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Screening of Proteins Interacting with Soluble Leucine — rich Repeats and Immunoglobulin - like Domains 1 from T7 - phage Display
Library. Zhu Xiqun,Yi Wei. Department of Neurosurgery ,Hubei Cancer Hospital ,Hubei 430079 ,China

Abstract Objective
mains 1 (LRIG1) (soluble LRIG1, sLRIG1) in human cells and to discover new cues for the mechanism researches on sLRIGI and glio-
ma cells. Methods

To screen proteins who interact with the ectodomains of leucine — rich repeats and immunoglobulin — like do-

Method of T7 - phage display system was used to find out the proteins that have high affinity to the sLRIGI protein.
A recombination protein of sSLRIG1 was used as the target protein, which was obtained from the baculovirus expression system ( BEVS).
Results  After six rounds of T7 — phage screening, the ratio of input and output reached 1. 85 x 10°PFU,96 specific phages were ob-
tained. Thirty — five of these phages were identified to be available by PCR amplification and DNA sequencing. Lengths of these DNA
fragments were among 250 — 750bp. After homological, functional and other biological information analysis, 12 proteins or peptides were fi-
nally selected that supposed to interact with sLRIG1. Conclusion T7 — phage display system is an effective method to obtain proteins that
interact with sLRIG1. Obtaining these proteins is important for further sLRIG1 researches on its biological functions and therapeutic effects
in human glioma.

Key words

T7 - phage; Soluble leucine —rich repeats and immunoglobulin - like domains 1 ; Human glioma; Interacting proteins

M Z R dRELEXGEREAMFER 1 ELEAMERELREX sLRICL 5 EGFR 9455 MAEH

(soluble leucine — rich repeats and immunoglobulin —
like domains 1, sLRIG1) 2 LA M EE X RIERE
FIFEE I L(LRIGL) i i AhBe . SEi b8 R W] LRIGI
B2 AW & BRI B % 1K (receptor tyrosine kinase,
RTK) #4 PA P 400 ) P57, 7 A 28 i I ot e sl G At i
BRI RAT T Z TS sLRIGL ALRGDEZS 4
X S (A I A0 B, £ 45 2 B AR A IR 32 A (epider-
mal growth factor receptor, EGFR) (2] o SR, Xu %:3]

HEUH EK A RPA RS RB0H (30973073,81172402)

YEF HA7:430079 RO, AL 45 Mo B2 B (2 85 2 ) 5 430060
RBUR 2N R BEBE (5 f6)

WIRAEH 5, T (54 1 yiwei920714@ 163. com

PR T EER . HET X T sLRIGL 5 LRIG1 #y A= B A
FHBLEI AT 8K 40 22 Ho /b H % sLRIGI 8 LRIG1 5 £
RTK 2% HALL G A8A fr gt — B 0h 58, AL, 0 i
'3 LRIGL 5 sLRIG1 H 445 & M &E 1 2 K E %,
T7 W% B K & 78 $% R ( phage - displayed technique,
PDT) &0 A 5 ¥R H 2R M) = A AT BE B 4E 5 )
FEEWA OO AU LI E B (sLRIGL) i
W LE i PDT BoAR, ad 45 & el 9738 3 42D %,
i 16 1% B /& Complementary DNA ( ¢cDNA ) 3CJ%E, M1
P HRE AT EA .
M5 A%
LAk E 4] sLRIGL 8 H ,  URASLZH i 391 4 P AT
.49 .



J Med Res,Nov 2018 ,Vol.47 No. 11

R FE R IR RGN A8, B EH WL 160 wg/ml 4 95%
ik, SDS - PAGE A1t 2 BVl % 8 IE 4 o T7 AP 40
il cDNA 3C £ # BLT5615 ¥y B £ [# Novagen 2\ #) .
DNA 4 Extag 1) H 544 ( H A TaKaRa) 23w,
ELISA f§#5# W B 3% [E Dynatech /3 &) , Brandford 25
F e a0 X7 5 0 E YL 3 s RAE B R 5E BT
ECL & U 6 W 1 E b 5t 38 1] 3 5 PR B R BR 23 v
DNA marker 1 [ i1 K I8 4= 1 8 AR A &) (Ruibio 43
%) o BRARHEBENE DNA PR 4 Ak [l il m) & B s
Vs AR H AR R A .

