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Construction of a T7 phage display library of human tongue squamous

carcinoma
WANG Jing—tao,et al
(Department of Dentofacial Surgery , the Affiliated Stomatology Hospital, Chongqing Medical University)
[ Abstract JObjective: To construction human tongue squamous carcinoma T7 phage display peptides library from the cell of human tongue
squamous carcinoma cell line Tca8113. Methods: mRNA was isolated from the cells of human tongue squamous carcinoma cell line
Tca8113 with the methods of QiaGen, and then mRNA was reversely iranscribed into double stranded ¢cDNA. After digestion, the cDNA
was inserted into T7 Select 10-3 vector. The phage display peptides library was constructed by package reaction in vitro and plate
proliferation. Plaque assay and PCR were used to evaluate the library. Results: T7 phage display peptides library was established. Plaque
assay showed the titer of the library was 1.7 x 10% The phage titer of the amplified library was 3 x 10" pfu/mL. PCR amplification of
random plaque showed insert ratio of 100% in the library. With insert range from 0.4 kbp to 1.0 kbp. Conclusion: The phage display

peptides library from human tongue squamous carcinoma cell line
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1.1 AAAHAe XA

111 4iffukk A GRE4UMIRk Tea8113 A B K ERR2E4E
Rl B SRR 5T BT $R AL

112 FERH  T7Select® 10-3b MEEAZR A, BLTS615
¥R, MerkT 7Select® 10-30rient Express Random Primer cDNA
Synthesis Kit, EcoRI/Hind III End Modification Kit, DNA Ligation
Kit,Mini Column Fractionation Kit, T7Select10-3 Cloning Kit),
15 QiaGen 723 F] ¥ Oligotex Direct mRNA Mini Kit RANE .
12 EBFH*

121 AFHERANMIRE Tca8113 BI85 FE  FHE 10% /N 1L i
i) RPMI1640 HE525E, 76 37°C .50 ml/L CO, M4 FHE 77 B0
WAk, 2 1 x 107 N4

1.22 mRNA BB falifk 4 OligotexR mRNA Mini Kit
TR B SR e U0 A0 0 R L 43 B 4l Ak mRNA

1.2.3 mRNA 4 AGRRIN PP A e el Dk B 5 A 43 S
mRNA [J4ERE

1.2.4 cDNA &8 cDNA SCE M EH Fl Novagen 23 &) i)
¢DNA Synthesis Kit, LA mRNA R #5 R , 4% 2057 & 136 B 2 17
cDNA 25— 2 “HER A I, SR BUR By /S 0 /5 IR R 4R S
RiY), ZBEUTTE .

1.2.5 cDNA KU#kb# T4 DNA B4R cDNA A, X
% cDNA 201,10 x EXNE M 3 w1.10mmolDTT 2 4 ff§
1.5w1.1 mmol/L NTP {E &4 3 w1.T4 DNA RAH 1.5 nl,
Pk 2 SRR 30 w1, BAT, 11CHERE 20 min, AT /
S5 LB RN ), CRETURE , WK T4 S R R T
101 TE o B R FImASEA 3 cDNALO 1,10 x &%k
2 2 w11 mmol/L ATP2 1,100 pmol/L #3k 2 pu1.T4 #%
HRRBERR LA 5 U,IBA],37°CHER S min, vK EAH, FHIMA
T4 DNA # 3:0 , 16°CYE] 16 h #3% EcoR 1 1 Hind M %

3, EcoR 1 H Hind W EGYIE 153 HA KRG cDNA J B, {3
Fl Mini Column Fractionation 71 £ (Novagen ) 25 bR A % 4% I
K BELE 300bp LA F 9 cDNA FBto

12,6 SCPEMEE R T ER A SCRERE /R BRI Z K, IF]
i D0 50t Rl Tl JE i 6 i AR ARG 22, 1 T7Se-
lect10-3b VEERIA . 1l AJFHI SHEAREE/R LR 1:1.5 B LB R
400 ng cDNA J Bt(#5 0.02 pmol), A 0.5 ug EcoR 1 #1 Hind
I XXt 7] 9 T7Select10-3b 15 84 , T4 % H: 8 16°C i ¥ 5d
o 5wl T4 DNA BIA 25 wl T7 R R YD, 22CIRE
2 h PEATIRAME RS HUGHIA 270 wl (9 LB &1k, Jithh
SCEEMA 20 wl S840 4 °CIRAF , IF R BEEATHE B BED™ 38 5C
PEHIA 10%KEH M, -70 CHRAF

127 WEHEBERI I E SCAERE i MOTB K33k 37°C
P75 15 9% BLT5403 & Ag=0.8~1.0, JH K LB i B Ji 1R 3C
FE102~107 £, 100 wl FBEY 5 250 wl 75 B 3 ml R
FEBIRRS W T LBONERFTHEEY) B FRE,
37°C .(3~4) h, T SCERES

