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DNA Extraction and ISSR-PCR Primer Screening of Larch
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Abstract The methods of DNA extraction and primer screening of ISSR-PCR has been made using fresh leaves of the larch as
experiment materials. The improved CTAB method could obtain pure DNA in short time and more suitable for ISSR-PCR. Fifty
ISSR primers were used to screen the suitable primers with 10 samples of Larch in Qingshan Forest Farm of Heilongjiang Province
Linkou County, of which 8 ISSR primers with high resolution and multiple polymorphic bands were screened. The present study
could be used in the research for evaluation of germplasm resources and analysis of genetic diversity in Larch.

Keywords Larch; DNA extraction; ISSR marker; primer screening
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Ak 2 Wk (K 1), BEHISEUY DNA it
w SEHEVERGE, WAHREZEA SR, FH
I HEFCERT I OD460/ODago MHAE 1.75~1.95 2 0], &
B DNA Ff 2l B2, v 1T ISSR 5141 9k 73
Hr A ELALAH DGR

K1 R ERI 4] DNA FLIK SR
TE: 1~6 "5 UKIE TN 1~6 5 i
Figure 1 Electrophoresis of genomic DNA
Note: Lane 1~6: Sample 1 to sample 6

1.2 51Yfik

SR T ANHITE RS ISSR-PCR (13538 = N 44K 3
(PSR, 2005), M 50 5519k 8 &4 3451
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PRI G, W LAEAT MRS e . BtE 2 A AT
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Table 1 Selected eight ISSR primers
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A, FPORIIENALE DNA 25 74EY
PGS D . AR, SIS
S, X FR Y, ARSI E A . RFA
A, $EWTVEWARANE . ELBRN A, EIHT
TE M st Ty REIRAF LAl P= ) . DNA I3 U &
ZYFZNEEM, ERBSERNY DNA IS, &
AP IRTR/ N AR ER e A I B RO . FRATTEE XV
AN A S B, B 2. 28, (hEKEN
JEIRE AL, AF CTAB V15 Ath LIl Ik 8 n LR 2D 38
FEHUE DNA . OFERFBE I AT SR8, m] A T
BRER I BEAE AT e B R, PRI S @
) SEHGR PINABUEAL 7 B-Sii 0k S, P 805 1
PRI FE PR S A e ful, B R SA AR B AE 2 )
FALEE(PPOVYE I N R AEBGIEAEAR, A BoAs € 1
KW @R FTE LB DNA HIYTHE
WK TR 20K e R
PR, LEF /K SEEGTE DNA IR E 2880,
KRR LB T 28, (RSB @DNA
UTUE JG ) RNase W4k, HEER T RNA )38, &XFh
JTEAEHL ) DNA V&Y 2 A, aifk)s kAt
MG, ORGSR S, 28 0.8%t I LUK R Ah 4
JEEETHASI, DNA [ 5B FN 4015 #R LT

514D F1WIF51(5'-3") PSSR EZ LA L
Primer Sequence (5'-3") Total Variable
UBC807 AGAGAGAGAGAGAGAGT 7 6

UBC809 AGAGAGAGAGAGAGAGG 8 7

UBC818 CACACACACACACACAG 8 8

UBC826 ACACACACACACACACC 6 4

UBC827 ACACACACACACACACG 5 4

UBC834 AGAGAGAGAGAGAGAGYT 7 6

UBC849 GTGTGTGTGTGTGTGTYA 9 9

UBC856 ACACACACACACACACYA 8 8
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807

818

K2 514 807, 809, 818, 849 X 1~10 S AL T 1 45

Figure 2 Electrophoresis of 1~10 samples by primer 807, 809, 818, 849
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3.1.2 FEZA N FAAH]
(DCTAB ¥ 22 rhifi: 2% CTAB(m/v), 100
mmol/L Tris-HCl (pH8.0), 1.5 mol/L NaCl, 20
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LW, TAE HEIKZEMR. TIRBE. EB %5, ArlZy
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OFE 1.5 mL JoB &0 1 0 700 pL CTAB ¢
FERRN 20 UL () B3tk 42, 65°CHi# 10 min.
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®F LN 3 3 3 mol/L B4 700 uL
To/K LB, DUTE 30 min, 12000 r/min &L 15 min,
ER

®FEYLE T I 75%11 LBE 700 uL i PELTE 2
%, 12 000 r/min 250 30 s Ji R X LB .

