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Amplification, purification and identification of human K562 cell cDNA

library and its transformation into yeast cell
OUYANG Feng,et al
(Key Laboratory of Laboratory Medical Diagnostics of Ministry of Education,Faculty of Laboratory
Medicine , Chongqing Medical University)
[ Abstract] Objective:To Amplify,purify and identify the ¢DNA library of human K562 cell in E.coli DHSa and to transform
it into yeast cell for subsequent target protein screening. Methods:The cDNA library of human K562 cell was amplified. Then
the library plasmids were extracted and transformed into Y187 yeast cell. The results of transformation were verified by PCR
and restriction enzyme analysis. Results:The ¢DNA library of human K562 cell was amplified successfully and the diversities
were verified. The ¢DNA library of human K562 cell was also successfully transformed into Y187 yeast cell. Conclusion:

Successfully amplification, purification and identification of the ¢DNA library of human K562 cell lay the foundation for the

subsequent protein screening.
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1 #RFAHE
1.1 A4

A K562 4l cDNA SCEE (R KBITHE DHS o ).,
BEEE Y187 Bikk SD ERIEF I K FHERIEHERAIE Clon-
tech 2] KIGHFFE DH5 o A ZARAE ; BURL KW &0
B Omega Al ; A/ MNEIAFN &M 8 L IBEFHEA R BEER
RARBUAN &0 8 RARAEWAF; BRE E M, B IRRY, 3
IERE A LigE TAY TRBARMS A RATPCR K
) R BRI IES DNA marker I 8 TaKaRa A F]; 3%
R WEEEES BR R R ITRENBIW B Sigma AR 5P
B EEAE TAEMHEARA TS Mo
1.2 Fk
1.2.1 A K562 4l cDNA SCEERUERE  MJESRSCEE IR IR
101 BEEA 9901 LB/Amp B 1.5ml EP B, REZKITE
AL BB AGREBERT =102), WHEBE A T8 10pl
=4 9901 LB/Amp i 1.5ml EP &, REBWITIRS], 1A
BEEBREBRT =10, WHBER B o7 100013
A% F 3 4 150mm 8 LB/Amp F41 ,37°CH 3% 18~24h
EHEFITRE N FROEER, AR HE PR, R
AR RS/ SRR (ml) x B BERE T =CFU/Mml R Hi5E X
BT,

1.2.2 A K562 #40ffl cDNA CFEMIY MBS E #HE
MATCHMAKER GAIA4 Two-Hybrid System 3 1 Libraries
User Manual B9ER , BHASUER 2 x 16 RE, EEBRT
EARREN 3 MGHREERE, BAZELTE 6x 1004
SRRATMUMBELRER, —RENER 150mm PR EHY
WEEHOR (2 ~4) x 10 4, LLEA 150mm FAREDEK 2 %
10 MEBITE, Eixd 6x 100 M REEDER 300 1
150mm PR IRIWRIEEHEHXERE, T E T
kB 6 x 10° BT ERN A CENER, UENF
WEH 200 01 BISCRRRRRRITE, AR AL E 60m] ISR
WL BB TR RS SCFE AR EF 60ml
LB/Amp B 100m] B0 P, KIES) . B FHEH 20001
BISC HE , ¥157 988 F 300 1~ 150mm A LB/Amp PR L. 37°C
K3 18~24h J5 , B FEARINA 5ml LB/Amp #IRIE IR, &
BOFR LRy sERE , WER RS, %8 2 MEEm IL I
=M HET 4C(RB 2 B, EEHTRR KRR
;v 8

123 UEZHMAEMN PCRET M 300 M 14 UEMRFER
FrEEHLIER 18 N FAR , B AR 1 % 3L 18 N
% SRS AT BETE PCR SRR SCRRRY BHEE

PCR HI5 191N T :

L #E18:5’-TGC GGG GTT TTT CAG TAT-3’

T3 14:5°~CGA TGT TCC AGA TTA CGC-3’

PCR N4 IT :

