iii%E
FI 3K T BE/E R SLE 877 B9 —Fhlr e ' . &

PREZH AT AT ST 2B GR ya2b 2 1R P T 42 H1L ) oek 553 11
FEFER" " 2 E XA GR 5 IFITI &A%
AFEAER L IFIT i GR 47T 05 R IG M, R TF-
IT1 FEEX GR B FHFWER. 4588 K0kl
AR B G be 5 R0 IFN F & Al fBiE & IFITI
FKikWE WLA IFIT1 5 GR 44, S B RIG R
i, GR BT 4 B 70 55 , (& AL 44 &b F 755 40 il B 7ok
A1 BEARE ROV & A, L HEN GR 5 TFIT1 #HE 1
5 GR EHT BT HLH A G . ERAETZHE AT HA A Th 1K X
IFIT1 £ R 4% Fhlik e 28 K it — S s $2 8
THRIRE. R TN TFIT1 98 E R R K RE, 3
A hil & T HEZ mETUE , Z P& H THisE a1
20 AR R AL OB ST A fT Tk s, A E
B FEMFEE L.
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