ddRT-PCR(EXRREES PCR,X mRNA Z5IEREAR)

MRNA Z5BREARBIRAETRIER PCR (Differential Display of reverse
Transcriptional PCR) f&ffA ddRT-PCR, B2 mRNA RFEFRIAS PCR HAZEE
EZERERERA—Hh RNA IESEERA,
BRIEZNATOBEEELSRIMRANERE, E5EREXRE (differential gene
express) EMIESHAIERE. MRNA Z3 B MAERM AL RIERANERH TS
B MREM T BTG L. 25 ENEANRIER B EENARNERERH AR RS
M ERE— AR mEE— AR RERRZEE SR, 25 RNARRS, #1T
mMRNA REERERL cDNA,

Itk cDNA R9GRERA Oligo (dT) 12 MN 3543, HEFM A A, C, G hRIEE—F,
NAA, C, GETHRYEE—F, FFLAHE 127 oligo (dT) 12 MN 514, Hep MFR
FEERE, HBIEAS I Tm ERIER, NFRADEHE, YRERHTHER, AX 12/
545333 E—E RNA BT cODNA §8%, BIE T 12 XARRRERKRN, MR
H5H cDNA BE 12 7188, thatExt cDNA 347 12 #1328 (B imiTisiE 2t
174 M3, B M NEHRENTAEE) | FILEM EXE—3K cDNA #HITHES 1450
[REEFRS 1 PCRYIE, BISXHALERAIF—3E cDNA (9 PCR IR G4 SRR K
DT, AR AR RIEEE AR [EF0zsE AL RHRIRIA.

SNLEARZ AT MRNA REERTFHE PCR IR IEEEEEBURRNEINRS  (RERBIXR
SANLARE RS E, EiserdRERT) cDNA BH{TIR2EE, AR PCR =4
EXDBIERE, ResBERE, (WnEE)

—. SCIOTAE:



FTRBEART S RNA F2ER SRYEART S RNA FRER
nRNA SERMETF nRNA SERMETF
¥ }
WESIMEERR coa | | HEESIHERRR cDia
4 4

EFIREMS (TSR SEFIREHS (H AT RS 4
B 4T RER M POR IHE HETEEEIE PCR K
) )
[y TR SR |
M
| ZBEREHEIREE ki |
U
I Northern 2838, Southern 2XERHEER TR |
T
[ ZRMEEM=RE. WF. S5 i BRERFIEILE |
U
DAERHEE M RELEREXETHER
FESIES cDha STEERRI2E oDl 5

WAVKAV/ME BRI DN EX (a LY
EETRE RIS TE:
(Dknock out
(@)dominant negative mutation
CRZAZEREZRFATHFTEAMZFE. RS
&, HRANER, WFHEFSF.
@one hybrid AlBTHiZEER “Bah” EE.

®+two hybrid HlErEZE2E~HATERER.

XELL CLONTECH &4 DeltaTM Differential Display Kit i, BEARISELIE

LR, ZAFIEPEE 10 FMES5 1450 9 7 Oligo(dT)5 4.

—. BEPR

1. S RNABY$ZEX (I Northern Z¥3%)

2. B—HEEM



(N RNA R 2ug; cDNA SRS 1ul; il ddH20 #hZE 5Sul, EEWRSH 1A,2A,PC
A%, PCJIPRMXIER,

)RIEHEED.

(3) 70°CHi#A 3min, K& 2min FREEL.

(4) % dNTP mix (LA 5 &5 )

5xEm—HEEE R 2yl 10pl

dNTPmix (& 5mM} 2yl 10pl

MMLY %P B8 (200u/ul) 1l Syl
5pl 254

(5) EEMA 5ul, BEIEREC.

(6) 42°CHEE 1hr,

(7) 75°C 10min ZItRRfEEKE, TR,

8)%% 2ul REIBRDBIEEHRES (FERSH 1B.2BPCB %),

(9) ¥ 78ul ddH20 U0 B &, B4,

(10) & 72ul ddH20 35UIDN A B, BS.