A H 94C 5min,94°C 1min.63°C 1min.72°C 3min
45s,5 PMEFF,94°C 1min.53°C 1min.72°C 3mind5s,30 1§
W85 72°CHEA 10mine 1% B B W8 A o2 Wk i AT
PCR P14 o
124 SUEFRBEASRNTEMRRENARER M
1 g BISCEE R/ MR FEALEESE Y187 4HME, BRIERS % Li-
braries User Manual " Fobi /MR FEAL I 8t . W5 1b & SUE
FRLIRERE Y187 40, 1:10,1:100 1 1:1 000,3 B
B R4EH SD/Leu R, B> 90mm B FARIIEE 100 w1 BY5E4L
A SRR EEEE Y187 40, BB 3 1 FHR,30°C
A% 3~5d J5 . MK MM R RERL RIS TR BB BEN 3
AR LRSI E , BT AR CFU x BREBRER(p))/ 8
B ]) x BEEEF x DNA 9 H# (. g)=CFU/png DNA,
it B FERR R FEILSER . 21 Libraries User Manual /)
BRI T O 0 B SO PR R RE BN BB F 108 4 AR HE A
EITE AR, TR R BN SCERRL R R, A
Omega IR AR ERENELZRERCET HENA
K562 40l cDNA SCEEBTRL, (BB IE Img, @ 55008
S0 5 SCEE BRI A R, L ARSI LA B
12.5 SCHEERRIFEILBES) Y187 400 5 M Libraries User
Manual 5 B 3 FE 5% 4L 5 3, 8 B G SCEE RO S5 1L B B2 1
Y187 BESMMT , A NRAE O AR T SDr
Leu/Amp AR |, 4~ 150mm SEAR 8 200 w1 BIBEE Y187 4
fa, A48 60 I~ FAR . 30°CHEFE 3~5d J5 , FRETER/NEBH X
B, A EAINA Sml SDALew/Amp 5353, BIBE4R
I SEREFEIEE F 500m] T EE = A, RS IkEE
0.5ml BRI ,25% H M, -80CIRAE. B4 BEYLM L1
60 N FAR P HER 16 7% , 813 W78 PCR R B IE X R
ERCE2BDEA Y187 MR, Fifb—H 11T SCF Fohl
HALRER: Y187 MR T H I, X 16 N EEE T SD-
Leu/Amp HIBARIEF R ,30°C, 2000/min BHIEH 2~3d /5,
BB R, SRR FR H KL A K DHS o B2
UM, K LIS 8 DHS o ZRES T LB/AMP B EEE 3R
R [, 37°CHR 18~24h FHEBUEAR - MR, BKIEHE/G
PEAT AR , 35 Xho | T EcoR 1 X} Bk AT XUEG 1] %
E, BIHX R HR KIS E RN AE RS E.

2 &% B

2.1 A K562 e cDNA B 697 B

283 AR LSRR TR B S
W KT REECN 3.5 x 100 4, REBEARITTE
JEUHA SCPEBITE K290 1.13 x 10°CFU/ml,
22 A K562 At cDNA LA % H % PCR

#% Libraries User Manual T EH 6 x 10° 152
R 5 R B ESKR , RIETH RIS BRI IR AE SCRETR B,
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M5 F-RARIE; 1~18.18 Y51 PCR 3 3]

B 1 K562 £HEESLFERBIMIE % PCR E

M. 5 FBArHE; 1~16.PCR 74

B2 3CREFHE pACT2-cDNA B4LEE Y187 AMRIEE PCR

. S (L A PO O R A

M. FEFRAE; 1~16. K562 4010 SC R R B
B3 SCEERAL pACT2-cDNA BRI K E

A LA R B R SRR 17, A TR
JECERE,LRAT 200l @it EiH
pACT2-cDNA i) DH5 o B #4T PCR 93, H Ik
SRR, 18 NHEE I R LA W, B R/
— B SO SRR SR ILAE 1,
23 XEFE6 ik

T SD/Leu 4R - R TERESR, IR HF 1y
B, g AR SRR AL R K=
1.5 x 10°CFU/ g, T Libraries User Manual 23K 2
HE 1 x 105 EERESERE A BT LA SE R BT A U,
FRLAZE /DB 700 . g B SCEERORDRFE LB BE Y187

YR, SEPRAE T Img B SCREBTAL 8 ik B ikt A
TSR BORLR Al R R SRR
2.4 W% PCR #Bns RIBIET LA LR
M SD/Leu SEHR L BEVLBKEL T 16 T~E % .16
A HET% K PCR 455 B &3A SUEFRIMFEA .
7% PCR &R WA 2,
[FIaT, BRI &S Rt — b RASUE TR C £5% 1L
FIEEEE Y187 4, v VAT T — 480k . B§
R A 3,

3 it g
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B RiTXT K562 4 i B9 BF 55 F B P 7EXT K562
Y N0 S AT s N B T R [y
K652 41 BA A B B A SE LML R kRt
ZERNBIRERS, EFE SR MERTSERT
VAT LAMIAL 2R R R R AL, 2 B RTRSNE
FH LR R4,

