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Discrimination of main kind Cultivars in tree Peony ( Paeconia suffruticosa)
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5'-AGCGACGCTG-3',
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:5-CCGAACACGG-3',
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RAPD = —H—F, J

(T F—b “ER, 77 A +—1l143)

NI nfaE~e—h—
L7=PCREEMIENCH 7 & (2 URT) TEILL,
T~ % — (pT7Blue, TaKaRa) o1k (Z A & —
i a ligation) L7z (Ligation Kit ver.2,
TaKaRa)., =M 75 &I F&E. coli IMLO9IZEE
BRI L, 2= =P N T T A =% RN F A
L2 FPCRIZE W 77 R 3 Rizifi A & 7-PCREE
MOREEWHR L. VY o—= 70X }-PCR¥E
YooW, SaHERZEZ R4 R OE KRS & B E
L, TOEEAE L EIZL Tnested 774 w—%
et Lo, RE CBREFEOELINAET 7 L— b
LT, &8 Liznested” 5 A4 ~—% M\ TPCR
{107,
PCREUSEHARIX, 7 > 7 L— RDNA 50ng,
10%PCR/Nw 7 7 — 1pl, 25mM MgCl, 1pl, %
25mM dNTPs¥EE 0. 05u1, 0.01uM7" 7 A v — %
3ul, Taqzs U # 7 —+ (TOYOBO) 0.056unl, E#&
HEE10pnl & L. PCREG L, 94C451,
55C 14, 72°C143%25% 4 70, BiEIC72C

B 13 754 = —#116+#117 |2 X 0 #8515 7=
N R

1 CER 2 R 3 B0

4 a5 R 6 I

7 CHFERRD 81 GRINGR 90 HHLE
100 EFI WA TR ——

BRI RFEABBITIER S

1437

SEnse

antiscnse

143F

sense

antisense

35 5 (2004)

5'-CCTGCGAATGAAGTCGTCTGATC-3'
5-CTTGGTGTGATGCTTGCGTGC-3'
5-CATGGTCTCGATTAGTCTCATTGGG-3'

#112
#113
#114

#115
#116
#117
#118
#119

5-GTAAGGAAGAGCATGGGGAGTATC-3'
S-CATTTGTGGAGCATATTTGGGAGG-3'
5-CAGATCTCCAGGTCGGTCAGGG-3'
5'-CCGAGCATCACCCTAACCTCC-3'
5'-CATTTGGTCACTCCTGTAACGCC-3'

Bl 12 RAPDv—H—F, J DI~ Ahbixet Lz

nested 77 A = —
(FUT =1k, 77474143 hE)

54% 1A 7 AT 04 CTHREELE. BT
TF AT v A K2bng/ml &5 dp 1 %xTAE
Ny 77 —15%7T Ha—AF VL CcERIKEE,
Wik v L.

2. B

BT T A~ —H#143L ‘L OLDNAEZT
7 L— MMZLURAPDSGHTOFERE A LLIZR L
7=. FOPCREMN 5, 300bp~1.5kbpE TD14
RO ERZn—=vTEh, FOF0 24K
ODNAKTFT (#9700bp) F, J (E11) % %4z
Sequencer (Pharmacia A.L.F.DNASequencerI)
Wk 0 EERY| EIRE L.

%1217, #700bpDRAPD~ — H —H#143F, JD
WERS %G L ICFKEF Liznested 7 7 4 = —%
AL, JORy FRHEOHRBNTZ 4 v—34&
(& A#112, #113, 7 F & AH#114), FO
Ny FPHROFEN T 74 v—5 K(
ZH#115, #116, TrFE A#117, #118, #119)
ThENEHAEDETPCREIT- 7. MlHdb
FIZE > TH, T RCOMHETAY FHAKH X
nN560, WTFhORES S R cEi
Molob @, Ny NOHFBIIHER CE 203D
THWWLOERb-T-. TOTT, HI3KTRL
THI1I6H11TD 7 7 A < — DAY COREE
LTy RRTER S, A FOFRICI &
BOHBBNLAEETH T, LOKEEND,
SCAR~ — I — XM OFINZ B CTHE 2 ik
TharZENH ok,
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V BAEEEORE

RAPDIZ L 0 B4 L 7=PCRPEEM DIE /i & ) &
{ZFREFLTZSCART 7 A =—08, BHOEE &ED
A BEMOERAICENTHL Z PR D
N, X TORAPD<—H —#SCAR<— 71—
b 27 dITEXBZERRFAEBRRAB NS
W, FEEOFAIZHERAPDAEL TS EEZDL
hiz. £Z 7T, &b/ BRAPDOE AL - #H®
KA HE L, RAPDOEIE AR ST =D O &
i 77Av—OREL, HOLHUORIGEE
BELELD (Vv 7 R) 2RETAZE
WX EEREOn L BEOf b E R L.