128 PCRYEFETEA T M PH L BEHLPkES B R A
WETEBE , A5 U SR A A 100 w1 .10 mmol/L EDTA
o IRIER SRS, 65°C .14 000 r/min B0 10 min ZEFRAEE
Y1, 8 1.5 w47 PCR ¥4, E¥#F5 14 :5-GGAGCTGTCCG
TATTCCAGTC-3", Fil#5149 :5’ ~AACCCCTCAAGACCCGTT
TA-3", 80°CHYH B, A Taq A, PCR IGHS$L:94C
505,50%C .60 s,72°C .60 5,35 MEH G LM 72°CHEH 7 min,
193RIk PCR 7= %5 i SCPE HE A A AR

129 CERY R 28RS A 5 R ik, R0 86 SOF
SRR3R 2 Ay AT TR

2 & B

2.1 mRNA #94Fe 5 5

N TEREAIMIRR Tea8113 4l mRNA 943 B R HR . fir 42 Ht
B9 mRNA 28 1.29% A8 P35 W VR A Fb, K Pl G ) JHL o
(& 1), Hyk 43 s B4 B ) mRNA, ODyg/ODyg 1.951,
ST 0.2~6 kbp(] 1), mRNA 5 A BE RE S 7 2
SCEA Y EIR

1000 bp =
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M. 100 bpMaker; 1~2. mRNA
1 mRNA BkE
2.2 cDNA X EMEfadeE
cDNA P24 22 B UM )5 % B2 3 T7 W AR BRAA T7Se-
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lect® 10-3b #f&k I, #JH T Tca8113 4 T7 Select cDNA WEE
PRRRSCHE . B4R T7 WEEE A B /R cDNA JRA5 3C%E
TR 1.7 x 10° pfu, 229 B 5 &% 3 x 10 pfu/ml,
2.2 PCR #m & 2072 1 52 ¢cDNA A Bed K

3t PCR B AG  BEALPEER Y 10 4~ FEfE, PCR ¥ HE
A BE Bl B A el Tk, 45 R R U TR 10 A TEkE
Pt A B AR IE 100% . SCREHE A R BER/ NS HE
0.4~1 kbp Z [8] (& 3),

1000 bp
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PRIEZ — , i Bris T 4 M A e et R AR AR 2 M S S Y
Pob ., WEAERREAR R 1998 4EH Smith 837 LIRS, £id
+ LR KBS E, B8 2 0 THUA R  BEHLK 2 &
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R RS A Z IR . HIA R e A AR 5
TR LR R A SMIRSE R T R A 2R 1 2 T A T AUk
AR, AR, R S X4 0 v ik, Ve R AR 5
24 AW TR AR, F5 2 IV B A S Hh i ik 1 BB S & #0071
H B , SMIR 22 IRl R 1 O 3R 8 7 W PR AR i 2 T, 1T
I PR 14 Ay B 5 PR 4 v ) — 3 43 R E S WE A A DNA P
FU ok , {75 2k R 1 (R BLAY ) AR g R R (SR Y ) =2
(] 5E KL, AR , VA P BR 2E R I A AT TR,
) P T A e s B AR A e 2 AR 7 S Ry 33K A R A
TP, A PR A DG B R RN 2R 1 55 itk — 2B R 9 e & A
K RBALH , LA iR i B2 W S 3R T 45 T B B T
RYZEREBF IS A PRI B . HAEE AN B 1z N T
ANTE BN N B R YR et

T ] PN ) T T A JR 7R 2R 9 SR A S 9 14 W R K S
JEE e TR PR R WA , AT B e B — R it
) J R PR A PR s ST, AR — 20 DA SC P Hh I i Y 5 g
0 LA R S MG G 1 W TR R 22 IR B s T R e e %
FASEMEDTIR , b 75 98 19 RIS W R i I S & s L o
FEARHEAKHE

ARHFST B YR P R A Bk Tca8113 ABRFEXTS , 8
3t QiaGen 7 $2 B 75 9% (Tca8113) 4 8 mRNA, f# Fl Merk

/5 7l 19 T7Select® 10-3 Orient Express ¢cDNA Cloning System
AR cDNA AR SCRERIMEE . 7E3RI8 b T7 WEER RN R
) 10~3 b 2B AR R 1 200 aa KB (HIB W HL T, &
TR KBELE 600 aa DA F RMEBE 1A AE KA H, SBOUE R
B BB IR G s R A8, AR S50 2 K] s SO FR)i BE
1.7 x 10° pfu, 224" 14 J5 35 3 x 10" pfu/ml, 28 ¥ = 3E i 2 0
SE CPERIHE AR B 100%. $REUH) mRNA i 1.29%
AR PSR AR H KA T TG P B R AR 2 , 28 PCR A6 oD-
NA SEHE A K BERZALT 0.4~1.0 kbp Z 18], UEBH HAGH Y
PR IRBRAAT . 2255 FIT Y 22 K SCPE B A B i I i
Hk— o RS R R A R B e B KB T A
b, AT AN E AU AT A FRAR TR . [RIA, o 3RAT]
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