Takagaki“SE 3T T FIVEMEH 5T K562 il 7
BB , R BABTRE L 1% = K562 By 24K i
F Chkl f Chk2 W& fb. HRSMEREMIRBET
HhZhxT K562 4iMRITER . Ik B S S RMER
8L, WEE(,3,4,5,7- AEIEHEM, Quercetin)
REBARS MR NAEYEEELEY, | ZFE
FHY T, AHRRAOBEE—-FEITURERE
FhRE 4R BA T, 55— 7 T P ABEL 1k — 2k iR 4
MET- MR . BT FOB 5T RS T A
18 MR 40 IR 1 R 40 AR KS62 BB IR TR, &
P R ZEAE (1~8) x 10~ mol/L 1€ FE 35 BBl I BB B B4
il K562 40 MEBIIETE , B B [ FvE BEAK i1, B
Btk B2 Z/ERN K562 4R K8
HR & RO 4R TR WAL MR R 4R R
— A e 5 B B B 4 AASCR: T 4 B R 1
FERATE GJ/S B B AL RIS — iR BT
Rl BB K562 4RMISHE , B F IR T, BEEEMN
FAEETFPRRN—MES AR, RERE
HEWAED H L 13,14 MRS, BR
TEMZERF ST T AR S A £1 1P 48 B bk K562 19
WM AESFARAT-AER, B R g
B— B M RBIT K562 AREANNER, &8
R BT K562 4 A KA B B P HI/ER,
BELXFmHIE R 2R BRI S e Ty . 4R
2 1.0g/L B HAE T 48h J5 , BN 2 PR SR B 40
AT A%, YEA 72h J5 DNA SR 3K H B
FEMBIEFR T . WMt 877, A 1.0gL
AR BE K562 4HRRBEHHE T Go/G B /ER 72h /5
Go/ G, ZRiE el 38.09% 1 F+3 56.2% . BRRWXT A
L1 [ AR 4R K562 R3S B B B M HIER,
HEEESEHEERMT . BFEUSSERREIEARM
Xt K562 4RRRIEFE A e , & B JNE HXT K562
Y 3R T B A W RIYER

T SL 5 o E RS SRR — PR
5, EEAREMIR P XA T ESHE—E5a
MEAPLE . ESHTE R4 RS S,
ZBHEHARE K562 R ML R 5L, BRI SR 4RI
ZRFLH AR IR, 7T RB- S HUUEBIEEE A,(PLA,)

FER RIS BB BEBE A, (cPLA) B R EIX, 5
FH B E R IMES S BRSO (5 BB E A Ko,

REBPIRE B R LA P E R % K562
YRS TAL T MR B S KRR, B
B B W ZR A8 RSB XT K562 40 cDNA SCPE#EAT S
1%, H BRI TE 55 53X A BEXT B i BB
WPLE AT E IR A BT

K562 418 cDNA SUERZSES Xho I 1 EcoR 1
WY E 5 EEREIRE pACT2 EE A —&,
Clontech 23 IR AL WISUEF 3.5 x 108 M AFHIR
[ , 1 Libraries User Manual I #{ 58 3CFE BYARHE N
FH 2x 10045k, A TIRIEEA TR EREELA 2~3
R LR B, BT ATR B R IR SUE 3 SRSt
ATLA RSB R . R SO A SUE TR =
10°CFU/ml, {8 R 1E X S 50 B 8 28 3 SR 7 8 SO, 3
i 2 B SCPE & 1.13 x 10°CFU/ml, 588 64 SC TS
FEARFE, T AR FOCEMY . MR ER 17l MR
WRE ABR AT HIECUEMSER, LA T 201l
BRSO, B TFARRAH SUE BB LEIR S
FF DHS o 8, TURARERCEAIIBEHE
Y187 . XEMEAARTFIEEN /N, AT
PRAE 5% A3 3, (R UE BT A B4 3T Ji R 5 T LLF% 3
Y187 B4R, BT AR B IR B E, Wik ik
MENER TR R R, 5 BARERIEZ S,
BEH B AR R T B B R R RA 5 R RI
%, B LA PR ¥z 3 9 B ) B OK 5 B () SR AR AL &
14, & B a1 43 5128 30min,45min, 60min, 75min, T
PR TEET [E] 43 514 10min, 15min, 20min, X FEIL A
12 FALHRA &, A RIRE R BRI B 1L RO 5 40 Al
B SD/ Leu YAR , B /5 B a3 THE P4 B SRR Bk
FEWML A NNFHARERS SR RIRGES
60min, #B4KTE 15min BIFEBCRR R . FIGSUFER
LA SCEE A WA /NE 0.4~3.8kb ], SEH R 1.9kb,
X SO B S REVE S BT FIEE N E , KLY K
3CPETE BB 7E 0.3~3kb Z [EZE 3l , T A /INE 1.9kb
Z 8], 5 G SCEFAY . SUERWIRTE pACT2 £k
L BIEHA T xne 1 M1 Ecor 1 2 1BEZIBIHY, Y
DAFEIX 2 BSOS BB IR 15 | ok 3 SU%E
FIHEA R B, T B R 2 B KRB RSEITY 3,
ATLAEE R PCR BUSESE, R B AR RITHRIS | HmT L
BIhY B ARR /NG B BB R SRR R, 2
ARALAY T, WS 14 AD WF3\ 4, A TAFE
S8 T, BEFHFEE AD B AEE, Brl B st
Sy 18 k8 R B AR R BRI SUEBRA R B
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AIDR/IS, T BLIX 2 AN 5 0 RE W KK SC % o B
AT R ESR , ELR P LA — L
WET A AR M A B, WA ER T NE 1Y
B R B ] LUACH R SCERA R BER K
o

SRR, LRI Y ¥ T K562 41
cDNA XJFE, I A LM A T BE: Y187 41M,
AR R SUE I 2R Y R LR Bk AT T
BRI R RGBT, it — 25 TE T AU AE P B 0
HYERMBEREAMITREFIN 5 FIR T B EEE
TR,

2 £ X W
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