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Abstract

ISSR (inter simple sequence repeat) marker is a PCR-based technique aiming to detect polymorphism in DNA | which features eas-

y-to-operate,, abundant polymorphism and robust reproducibility. To date, ISSR has been widely used in plant genetic diversity and phyloge-

netic relation study. In this paper, we summarized some problems frequently occured in ISSR experiment and gave relevant suggestions to solve

these problems as reference.
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Table 1 Primer sequences for test

Fre BIb/E x4 5195 5'—3'

No. Primer code Primer sequence 5'-3’

1 UBC809 AGAGAGAGAGAGAGAGG

2 UBC813 CTCTCTCTCTCTCTCTT

3 UBC818 CACACACACACACACAG

4 UBC824 TCTCTCTCTCTCTCTCG

5 UBC844 CTCTCTCTCTCTCTCTRC
H:R=(A,G)

1.2 DNA$2EX DArhssgdj I SL Wi g i it o dp Rk, ok FH
demt B2 AR R A B wl A ) B 2 DNA 42 HGR)
GIEAT)I 2R R 20 DNA 19428, H 1% W B Re b1 20 i
TUEZE DNA 1 58 88 M SO 5 . 42 A0 436G BE 31 2 DNA
i) OD {E LA SR BE . K 3R B DNA &85 B 5 /25 £-20 C
VKERTRAT

1.3 ISSR-PCR [ K BBk =4t >R AR = /L
fLI% ISSR-PCR T Wi f& & : 15 18 pL (R MR R &4 2x
Tag Master Mix 10. 44 wL, ¥4 DNA 45 ng, ¥ #5525 .94 C
AR HE 5 min;94 C AR 30 5,54 CCiR & 30 s,72 C HLAH 45 s
(AT 40 DMIEIR) 572 CHRZLEESH 10 mins4 CLRAE, A
DNA green ZFR Y BHR) 1% B g HHEE RN PCR 314 =1 it 47
O3, THER SR R A TH IR AR



92 B A

2018 £

2 #R55H

2.1 FEWHEEEME PSR ME 1 R, iG]
WXk UBC813, [ la H, BREE— bkl Ay Marker DL4M, HoAl
SRR LAV 4 AT A o] DL 386 25 7=, EL 40Dkl
SR ER S . B 1b BRI Marker W] BLAN 4744 2%
AR S, BRSO, RTREA =y iR A : DISSR 59
PEBEAKE Y HASTERE M DNA |3 4 3& 10 B AT, S8
SIYICTE BN DNA A 30456, 918 5 A =P s U b
HAARRE S ED . QBT A Bt K T3
JEMEEE S 1 53 B, A5 38 7= W) AR BRI A BT
HEIME PCR =Wy 3 FUAE 5 R LTI ) IE AR A% 2, Hh B SR
FUARSEMIAR R VKGE A 7] WP 3 4 LS . 4RI
DNA ZEEAN i, & A KRB A A i) PCR SO 14 )i,

& 112 2 33 4455667 788M

1 :M 4y Marker,1~14 5|4 UBC813 ¥ 137
Note : M is Marker,1-14 are amplification bands by primer UBC813
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7E:El a i M Sl Marker,1~12 5|4 UBC818 ¥ 14747 ; K] b H M iy Marker,1~4 Jy5 |4 UBC844 § 1447 ,5~8 5|4 UBC824 ¥ 1y
Note : In figure a,M is Marker,1-12 are amplification bands of primer UBC818;in figure b,M is Marker, 1—4 are amplification bands of primer UBC844,

and 5-8 are amplification bands of primer UBC824
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Fig.2 Severe trailing
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e a tft Ml Marker, 1~7 Jg TTS2 4734 B 1 b vh M g Marker, 1~5 25 2 pl. FEERE,6~10 9 6 wL e
Note:In figure a,M is Marker,1-7 are ITS2 amplified fragment;in figure b,M is Marker,1-5 are 2 pL loading,and 6—10 are 6 pL loading
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Fig.3 Strip distortion

