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HE. B R R B AR EERE A5 cDNA SCE, 77k FH TRIzol W3R BUSLE ANHLE RNA , # i8 SMART cDNA
Library Construction Kit (CLONTECH) ¥ A S SR WS cDNA ,Spin Column FRME R B, SR A A R UR 55 41 10 O 0 XUEE
¢DNA H1 PGADT7 vec 25 ARILAEABIBERL AN Y187 v, @Sy SO IR SCEM . 55  4REUM.E RNA 19 A 260/A 280
1.99, BRfEMEERE Ha vk 28SrRNA (18StRNA2 454, H 288 5 18S HAn BE LLE AN 2., TR SCEEZS N 1. 68 x 107, T4 R Ny
100% , AR Bt PCR MR KNSR 1.5 ~4.0 kb, PR ELA N 3.0 kb, £5iE FLEUK-E AHEEERE W R3E cDNA 3C
PEFFEERETN .
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Construction of cDNA library of suckling mouse osteoblasts using yeast two-hybrid system LIN Zhen, JIANG
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Abstract: Objective To construct a yeast two-hybrid ¢DNA library from suckling mouse osteoblasts. Methods  Total RNA of
suckling mouse osteoblasts was isolated using TRIzol method . The double-strand ¢cDNA was synthesized according to the instructions
(SMART ¢DNA Library Construction Kit ), and short clips were removed using Spin Column. Then the PGADT7-ec vector and the
amplified double-strand ¢cDNA were co-transfected into Saccharomycescerevisiae Y 187 cells using homologous recombination mediated
approach. After the construction of ¢cDNA library , the titer of the library was counted. Results The ratio of A260 to A280 of the
extracted RNA was 1. 99. Two bands (28SrRNA, 18S rRNA) exhibited in agar gel electrophoresis , and the ratio of 28S rRNA to 188
rRNA of the light density was about 2. A total of 1. 68 x 10" recombinants were obtained from the ¢cDNA library , and the percentage of
recombinant was 100% . The inserted fragment size of recombinants ranged from 1.5 kb to 4. Okb, detecting using PCR method. The
average length of the inserted ¢cDNA fragment was 3.0 kb. Conclusion A ¢DNA library of suckling mouse osteoblasts using yeast
two-hybrid system has been constructed successfully .
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FHZLZA9 oDNA SCHEE Bl gk~ | i s 40 i
FTRERERLZ 2 cDNA SCEEFGEEE N SRR ILARGE . A
WEFEFI T SMART #5444 8 T 3L B 200 M e 1
BEUZRAE eDNA SCIE | N T — 43 it 1 B WU A 47
R, 75 1 P AR AR 3 1 P ) 2 1 R
TE A B4 R T T S0

1 HREH®

1.1 EZEH

cDNA S R G M I RE TR R Y187, Bk
ok R BGR ) &, YPDA 3535 50 H SD/Heu B 551
BB IR 2 B Clontech 2y #), TRIzol W H
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Invitrogen 2~ ], 250 bp DNA ladder marker 4 H
TaKaRa 2%, A2 d LA AR5 ERFK2E 3
Y.

1.2 Hik

1.2.1 FLECEAMEARESE LRSI, 2
B2 5 min , HUR SKHB, J0 R S5 T 8 2 1 178 A
AR B, FH PBS [ 52 ke, B & PBS Ay
I, Y Fhfifh g, S 4wi b 45 20 20, U0 75 10015 B i
B mA 2 ml BEJEEE,37°C, AL 20 min, KT, I HL
i MR E G IR, R PRI A AR L S
£>(2000 rpm,5 min) , LA 285 B AR RS 3%,
IMATE 10% Jif 2F L35 8 a-MEM £t 4 mL, it A
37°C 5% CO, Wi rhags . el AR, i (51,
I 3 AR AN 5556

1.2.2 FLEBCEAIMEAY S RNA $20  BRfAnaein
A 2mlTrizol , #% TRIzol 1 HH A5 $EHLE RNA FF Ik
B,

1.2.3 cDNA E—HEMA M fIMA 2 ug &L RNA,
1.0 ulCDSII/6 (oligo) 514, B F/KAMNE % 4 ul,
IRIRIRA)  72°C 7K 2 min, VKA 2 min, 14000 g 2.0
10 sec, RIGMAEZER 1 F dg ITA, BRIRIRS),
25°C,10 min,42°C 7K¥& 10 min, fIIA 1.0 ul SMART
I-modified oligo,42°C#¥F 1 h J5,75°C,10 min £
1 —EE ., WHIEZE, A 1.0 ulRNase H
(2units) ,37°CI¥E 20 min,

