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GB/T 146
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[ PCR J7 ¥, % K U J7 35 B 4 i PR A

£ (Cervus) I8 ¥ & 4 2

4699, 1—2005 :2002,1DY

3 REMEY

B
T IIARE Fiog S
31

T # Ak 7 d ' acid, R EEE B M. BR
DNA £ 5 i AV : EAENNEEFERFENSI Y5

F 58 DNA FEA N — B FIpESe T L 4 # ANTP (de-
oxyribonucleoside t uﬂ".-.A = R, 0 B '_3'| /) g U; e, G0t R B AR E IR K
1 DNA 4 Rix — 18N % aﬁ&aamfwznm DNA HBEJLAEEY 18,2 25 ~30 1N 1

P& T HFECEBL 1N (6\
4 RE

| A 2 VT PR A D, = L Rl EEI » 7K Z BEYL#T% Bl DNA; IR BUH) DNA A ERHATT
PCR §"#4 , B BRWE BB s 3K Tl PCR 335 /™y PeRTE 7 7= ) S PR A 4 P9 T B A 0] S B E AT 9 3EE .

5 WAMHAH

Br A A MES , WA A e sk Al . SERAKAFE GB 6682 FER.

5.1 BEEHERSEWESIYCGHFF R .
F:5’-TCATCGCAGCACTCGCTATAGTACACT-3’

R:57-ATCTCCAAGCAGGTCTGGTGCGAATAA-3’
5.2 TagDNA E&EE(Taqg, Thermus aquaticu ,7JK EFEE) .

5.3 MRHEIHANYIE.AlulE,
5.4 dNTPs:dATP(deoxyadenosine triphosphate, i & IR =B%88) .dTTP(deoxythymidine triphos-
1
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phate, Bi 8 1 =% E8) .dCTP(deoxycytidine triphosphate, i S H =% #8) .dGTP(deoxyguanosine
triphosphate, i € 53 =B .

5 FRAEHE B dkal,

BILZ 4.

=ZRF .

p vy

70% Z.H%.

.10 DNA 4T E45# & (100 bp ~600 bp) (bp:base pair, JREEX]) .

11 BEWE 1% CTAB(cetyltrithylammonium bromide, + 75583 = AR EH L 4) ,0. 05 mol/L Tris-
HCI(pHS8. 0)[ Tris -: tris (hydroxymethyl) aminomethane, = (32 B &) & EF $1,0. 7 mol/L NaCl,
0.01 mol/L EDTA (pHS. 0) (ethylene diaminetetraacetic acid, Z _fFIHZ. ).

5.12 TE 2w % (Tris-sHCI.EDTA £ ##): 10 mmol/L Tris-HCl (pH8. 0), 1 mmol/L EDTA
(pHS8.0). _ .

5. 13 10XPCR ZM¥ .100 mmol/L KC1,160 mmol/L (NH,).;S0,,20 mmol/L MgSO, ,200 mmol/L
Tris HCl (pH8. 8),1% Triton X-100 (t-octylphenoxypolyethoxyethanol, F##FH X R Z £ LB,
1 mg/mL BSA(bovine serum albumin, =M FEH) .

5.14 HIKE . Tris 54 g, WA 27. 5 g,0. 5 mol/L TE £ ¥ (pHS, 0320 mL, iTZEM /K E 1 000 mL;
fE AR 10 R R

5.16 RALZEERFEH - FKBEH M 10 mg/mL,

5.16 TIREZE MR 0. 25 XN EBE 40N (REERE EEKER.

5.17 E§HIEE PR . 10 mumol/L Tris-HCl (pH7. 5), 10 mmol /L MgCl, ,50 mmol/L NaCl,0. 1 mg/mL BSA.,

{ueEiEsE
DNA &3 4L.
BERE 0 AT IR S B EE .
EERKEH.
B B0 7 12 000 g,
BMEBHIEQ. 5 pL~10 pL,10 pL~100 pL,10 uL~200 pL,100 pL~1 000 pL),
AKX .
EHMR AL
pH it.
K RE 0.0l g.

RERN S8 &
HHR GB/T 14699, 1 REE, BB SR ARE, RTREHAERA.
8 RBSE

8.1 HmMHE DNARZE

FEF R 100 BB SFRE 50 mg;60 HEAFHRE 100 mg;20 HEBPHRB 200 mg.

IS TRMEE.LE R, MA 600 pL~800 pL BM#E,65C 3 h, MBI ARESHES;12000 g &
£ 5 min B LETERE OB, NS ERB,B54;12 000 g H.H 5 min, LEHR, MEEAR=K
H e+ R EE(24+1), 78412 000 g B0 5 min, EFEH M0 2 BERFEKEAS K ZEE, —20CH
# 1 h;12 000 g B> 5 min, 3 EHEW; 70X ZBEEE R — K BT MIA 50 pL TE, BRIUE.

2

N BRI
w 0 ~ o

W 0 N O OF & W N -
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#0707 F 2% DNA $#2 BRI BUE R DNA.
8.2 DNAREMAENNE
B 5 uL DNA BB NAKRER 1 mL,ﬁﬁ?H‘i}z@EE%Tﬁfﬂﬁ%?[\ﬁﬁ'ﬁfﬁfﬁﬁﬁ%ﬂﬁm
260 nm# 280 nm ALY A AsoFl Az . DNA gk R QDHE .
c= A X N X50/1000 cevivarenanneensassesana( 1)
K

(4

DNA W B A N L BT (/L) 5

A——260 nm &b E{E ;

N— MR EL.