2.5 EWARMI PrAHY RS UBC809, Nl 5 iR,
ISSR ¥ 4 S ir B RAE B — e, HEAHE SR, Al T
HhAE . B, FEERE O PR R, K450
A N REAT U B s @ FLUK SRR SR A B, r VKA F
JEA A o R ORI, BOE LUK AN

b Sl Jrids :(DISSR 44 7=4 L FERT, 0 AR 5 o5 Bf
LI R/INE 24 % PCR =91 1 REIAREL; @B A, K
M Q0 Sy G RN IRt e v 0 A NP e B 1 s 7 ST 5 2
LUK, — M I HL UK B 3 s AN ) 20 Ve, 3 i3 23 3
BT AR | 52 3 B ROR
3 itig

ISSR &3 THE W FE PR 4 b oK A7 7 1 1] S 527 4
JR R B — BB ICEAR , T2 N T AR 1 84 2R o BT
SR T IR A T . FRT, 2 B R SO & K
W IR AEXT ISSR-PCR [N 1A A S i AL, i ot 33t
IEAC o A B B R A Ak PCR 2 Ry 45 41 43 1) F e, it

T ISSR A7 26415 (14 1 T 2 RIASUSE 1k o SR, B Xk 7
A~ ISSR S id FR P A7 AR I — S8 T (R R, LE A A L
R USSR I S8 AR, FRUIE B A7 SCRRAGE LA b B2 58
WFSE. Bk 2 i) R A AR R — 7 0 S DAL AS Ul T S B A
ABA AL, A7 5 AR S RO A& B, W
LK R B R LUK IR T84 o I IFTE BT ISSR S0 i
YLEY 5 ALY BIEAT T 0 Hr it i, I8 T AR I B9 A e
Tk

T ISSR S, 8 By 3 i A 7= R kR ol L
ST EE A AT UL 8571 . T ISSR ARic R Jos Bl
MY IG5 4 DNA 454 i 5 HAa 1R K BESL
P, e X AR B G ) J PR AT RE LB A2 2% . WML PCR 2
SCR R, 5 YRR SR S T R H AR SN BT R A, P73
ATRIRAYET O E, R, HBICY e 2l , — B 2R T
I A EEALE IR BEAR A ISR o ISSR 1 4%
BT ACTIN , W] BEJE T B 5 | A B LAl DNA 30 &



94 B A

2018 £

123456728910

1112 M

7 :M 2 Marker, 1~12 45|49 UBC809 4™ #4747
Note:M is Marker,1-12 are amplification bands of primer UBC809
B4 FHEst
Fig.4 Strip tilting
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Note: M is Marker, 1 = 15 are the amplification results of primer

UBC809 for Dipsacus asperoides genome DNA in 15 different

habitats
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Fig.5 Strip does not run away

WIS AL o PRI, ISSR SEE BT ZASOR = WS B i A 7
ST TAE GG REAS 4 Hh A5 (Y ISSR 5149, SRS
HEAT PCR MR R IEAL

ISSR Sg i 23 th BT i R LR, —RF 5l h,
Folr iR FE R M T PCR RV A GE , 5 R R
I K B (AR A B S R A ) 3k
3 75007 A7 TSSR S28 v iR A9 JLABR 1 H ¥ PCR
B SRR LA, 51 A B vl gt — 4Nt . TSSR
TV W P75V 308 A A S A L B, LT A 6 B )
RETERLHL DNA R BEE 215 ROV T, S B0 H b e 47 f