Tz, RBIZAWA = F Py AT awA RiX
BH AN I TNA 70, FEREOME
DPIEHETH D, a7 SN E 2 WIS %
HEL, =FPohTovsf RizftbaREL
L TEEMORWSYBER GOLD (TaKaRa) Z#Himd
1 1
1. MHERUAE
1) mfll s 774 v—ORELE T I v 7 AF
MR ORFT

A4 50 FE 0§31 AT HE ZRRAPD = — B — % 97X T
ek o, ‘BW ‘NAX—2" "ATH
+ Bosmz’ KB EHEIT O RBE
i eR ‘B ohfErRELL.
44 FE 4 (X B9 B 72 8 ORAPD~ — I — 3 &
HeXABEEENEThDOT 74—z, 7
F A <—, rlTag’N» 7 7+—, MgCl,, dNIPs% &
DTV v AEEYV 30 CIZRfF L. [HHIEF
WfEBE L, rTagDNAAR U A 77—+ (TOYOBO) %
Mz, ¥ 7AgiogiEEk, 77— Ml
ZPCREAT o 7Z.

XBIZLET VI v I ANLT 74—k
WELDOEH LN UDEMRL, rTagDNAK U 2
7—¥, 77— EMiV I AEICGE
L, 774 v—=ilzPIRETToIL.

PCREL IS AL L, 7 7 L — FDNA 5Ong,
L0XPCR/R w7 7— 2.5ul, 26mM MgCl, 2.5ul,
#%26mM dNTPs¥EE 0,251, 0. M7 5 A < —
0.5ul, rTagDNAKY 2 Z— (TOYOBO) 0. 2ul,
B EE5uLE L. PCRRIAT4C 245 %
131 7 Ak, 94°C458D, 42°C 14y, 72°C 145

BATA I, BRBIZTZCESFE 1A 7 /AT
MLCCRFELE.

BT F P AT r<w4 Rbng/ml %3 te
1 xTAE/Rw 7 7—2. 0% 7 H o — A ZF N CESRIK
B, Wizkvitor-.

2) YumFAERSYBR GOLD (TaKaRa) DR

PCRIZ i i #iLER 1%, 7 7 L — RDNA 50ng,
10XPCR/% w7 7— 2.5ul, 25mM MgCl. 2. 5pl,
Z26mM  dNTPs#SiE 0. 25pu1, 0. lpM~7 Z o = —
0.5ul, TaqZRV A5 —F (TOYOBO) 0.2nl, ik
AEAE2p1LE Lz, PCREIFMC2 4% 1V
A TN, 94°C45Fk, 42°C 147, 72°C 143 %45
YA 7N, BRBIZIZCT55% 1 ¥ A 701704
CTTRFLE.

B0E U /= PCREEMIT YL (iR & & E 72 W TAE/N &
Ty —2%THn—2RX L TESIKE L, 20ul
DSYBR GOLD % & 3eTAE-N 7 7 —200ml H T20
MRE D LEE, UVTHRHL.

2. % B
1) Wi« I ~w—D8EL LI vs ZAF
R D gt
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Summary

1. Actual condition survey of mixing up within each cultivars in the production spot was
performed about three cultivars of peony, “Kao', “Renkaku and *Shimanishiki’, and mixzing

of other cultivars was confirmed at * Renkaku' .

2. By making use of 14 markers (from 11 primers), random primer, a commercially available
kit, was able to identify 44 kinds of tree peony cultivars out of 45 kinds, which are major
cultivars on the market. On the other hand, the kit failed to identify the ’shimanishiki’,
which had mutated buds.

3. While SCAR markers were reliable in identifying cultivars, SCAR markers from all RAPD

were found to take too much time and effort to be practical.

4. Reduction in cost and effort was achieved by the simultaneous adoption of RAPD patterns
and markers. The variation of results from operators’ skills was minimized by preparing
reaction mixture beforehand without adding enzyme and DNA. For the detection, SYBR GOLD

that was lower toxicity was able to be used for staining instead of Ethidium Bromide.





