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7K O KRB % RT-PCR #:] 7 %

1 EH

APRHEME T KA 1 R BT IOE RT-PCR Ml i ¥ 7 ik .
FRHEE AT 3h i BT K i O R S A .

2 GRERiE

T4 W T AR .
2.1 %3k RTI-PCR
bR #- B AT
2.2 CtE
A B RE i 3 s
2.3 RNA
BHER
2.4 DEPC

%%ﬂ—%ﬁﬁﬁﬁ?% ax . HAXT ARG ; L PYE T 5 R R P

e, (AR R B & Eﬁjﬁ)‘ﬁﬁ?ﬂsu
4 HEEEA

B 5EM
&)t RT-PCR (¥ .
BE AR AR LI GELEE 12 000 r/min B 1),
&R EOHL(EGHE 3 000 r/min),
B
PKE (2 C~8 THI—20 THAD ,
WET ARG pL,10 ¢L,100 pL,1 000 pL ) BEEHIESRRL

N
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4.1.7 Eppendorf & (1.5 mL) & A PCR & (0. 2 mL),

4.2 &7l

4.2 BREHEE LS, Adn it B ARG B8 4 84, FR A B9 B B RNA B35 3 i 4 2% (§ DEPC
KUEBERERE) 23,

4.2.2 =ZEY¥E.

4.2.3 BARE.—20CH%.

4.2.4 PBS:FHRLHF A.

4.2.5 75X ZE:FIFFFE ML KZEEF DEPC K E M, —20 THRL .

4.2.6 JK¥LHER RIWEHE RT-PCR il M & AR IR FEHAEEET S KR B,

4.2.7 5|8, L3R 5'-ATGGCTCCTACAGTTAAGAGAATCA-3', T8 % % 5'-TGAAG-
TAATCAGCCGGGTATTC-3 .

4.2.8 FAEIIFICHES (10 pmol/L) : (FAMD5'-CGAAATTACCGGCCA ACGAGGATC-3' (TAM-
AR), ' ERFEBRKEN 97 bp,

5 H#H

EHEIER

FIEREITERNZ 121 °C+2 °C,15 min BEXKEFHT.

BEF.

BI.BT.

1.5 mL Eppendorf & .
1.6 PR,
2 HEREE
5.2V REWFEG EERDOE. N EAKN ERER KRB . 0B MAHAR, RERS
BB ASHAERK PES BT F ¢ CHREFER. S5 EFIIRE.
5.2.2 KMEBEAKHLE  HEXHKMTREARBREINKERE. KE—BHABEERSHER. U
AREPHREKAR. AN SHNEEEEESKERE RELZEGY AR EEEEKELE
B RERAXEEERFRKRERBRER, BT SHEXN PRSEMB K EK .
5.2.3 KEBWFRERE HRKHEEUTAAR T, MASHERN PBS Mk, BXBELRE, N
HEERSERE M KM By A K AR B K SR K 5 EB 8, A B3R s,
5.2.4 OESWYMEBRRF: IR FREOESBYRERTEATEANREE 3 K ~5 KB4 B3
BT —HBASH 1.0 mL &4 i PBS Sk 1. 5 mL Eppendorf 84 ., 417 & BHFF
BUHBERR, RAMERAEZKN PBS &1, HE , SEERHEEGER,
5.2.6 M -AEZXMERLATEH R EERBELHE Eppendor B, BH HEFHEETF 4 TH
BEHE.
5.26 UASALER - TEREFEHES BEA-KEENAR KBRS H2 . D BEEAEKE
BRI .
5.3 BREFE

HRERE  HABANBERSN (— M REBEENER EA—-ITERE, FRES DMK . &
HOEERE.
5.4 HaHs&
541 XAEHE.OESBHY . hREMNER
HEERSSLATBEBSE AGEXEEFERTPHRAER S, S BHE 30 min, B FERE
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AEBEER 1.5 mL Eppendorf ¥, 55 & MH.
5.4.2 KiK. .INANHADEE

B ML 2. 0 g TS R T 0B 4E P S4BT B8, i 10 mL PBS 3847,4 "C F L4 3 000 r/min
B> 15 min, BUEEWHEATHEN 1.5 mL Eppendorf B, % 5% A,
5.5 BEEFH

HENEEE 2 C~8 CHEHFTREMARBIT 24 h, EFKPEENBET 70 CU T HEBER
BEHREGFRAEIT=5K.