(11) 1EFE (DNAFERR -20°CIREHMA.

3. dd-PCR: LA 514 P1,T9 J9flisaA
(0.5ml PCR &1 XZRXIHRLA, 2 A FRLIG4AE)

&2 DNASR 314

(1) 1A P1,T9

(2) 1B P1,T9

(3) 2A P1,T9

(4) 2B P1,T9

(5) H20 P1,T9


http://www.ebioe.com/yp/product-list-1063.html

(6) RNA1 P1,T9

(7) RNA2 P1,T9

AT /9BRMERT 8RR RIARER
(8) PC1A P10,T8

(9) PC1B P10,T8
(10) PC 2A P10,T8
(11) PC 2B P10,T8
(12) H20 P10,T8

(13) PC RNAT P10,T8
(14) PC RNA2 P10,T8
f£ PCR &0

@ cDNA#& 1ul
P34 1ul

T 514 1l

HEEE PCREFAMREEH: ((ER—EFMA)

Dy FE () FrEEEH n=14)

10=buffer 2.0 2n

ddH;0 14.0 14n
dMNTPmix 0.2 0.2n
a-2P dATP 0.4 0.4n
Tag BB 0.4 0.4n
£E{AR 17.0 17 n

BIRHEELD.

@ B 17pIPCRBERIIASRNE, MEERLAFRTS 200,

@ FHa PCRAIE,

® PCREASEL:


http://www.ebioe.com/yp/product-list-958.html

£ GeneAmp PCR Systems 2400 & 9600 # 1Y _FHUTLATER:

841 Bmin
1 cycles 40T 5min
65T 5min
041 30sec
2 cycles 407 30sec
68T 5min
041 20sec
23 cycles { 407 30sec
68T 2min
1 cycles BET 7 mina

® RMEREE-20°CIREFEHR.

4. EEIKFIETE 25

(1) Bl 6% MRAIGEAZER, EENFR.

(2) FEEK 30min,

(3) &1 dd-PCR [MENE Sul F—HFfMEROES, 10 5ul loading

buffer, ;BS, B, B 94°CZE 2min, MBEIEIKA.

(AYZLEFRERIK, HisEAntEFL.

(5)NMEE 2ul, 70W EBjk 2.75hr = RFERNARAIESEE.

(6) THR: (ERFAR)

(7) FR: ERREE LAREFE, 80°CHAR 30min,

(8)X Fe R -70°ChRy S RE B KA R ARIEST LR E M E) .

2-6 B/~ 7 dd-PCR METE BRI X A

5. ERFHEIWET G

(1) X5ER% D72 8%, BtETRER R, KikRT. & X AT LIRS ERSET.
(1) A—RMFATIRERLEIIEIESSS, I ddH20 20ul, K& 15min, EOEE

B /IR,


http://www.ebioe.com/yp/product-list-954.html
http://www.ebioe.com/yp/product-list-56.html

(3) LURS 415

B4 DNA 7 pl

10xPCR buffer 5 pl

5mM dNTPmix 0.5 pl

59 P 2.5 pl

5% T 2.5 ul

Taq B8 2 pl

hn ddH20 ZZAFRJ 50l

(4) $i7 PCREF:

93°C3min; 93°C1min—60°C1min—68°C2min, 20 X{E¥; 68°C5min,
(5) BY PCR 7= 10ul 2%ImBENEER ki,

(6) PCR I ZESifliE, 10ulddH20 &,

6. LA PCR =1 RiREt, #RC/EH(T Northern 237, IFSCEREMIETY,
7. PCR=409 TA 5efE,

8. DNA FFIIE,

9. MERHHT.


http://www.ebioe.com/yp/product-list-642.html
http://www.bbioo.com/Search.asp?ModuleName=Article&Field=Title&Keyword=%E5%85%8B%E9%9A%86

2-6 dd-PCR 1B B E

(ENKEFRRMN 7 AELEF AT mRNA RIARIER)