M Asso/ Anmo HERE 1. 7~1.9 Z @, EET PCR T,
8.3 PCR i

50 pL FLRT{EZ : 10X PCR E ¥ 5 pL.dNTP (5 mmol/L) 1 pL B #%f (% 5 pmol/L) 2 pL.Taq
DNA B4 2 U4 DNA 100 ng=+50 ng.

R R R AT TR 5 min, 94°C A5 HE 30 s,63°C B K 30 s,72°CHESH 30 5,30 MEF. 72°C
FEMH 5 min, 4CLRFE.

T T 3o o 43 ) 5 B X R L B R BR AN S BxHE. B B 14 JE B ik R4 1 R HE PH AT IR, R B
KR4 R TR R A B FE M AR BN IR , P2 (R R T AE K AR B AR DNA fE %S ST
8.4 PCRy EFHBEkEN

B 2 g BAEEE, T 100 mL Eﬁﬂﬁﬁ?ﬂlﬂ?&ﬁlﬂﬂﬂﬂsﬁﬁ}%%,ﬁﬂ)\ﬁka%ﬂfﬁﬁﬁﬁﬁkﬁ% 0.5 pg/ral.,
ol e . 75 v, TR Hh I A PR Tk B O (L T R R B e R ¥ 5 ul~8 pl PCR 43§74 4 5170 E B hn
BEEMREE, ERE, 9 V/em ‘EE%ﬁ,EEﬁ%E%ﬁ?ﬂjﬁﬁﬁiﬁ&qﬂﬁﬁu e R R I 43 T LB AL 3k
SRR,
8.5 BREMRYEHBYR=EBREN

N} PCR #i@éf"%%ﬁcﬁfﬁﬂ%%ﬁﬁﬁ,ﬁiﬁﬁﬁf‘*ﬁﬂﬁﬁﬂfﬂﬁﬂﬁWEEa

R R %R (20 pL) :Alu 1 B 2U, BT 48 IR 2 pL, fnA PCR #38 7= %) 2 B4R 20 pL.

W AE 37°C F #47,30 min. MY RERRK,. FER 8. 4.

9 ZFRABSRE

9.1 PCRyEF-#RFEMER
WA YRR 194 Do FFIZE MR A,
9.2 WEAMAIEmEDRRQNER
48 7= B ) A B2 S/ R 145 bp Fl 49 b
9.3 BRRR
PCR F%%Fﬁﬁsﬁﬁﬁﬁﬂ%%ﬁﬁ%*ﬂ%ﬁﬁ%ﬂﬁ%ﬁi%sﬁi&%ﬁtﬁﬁ‘iﬁ‘ﬁzﬁiﬁ;
PCR F‘%fﬂlﬁﬁ%ﬂ%ﬂxﬁﬁﬁﬁﬁﬁﬁﬁ,%iﬁﬁﬂiiﬁﬂiﬁﬁﬁzﬁi%n

10 BALERPHLERXTROAFTE
He B8 SN/T 1193 $#447 .
N EFULE
B B3 R R R HE A IR R e A By o R R AL L
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B 2 A =

CEE ) o

PCR =HMFE LR E

o

C. elaphus(T ) TCATCGCAGCACTCGCTATAGTACACTTACTCTTCCTT d
C. nippon(HETERE) TCATCGCAGCACTTGCTATAGTACACTTACTCTTCCTT
C. eldi B RE) TCATCGCAGCACTTGCTATAGTACACTTACTTTTCCTT
C. unicolor (K &) TCATCGCGGCACTCGCTATAGTACATTTACTCTTCCTT
C. albirosiris(EIBRE)  TCATCGCAGCACTTGCCATAGTACACTTACTCTTCCTT

C.elaphus CACGAGACAGGATCTAATAACCCAACAGGAATCCCATCAGACGCAGACAAAATCOCCCTTC
C.nippon  CACGAGACAGGATCCAACAACCCAACAGGAATCCCATCGGACGCAGACAAAATCCCCTTC
C. eldi CACGAGACAGGATCCAATAACCCAACAGGAATCCCATCAGACGCAGATAAAATTCCCTTC

C. unicolor CACGAGACAGGATCCAATAACCCAACAGGAATCCCATCAGACGCAGATAAAATTCCTTTC
C. albirostris  CACGAGACAGGATCCAATAACCCAACAGGAATCCCATCAAACGCAGACAAAATCCCCTTC

C.elaphus CACCCTTACTATACGATTAAAGATATCTTAGGTATCTTACTTCTAATACTCTTCCTAATA
C.nippon  CATCCTTACTACACCATTAAAGATATCTTAGGCATCTTACTTCTAGTACTCTTCCTAATA
C.eldi CATCCTTACTATACTATTAAAGATAT TTTAGGTATCCTACTCCTAATCCTCTTCTTAATA
C. unicolor ~CATCCTTACTATACCATTAAAGATATCTTAGGCATCTTACTTATAGTACTCTTCTTAATA
C. albirostris CATCCTTACTACACCATTAAAGATATCTTAGGCATCCTACTTCTGGTACTCTTCCTAATA

C.elaphus TTACTAGTATTATTCGCACCAGATCTGCTTGGAGAC
C. nip pon TTACTAGTATTATTCGCACCAGACCTGCTTGGAGAT
C.eldi CTACTAGTACTATTCGCACCAGACCTGCTTGGAGAC
C. unicolor TTACTAGTATTATTCGCACCGGACCTGCTTGGAGAC
C. albirostris TTACTAGTATTATTCGCACCAGACCTACTTGGAGAT

EREE SBBHBR
' 42 ,155066 « 1-30294
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