2. ELISA FtRAR 1y sLRIG1 25 F B 8 : 1T 585 1
7K 250 ] B2 5235 e ELISA FAR AR 5 1K, 5K Smin, 5%
fZBRIK 5y 1 x TBS #i B E 41 sLRIG1 & [ 10pg/
ml, il 100 fF+/ 4L 3| ELISA Fgtrdl , & H B E O, &
4°C VKA R 2R 5 8] i sLRIGT 25 13, & AL 300 Tt 7+
1 xTBS Pk 5 U, IR Smin, DLPE LR ES B EA; &
fLIm 5% WiRE 4 W5 200 g+ E R E A 1h 5, KK
300 g F/FLYEMR 5 W, BIK Smin; i J5 BfL 0 200 7%
FERFEIK BT, 4°C fif 5 55

3. 0 3 R G < 4 I B A S LA 100 Tt/ AL E
TAPAH sLRIG1 & 111 ELISA FbrA N, 5 I iCE
1h J5 TBS ¥ 5 %, I A 10% SDS ¥ Bt & 200 {3 F+/
FL, B IR 30min g 52 A2 WAT I W HE R IV, 0 BRI Ry
B 32 P 55 BT 5 BB 10 w0 5 T O 34 M T A 1 R B L R
W T EP E i 4CIRAF .

4. TR AR 44 B LB R MR B FR 5 S0ml, A
200mg/ml ] Amp 2% fL A BLT5615 2 & 45 50l &
F 379C ,240r/min FEE B 7% 2. 5h; fig IPTG (1mol/L)
50 ] 4k 2k 5 B 1 15 55 30min, Z J5 H A2 sLRIGL
A1 7 1Y) W A R R I R JRR S BLTS615 T, 4k 252 47
W2.5h BEEAM. KFREBREBRELHELE
8000 x g #5.0» 10min, ¥ FIEH B 2 5 — LW ,4%C
itifE . A 3 ~5 Fe i vk B W AR R, S
P I A I TR BEFE AT PCR A

5. PCR MU : HI 10l I B fof 2 1 9 4 6 B oA
s TR B ( Pk B T2 B R BE &R ), 30 4 EDTA
WA A I — A W T B BT g — > T i I A
HREGIR AT 65°C /K A 10min ; 2 R 12 H1,12000 x
g Smin (& E L B2l VRSB T Taq R4 BEHEAT
PCR o Fr 519 :T7T Eiif5I#:5" - GGAGCT-
GTCGTATTCCAGTC - 3',T7 F il 4.5 - AAC-
CCCTCAAGACCCGTTTA - 3', JZ M 4 1 HM: 94C
4min;94°C 50s;50°C 1min;72°C 1 min;35 1§ ;72°C

- 50 -

JEA 10min, Byt JIR B R Uk BEORH S5 42 BRSPS A 4 2
) BB B R e DNA e s 2 £ 32577 £ 1 0 13 44k el i
NDA, 3% Invitrogen 2y &) Jll /%, #] NCBT 9 EST %% 2
X A5 1 A% 1 1R T 51 E AT xR 2 SR AT R 2K
B TR 48 2R 5 T RE 0 A5 A 15 B o b, 45 E
M sLRIGT 2 1A A BAE TR 8 H 8l 2 IR 15 B .
R

1. e T7 ANZEF4A cDNA F45 5L 25 6 81
Uit e , 55 3 4 B A5 6 SR (AR A9 VR B i F 10°PFU I
PRI FA G 7 o RAR A/ I 3R 1, T7 B
PRI/ 77 1 Ll B 7 28 B I S 2 BEAR SR G e TR
E KRV G R IR S ERECE TR, KE
B s R RHB AT LA AT SLRIGT 28 A5 4 o

®1 HENFRRIEEEHENENSHE(PFU)

JERE IR BRRARAR MR BN/
1 2.0 x10" 1.6 x10° 1.25 x10°
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