@=L AR TR B O ) DNA U3, A
50 uL TE, 1§ DNA 784> % i -

N 2~3 pL RNase (10 pg/ul), 5 pL
10xBuffer, 37°CF 1~2 h,

OINNZEARFRE AT, 12 000 r/min 250 5 min,
BBV, N 3 AR FRTE K L%, V2T, 12 000 r/min
S0 15 min, F L3

OEFST, MA 30 ul KEMEE 1K, f
DNA 7870 % fitt .

x 2 R 59 K75

Table 2 Primers and sequence

3.2.2 DNA &, 2R

HU 2 uL #8% DNA 7E 0.8% (1 B lE Rl s+, 1
5 Viem HiE FHIJK, fAlE DNA [piE. FH
Eppendorf 5413 66 BETEH(EEE) Il 2 DNA 4l 51
g, UL ODggo fHVIHL S DNA KR JE, PL OD160/ODsgy
7 5 DNA (215

3.2.3 5| Wik T ik

Z IR EME L K 2E A A 1) ISSR 5117514 ik
—ZRI51Y, HMRMEIRALRI 44 ISSR-PCR 2
R ZR(BRIEEE, 2005) 7 SIEEATH 1, M it 6 & 1 1)
19, AHRH ISSR 51475t 5L LR 2).

SRE LT3 S BEEE5-3)
Pprimers Sequence (5'-3") Primers Sequence (5'-3")

UBCS803 ATATATATATATATATC UBCS835 AGAGAGAGAGAGAGAGYC
UBC804 TATATATATATATATAA UBC836 AGAGAGAGAGAGAGAGYA
UBCB805 TATATATATATATATAC UBC838 TATATATATATATATARC
UBC807 AGAGAGAGAGAG AGAGT UBC839 TATATATATATATATARG
UBCS808 AGAGAGAGAGAGAGAGC UBC841 GAGAGAGAGAGAGAGAYC
UBC809 AGAGAGAGAGAGAGAGG UBC843 CTCTCTCTCTCTCTCTRA
UBC&810 GAGAGAGAGAGAGAGAT UBCB844 CTC TCT CTC TCT CTC TRC
UBCS811 GAGAGAGAGAGAGAGAC UBCB845 CTCTCTCTCTCTCTCTRG
UBC812 GAGAGAGAGAGAGAGAA UBC848 CAC ACA CACACA CAC ARG
UBCS813 CTCTCTCTCTCTCTCTT UBC849 GTG TGT GTG TGT GTG TYA
UBC814 CTCTCTCTCTCTCTCTA UBC852 TCTCTCTCTCTCTCTCRA
UBCS815 CTCTCTCTCTCTCTCTG UBC853 TCTCTCTCTCTCTCTCRT
UBC818 CACACACACACACACAG UBC854 TCTCTCTCTCTCTCTCRG
UBC819 GTGTGTGTG TGTGTGTA UBC855 ACACACACACACACACYT
UBCS820 GTGTGTGTGTGTGTGTC UBC856 ACACACACACACACACYA
UBC821 GTGTGTGTGTGTGTGTT UBC858 TGTGTGTGTGTGTGTGRT
UBCS822 TCTCTCTCTCTCTCTCA UBC859 TGT GTG TGT GTG TGT GRC
UBCS823 TCTCTCTCTCTCTCTCC UBCS861 ACCACCACCACCACCACC
UBCS824 TCT CTC TCT CTC TCT CG UBC862 AGCAGCAGCAGCAGCAGC
UBC826 ACACACACACACACACC UBC869 GTT GTT GTT GTT GTT GTT
UBC827 ACACACACACACACACG UBC872 GATAGATAGATAGATA
UBC828 TGTGTG TGTGTGTGTGA UBCS873 GACAGACAGACAGACA
UBC829 TGTGTG TGTGTG TGTGC UBC878 GGATGGATGGATGGAT
UBCS833 ATATATATATATATATYG UBC882 VBVATATATATATATAT
UBC834 AGAGAGAGAGAGAGAGYT UBC884 HBHAGAGAGAGAGAGAG
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