T, 7 A — RN RN — B9 1S Fr B, JE i R R AR
Flro
BEA ISSR SR H, P BE ™ A= A1 L it AR BT

PRI P IR IEAT T 2087, A 2 th T R,

R RN E UK B R RN ] 1 BN A IS . R

ORI T AL AT, SRR REA SR B B

DK H ek A, 25 B 3 R DK 8 i R S AR B e i A, Al

SIS oAb, HL DK I ] 3 2 S, HL UK

I M)A e Rt AT SR TE — S, A R B A U i s

R — PR R . Bz ISSRH VK A F 7 B R, R

SN2 HL DK AS AR FHEA T RIS , v S AR AR 4 [ P i 244 S < H,

DKINFI], DA 755 700 V5 M5 35 60 80 6 Je 23 Ak o i, e 18y v Dk

P T 23 A R A RHEERS | 3 /N B A G 555

Sk

[1] KUMAR L D,KATHIRVEL M,RAO G Vet al. DNA profiling of disputed
chilli samples( Capsicum annum ) using ISSR-PCR and FISSR-PCR marker
assays[ J ]. Forensic science international ,2001,116(1) :63-68.

[2] MORENO S,MARTIN J P,ORTIZ J M. Inter-simple sequence repeats PCR
for characterization of closely related grapevine germplasm[ ] |. Euphytica,
1998,101(1) : 117-125.

[3] TERZOPOULOS P J,KOLANO B,BEBELI P ] et al. Identification of Olea

europaea L. cultivars using inter-simple sequence repeat markers[ J ]. Sci-

entia horticulturae ,2005,105( 1) :45-51.

TSRS, TR, 5. 1= 1SSR Aric S /KRS MR AA 5

[J]. 227K H,2006,21(3) :64-67.

KOJIMA T,NAGAOKA T,NODA K,et al. Genetic linkage map of ISSR

and RAPD markers in Einkorn wheat in relation to that of RFLP markers

[J]. Theoretical and applied genetics,1998,96(1) :37-45.

[6] DOUCLEFF M,JIN Y,GAO F et al. A genetic linkage map of grape,utili-

zing Vitis rupestris and Vitis arizonica [ J]. Theoretical and applied genet-

ics,2004,109(6) :1178-1187.

HUSSAIN A J,GUPTA V,ALI ], et al. Physiological characterization, ge-

netics and molecular mapping of a new source of temperature sensitive ge-

[4

[

s

—

[7

[

netic male sterility in rice[ C]//Fourth international rice genetics symposi-

um. Philippines ; IRRT,2000:95.

NAGAOKA T,0GIHARA Y. Applicability of inter-simple sequence repeat

polymorphisms in wheat for use as DNA markers in comparison to RFLP

and RAPD markers[ J]. Theoretical and applied genetics,1997,94(5) ;597

-602.

[9] AJIBADE S R,WEEDEN N F,CHITE S M. Inter simple sequence repeat
analysis of genetic relationships in the genus Vigna[J]. Euphytica,2000,
111(1) :47-55.

[10] BLAIR M W,PANAUD O,MCCOUCH S R. Inter-simple sequence repeat

(ISSR) amplification for analysis of microsatellite motif frequency and fin-

(8

[l

gerprinting in rice(Oryza sativa L. )[J]. Theoretical and applied genet-
ics,1999,98(5) :780-792.

[11] HAKKI E E,AKKAYA M S. Microsatellite isolation using amplified frag-
ment length polymorphism markers ;:No cloning,no screening[ J ]. Molecu-
lar ecology,2000,9(12) :2152-2154.

[12] LIAN C L,ZHOU Z H,HOGETSU T. A simple method for developing mi-
crosatellite markers using amplified fragments of Inter-simple sequence
repeat (ISSR) [ J]. J Plant Res,2001,114(3) :381-385.

[13] JREE. DNA S FARCBARLEEIF R BRI [ M ). Abst b T
I H -, 2005 - 143-146.

[14] F3 Aoko, SRAEF, . PCR AL RN A 4T T ). s
BFillz,2016(11) :45-46.

[15] 4R A TEE 849,45, 5T ISR RRSREes S 0 Lk ies
[J]. AR, 2007,17(3) :42-44.