1.2.4  XUBE cDNA S8 $%3% 2 P In A S
F IR AT R G AT PCR R, 41Fh 95°C , 30
s, 1 MIEFR,95°C ,10 sec,68°C ,6 mina(a 3 B B4
JEME RGN 65)20 MG, fic )5 28 1k i 68C 5
min, BUE 7 wl 50 1. 0% S5 BEE I HL DK 458 |
1.2.5 #UE cDNA (dseDNA) fy2iifh, #2830
WEAAALAE B dseDNA T3 i RS- 1 A HoLy . 700
g B0 5 min, Z2E4L 1Y dseDNA IEEZE B O T . H
LTEUTHE ¢DNA ST 1/10 /AFL 3 M sodium acetate
(200 wl) 2.5 FEABURTRCEE(S00 pl) . —20°C K
1 hr, 14000 rpm ZiE 0 20 min, 77 B, S5
R UUIE 10 ming 20 pl 25 8 7K 58 % i
dscDNA ,

1.2.6 Y187 BZAMHl &  PEG/LiAc ¥ il 4 I
REERZAS  HUORE BRI R, 76 YPDA 3l Pl
RIZE 30°CHEIE 55535 3 ~4d, PRE—BATERE ( EAR
2 ~3 mm), A 3 mLYPDA H, 242k4T,30°C ,250
rpm JRZEE 8 ~12 h, HLS5 ul FEFEYIINE] 50 ml 1)
YPDA 15323+ 30°C,250 r/min JRFHIFH 16 ~ 20

h,f OD600 4y 0. 15 ~0.30 B, i, 700 g/min &
05 min, FF LI, HHEIEIUE T 100 mlYPDA,
30%C,250 /min $i%3% BE & H 2 OD600 ik %] 0.4 ~
0.5(3 ~5 hr) KRR 2 &, F i, 700 g/min
BP0 5 ming ¥ BVE, BN 30 ml TCREAZEK, &
HHEIFULEE, 21,700 ¢/min B0 5 min, F i,
1.5 ml 1. 1 x TE/LiAc A B B TFULHE , 732 75 7
A5 ml BOE, BB 15 s, 57 0, A
TFULTET 600 pl 1. 1 x TE/LiAc IE# .
1.2.7 [FIEEH LML B— 15 ml B8, B
¥, A dseDNA (20ul) .pGADT7=Rec (0.5 wg/pl,
6 ul) , 7P ff0RS DNA (20 ul) ,600 ulY187 JH32 245
TR, 4241, A 2.5 mL PEG/LiAc #
W, BERRA), 30°CHF R 45 min( 4 15 min JRA]—
W), fA 160 ul DMSO, #5518 5], 42°C /K 20
min( £ 10 min {2]—1K), 700 g/min &> 5 min,
7+ 13E,3 mL YPD Plus ¥ #E B UUIE , 30°C IR3% 97
B 90 min, 700 g/min #.L> 5 min, F L, 15
ml0. 9% NaCl VAR BB #2107, IR ALRCER . 435
B 100 pl F%E 10 A5 FIFR B 100 £ 560, 7 SD/ -
Leul00 mm FEEAR, &% 3 ~5 d, MR AITHE
PR B ml PSR RERH x B LIR G P AR
(ml) , AT T IRAE 100 S EHAEH 150 mm [
SD/eu BEEEMEEA [, 30CHIERFE3 ~5 d,
1.2.8 Woksake BEERBERICE T 4°CHRAE 3
~4 h, BABIA 5 ml HAEW (25% H il +
YPDA) ,f#i (15 ~20 4~)5 mm (3L EEZRISCIR vakE
WS T AT A AE S00m] Bt At P A i 45 s Ak 1
AN RE AR AN <2 x 107 /ml, AT LAl 1 8
O JB/D R AN >2 x 107 /ml,
R1 cDNAF—HEERIAR
Table 1 The synthesis system of ¢cDNA first strand.

SN A 2R LA LS/
a. total RNA 2.0 pg
b. CDSII/6 (oligo) Primer 1.0 pl
c. Deionized H,O 1~2pl
d. primed RNA sample 2.0 pl
e. 5X First-Strand Buffer 2.0 pl
f. DTT 1.0 ul
g. dANTP Mix 1.0 ul
h. SMARTMMLV RTase 1.0 ul
i. SMART Ill-modified oligo 1.0 pl
j. RNaseH 1.0 ul

1.2.9 SUEFEEE  BOCEHAFRTE 1:100 1:
10000 FBE, 435198 100 ul F B Z 100 mm SD/—
Leu V-4 ,30°C I E 1557 3 ~5 d, IHECF TS . 11
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B e R R E (cfu) /R BEIR S DUR AUAFY
x Wi e Z U = efu/ml, BEHLPRI 16 > Tepé, 1 HIB2
REFORESE PO G 5L BUTORE DNA | I8 AR Bl
S PCR S, Bt AR BL, AT AN BLl A
HNEH T AR EH TR T R,
®2 LDPCR AHUAR
Table 2 The synthesis system of LD-PCR