6 BEFE

6.1 ZBWERR

KO R RT-PCREMMNERZ 4N =ZAHEM TN CERR . EAHEX . RME
FEYHH KRR X ; & TERSNA BHicic. B4 R TARBRANKNES WREEFA:E—RBNE
FRHNSRES AT TR HEER—rmEE, MABAREAMEX P EENESY
RHXERNEX.
6.2 BARMALE
6.2.1 EHFHMEXHANT. HAEHPE RNARBRBERNE. AL ERNEHLE BT aHFERE,
6.2.2 B nAKEH 1.5 mL Eppendort &, 9 » Ay e e 5 . Ik n B 5 B H: X B & > #1 (5
HX R CHEN BRSNS PERE) . H5.
6.2.3 BEMA 600 oL ZAHH, 451 IMA B EE A BHEEXT IR . FHdE 3 FB 4 200 pL, — Y RER R —
Ak, FAIA 200 pL =8 H ik RSB L HRHES s (P TR, Ua 4 AR, haf L E
FHEBEREA) . T 4°CRL12 000 r/min &> 15 min,
6.2.4 B 6.2 2 HEEREMN L. 5mL Eppendorf £, LA 500 pL FHEL(—20 CHE), fdsid.
WHL6.2. 3 A BHF W ERREBREHMAES, LEBRE LRI 500 pL, REEE S o E 2, EE
B,
6.2.5 T 4°C.LL12 000 r/tmin B> 15 min(Eppendorf B O HEFHEHE LYLE S F M E), /M oE
& B BIE T RS L I TR COF R & RE7E K 455 19 38057 35 ) s A 600 pL 75% 2.8, B
bR,
6.2.6 F 4°C.PL12 000 r/min B> 10 min(Eppendorf 4 7 DR FHE.CHLESF B E) , O
L EHRCEETRAREL REHTRACE R REERKER HEFET).
6.2.7 LA 4000 r/min B> 10 s(Eppendorf B OGEFHE LIS IARE) . BT FHBLR
RRBEIRE, /DOEE DWW AREMESEER T, AR RE A RL, B REREE R
—TH,,FRTH 3 min, AT, L4 RNA K%,
6.2.8 FEMA 11 pL DEPC K, BRIES, B EEE 1 RNA, L 2 000 r/min B 5 s, %K ERES
Fl. RBES RNA B7E 2 h W3EfT PCR I8 BB R BMEAAN BB F—70 CHEX.
6.3 HE
6.3.1 FEEMAESR

ERMTRESYE G K#T . W& PR M7 E RT-PCR RN . Tag B, £ 2 B TEL
J55 L2 000 r/min B0 5 s, BREHROE RT-PCR M AE A n(n=u+2+1), Hip o HEHREERLE .2
AR R AEENBEC S MR NE AR RE 1.
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1 EEGRESHOESR

=2 #H o EEHE/ L nHEEHE/ 1L
1 %% 3% RT-PCR R (20 25 nX 25
2 Tag B 1 nx1
3 RT-PCR BB FREIN 1/2(5) nX 1/20F)
4 RINA #0513 (RNasin) 1 ax1
5 ROX B4 RH 1 nX1
{ROX reference dye)
6 DEPC 7 nXxX12
6.3.2 REKREEGBEDE
R R S I B o, EE A 2 X 1/2
(H)RT-PCR [ 5 F i

6.3.3 m#

e g 3 . z pL, s BB,
L 500 r/min B0 a GFEGT S L IR R LA
MHEE. BB =
6.3.4 =%
6.3.4.1 R AR BUR
. #£ 56 . WERH
.5/ F
6.3.4.2

7.1
HEERENER, E5ME
HERE AL B R B KON HE.
7.2 RERAE
7.2.1 BMENEE CE.FHATHBR, —EAKFEL.
7.2.2 FREEMEE CeER/NTF 28,0, MBRE Y H L2 M HEX R EREESES T,
WRERUA TR .
7.3 EREREAE
7.3.1 BAfE
T C By e ERERPAEEDRKE.
7.3.2 MHiE
Ct /P TZT 30.0, BRI E g 18 i 4% , Rn B i TP AE 7R /K ML EE O RS
7.3.3 BEEN
Ct {H7E 30, 0~35.5 M ABRNEM. BRERT Cr Hi KT 35.0 F G, T VHELE.

P, U E LR L IE R
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M ® A
(BB 3D
ok, 770 A B o

Al A%

0.2 mol/L BRRR S HKEW BB —E M (Nal, PO, » H,0)27.6 g, W TAREAP . BEEHES
1 800 mL.,

A2 BHE

0.2 mol/L B§BRE UKW . BFERE —H (No, HPO, « 7H,0)53. 6 g(8 Na, HPO, + 12H,0
71.6 g, 8 Na, HPQ, » 2H,0 35.6 o), I ZEB/KER . EEHBEZ 1 000 mL.

A.3 0.01 mol/L.pH7. 2 #uk £ £2 mhEh 7k (PBS) BB 41

B AW 14 mL,B ¥ 36 mL, ML (NaCD8. 5 g, FHZEMWM/KBEZE 1 000 mL, £ 121 C 15 min
HEXE . BHE REEGTHREZEFMA 100 IUFEE.1 000 ug EBE,
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ft & B
(T3
g oFachod
B.1 WHAEERK
R AW 48 NI R LT R
AFEH 30mLX1 &
DEPC 7K 2 mLX1%
RT-PCR [ M (P& 7K HE 1 RS 9 850 750 pLX1 &
RT-PCR 2HEA X128
Tag B 12 X1 %
BH i xd 1mLx1%&
FH 8 5%F HR (E R e {41 5 5 RNAD 2 mL X1 %
ROX &8 $L(ROX reference dye) 0.1 mLx14%&
B.2 iHF

B.2.1 ZBEHEERSNFRERIAE . h RNA £ERH, AW A gk, F 4 CHR7E.
B.2.2 DEPC/KEH 1%UDEPC 4B 5 HEE FK. TR RNA.,
B.2.3 RT-PCRERMBFEAHENFAEIT Y W REMETF,

B.3 IhEe

B EF AT WAL RS (AR GKER . AR . SR MRS Pkl kkE
BRI,

B.4 FEANKMESER

B. 4.1 FERW LR, B A RAR A R X TE .

B.4.2 HEWAENMELTESHE, FIAREERNEETRE, UAaREYREZ SRS,
B.4.3 RT-PCRMFABZBRHAE MEZEBAH TETTRESNES. UHANBENERE. B
SRER ST r B TR B