SR A 4L HR(pD)
a. First-StrandeDNA 2.0
b. Deionized H,O 70
c. 10X PCR Buffer 10
d. 50X dNTP Mix 2.0
e. 57 PCR Primer 2.0
f. 3’ PCR Primer 2.0
g. 10X Melting Solution 10
h. 50XPolymeraseMix 2.0
2 #R

2.1 ZFLEUSCE A0S RNA B9%EE

JIFEE B RNAA 260/A 280 = 1.99, 75 B JiF 4%
RNA 4fi &5 ; Tflg B e ko . 28S 5 1852 2% 1]
WA, 28S 5 18S AR E K SE R LA 2, B
RNA [ B0 780ng/ul, FHH &L RNA 119 58 38 M4
I AR/ PRI IE RNA st 508 ol 1 I 2 5%
(K1),

4500 bp
2250 bp
1000 bp

500 bp
250 bp

1 s RNA HLJKZS
Fig.1 Agarose gel electrophoresisresult of total RNA
M1:5000bp DNA ladder marker

2.2 dsDNA %5E

G AT KBS PCR, H =148 1. 0%
DrEWHEE I L vk 4 7 , 7L BB 40 cDNA 7 Br &2
AR, 3 B0 A1 Y By 500 ~ 4500bp (181 2)
FLEUSE M cDNA 28535 i Bt eDNA £ B, HoK
INEEHTE 500 ~ 4500bp, T A A 1500 ~
4500bp (& 3) , wxiGE I g+,
2.3 % PCR X% ¢DNA

B2 XUk cDNA HiPk
Fig.2 Agarose gel electrophoresis result of dscDNA
M1 :5000bp DNA ladder marker

4500 bp

2250 bp

1000 bp

500 bp

250 bp

B3 kXU cDNA HLTK
Fig.3 Agarose gel electrophoresis
result of dscDNA after purification

M1 .:5000bp DNA ladder marker

AR N 3.27 x 107, T BN 1. 68 x
10" cfu/mL, AR J 100% , HHE B ARIE AL W
Vi) P A & 1T 51 9 E AT R TE PCR %5, B 16 4>
PCR F=H%5 1. 0% 356 Wi 6 e Fl ik 56 5, 4 A R Bt
KN R 1.5 ~4.0 kb, FIHKEL N 2.5 kb (K
4).

3 he

ARSI ] SMART H2 A 2, S E 40 i 1
FEIZRAE ¢DNA SCPE, SMART H A Ay A J B A
B TORL pGADT7 Rec A58 JTURE 9 v A 7] 7 471
() cDNA — 3t (b 1 40 it , 0 2 7 185 1 40 i
KA RIIRE A R R AR S Tk, SR JE 7R
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B4 PCR Lk
Fig.4 Agarose gel electrophoresis of PCR products
M1 :5000bp DNA ladder marker

IO 1 7 % R g 1 7 Ak b A, DA T AR AR ST PR BT
A

SMART # RTEFIEE cDNA SCHEERHA R 5
TG, SMART kA £ TIEZ B4R T8,
BT, e T AR, R, LR R
RNA 1ENAR , AN F7 25504 T mRNA 140 & 4lifl,
ATV 2D mRNA 7E 43 B 4l Ak i 19 fr S 207 mRNA
MRS, JFH SMART B ARG 1 cDNA 2K L
575 , cDNA SR A"

BRI mRNA J&# i —A I B AL
7238 eDNA SCFE B OCHE, 1 mRNA E’J% F— A
P S 2y i LR (AR UE . ASWIF 9T 2R FH TRIzol
RFHRBCE RNA K BE N 780 ng/ul, i RNAA 260/
A 280 =1.99 , FIAFTHE RNA 4l 5, Pk 4h ik
7R ,28S Fl 1882 Z54i7 i M, H. 28S M52 fEh 18S
12 7%, $75 RNA JoREff, Bt aa% . [RIE, 2 1 4%
TESCER i ARS8 Al Ak il i B 2 4
FRIFAN/IN e B e DNA, 3R AN S AT Y20 b 43 1 5
FIEEZH T RO, ] B 38 T 38 i SC v 4K B
mRNA [ECE . AR IA SEIG A Y cDNA 3Rk 3¢
E%El@ﬁﬁ HATHEHLIEIE 16 BT PCR §3%

R WA ik ?ﬁﬁﬁAﬁﬁa¥wﬁAH&
M EEL R 3. 0 kb, Rtk — 251 ik th 44 H i 36 A
AT ARIE, BN, ST 20 1. 68 x 10 cfu/
mL, T E N 100% , F5E 3R TE,

H F7E PN R WAL 2L B i A R o B X
2Z eDNA SCHERIRGE . M SCPE R ST vT LA B 320
FRCE A>T A W2 E 5 . TR ko i 8

R SSEOR  TiE s i 1B A DI RE R S 1, 2
ISR FA R IR BILA 21—‘3(%%9%@%15&%%&
i TAFIEAE AT

[ & % x #& |
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