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1.4 PCR
1.4.1 S 5 (Conserved re-
gion).1 (Hyper variable region) 1
(Intron) (Exons)
S1~S HV )
3%p . Cl s P3
Pl; HV P2,
N C T , P2
1 Y (A/G), ,
. Pl L“FTQQYQ”(5-TTTACGCAG-

CAATATCAG-3), P2. , “anti-IIWPNV” (5~
AC(A/G)TTCGGCCAAATAATT-3). P3.5
, (5-TGCCTCGCTCTTGAACAAA-3),
1.4.2 PCR PCR Takeshi Takasa-
ki " PCR .
: 20 1.,

1. 5 #L. PCR Buffer; 0. 012 #mol dNTPs 0. 05 #mol
MgClz, 17 pmol P1/P2  P3/P2, 1 U Taq DNA ,
10 ng DNA. PCR :94°C2 min; 94°C
15548°C30s,70°C 2 min 10 ;94°C 15 5,48°C

30 s 70C 2 min 30 s 25 ;70°C 5 min.
1.5 PCR N
PCR Ambiogen Life Tech Lid
Puprep Gel Extraction Kit , pMD
18-T Vector(TaKaRa) , T ,
DH 50,
1.6
,  BLASTn
, S S-RNase HV
(5' GT-AG3)
S-RNase (e HV
, , HV +
s S
2
2.1 °¢ ’ DNA
P11 P2 ‘ ’
DNA PCR , PCR 2 s
530bp 340 bp. 500 ~600 bp
: 530 bp S
1 . . 5
P3 P2 , PCR
2 1.2, 650 bp 460 bp,

P1 P2 120 bp ,

P3 P2

700 bp

600 bp

L o
Fig. 1 Amplification of S- RNase fragments from Pyrus ussuriensis Longxiang
Note: M. DNA marker 1.° Longxiang’, 2. Longxiang .

2 PCR
: 1. 1; 2 2.
Fig.2 The figure of PCR products extraction
Note: 1.S-RNase fragment one; 2. S- RNase fragment two.

2.2 ¢ ’ 469 bp
BLASTn
, 46 bp ( 3) GenBank
S ( . AY249431 ) ,
S16-RNase.
2.3 ¢ ’ 653 bp
653 bp 90
S-RNase . 70% ~90%
S-RNase , o
'S S16Sx,
GenBank S ,
; HV + . Sx
4,
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46%bp :  Nelsstde] TCT GAAC T GGAT TACGAGGAT GAT TTAC ] T T TGTATTAAT AN
TGCCTCGCTITCTGAACAAATATTATT CAAT GGGGAT TACGAGGAT GATATATATGGTTACGATGGTATTTTCAT TAATTGTATTAATA

7 100 & 120 ki 140 -3 1a0 Ll
EYSEN N T T GT CTTCCCCTACGGTAGGATACGATTATTTTCAATT TACGCAGCAATATCAGCCGGECTGTCTGCCACTTTAATCCTACTCCT T GT A NN
TTGTCTTCCCCTACGGTAGGATACGATTATTTTCAATTTACGCAGCAATAT CAGCCGECTGTCTGCCACTTTAATCCTACTCCTTGTA

1580 % 200 * 220 * 240 25 260
EYSEl SN . CCAT CCTCCT GACAAGTTGTTTACGGT TCACGGTTTGTGGCCT TCARACAGCACAGGARATGACCCCATATACT GCAAGAAT ACAA CEEEIE]

AGGATCCTCCTGACAAGTTGTTTACGET TCACGETT TGTGGCCT TCAAACAGCACAGCGAAAT GACCCCATATACTGCAAGAATACAAC

& 260 % 300 x 320 * 340 S

CYEEN ) I C A T GAAT TCTACTAAGGTAATAT TAT TAAT AAT CAGAT GT TARATAT TGT TTATTTCATATATACATATACT CCARCAT AAAT T'T T C ARSI
CATGAATTCTACTAAGGTAATATTATTAATAATCAGATGTTAAATATTGTTTATTTCATATATACATATACTCCAACATAAATTTTCA

360 2 380 % 400 % 420 &, 440
LYl R T CC AT GCGT GT GAGAAT AT TACAAT TAATT TARAATTTAAT CATARATTTTTTCTATTATATTATATTGTCAGAT AGCAAAT CT GAC A SEEEEII]

TGCATGCGTGT GAGAATATTACAATTAATTTAARATTTAATCAT ARATTTTTTCTATTATATTATATTGTCAGATAGCAAATCTGACA

% 450

CEE S I O GGT TGGARAT TATTT GGCCGAACGT T
GCCCGETTGGAAATTATTTGGCCGAACGT
3469 bp

Fig.3  Nucleic acid sequence of the 469 bp gene fragment

Sx GenBank s S, 27~
C 5). Sx s, S S, . Sx
S : 27 , Bl Y O Cl
S .Cl.C2 HV . 11 . Sx CI 1 “Yy “¥
HV ,Sx S 75% ~90%. C2 11 , HV S Sw
HV S-RNase ,Sx HV S 13~15 . S

HV 10% ~63%(S> 74 %), . Sx HV 13 , S HV
Sx 1 . S , Sx S HV ( 6).

TGCCTCGCTCTTGAAC AAATATTATTAAATGGGTTTTACAGGAATGATATATATGGTTACG
M G F T G M T YM VT
ATGGTATTTTCATTAATTGTATTAATACTATCTTCGTC CACGGTGGGATTCGATTATTTTCA
M V F S L I \% [ 1 L § 8 8§ T V G F D Y F_O
ATTTAC GCAGCAATATCAGCCGGCTGTCTGCAATTTTAGTTCTACTCCTTGTAAGGATCC
FT Q QY Q P A VvV CN F S S TP C K DP
TCCTGACAAGTTGTTTACGGTTCACGGTTTGTGGC CTTCAAACGCGAAGGGAAATGAC
P D K L F T \Y H G L W P S N A K G ND
CCAGAAGGTTGCAAGACACAGAAATATCAGAAGGTAATATTATTAGTAATGAGATAGTC
P E G C K T Q K Y Q K
AATGTTGTTTATCTCATTTAAGTACTTGTGTGTC TATATATATTTTTTAATATATATACATAT
ACTC AACACAGATTTTCATGCACGCGTGTACAAATATTACAATTAATTTAAAGTAATTGC
TAGATAGGCTAAATTTTAAAACCAAATTTGTAAATTAAATAATGTGTC ATCACATTAATCA
AC AC TTAATTAATAAGCCAATTATCAATAACTACATCATTTAGTTTAAAATTTTAACCGCT
CTAACATTAC GCTAATTTAAACTTAATCATAATTTTTATCTGTTGTATATTATTATATTGTC

AGATGCAAACACTGGAACCCCAGTTGGAAATTATTTGGCCGAATGT
M Q T L. E P Q L E I I W P N V

4 Sy ( ) ( )y

Fig.4 Nucleic acid sequence of the gene (upper) and the deduced amino acid sequence (listed bleow)s The intron in the shaded nucleic acid sequence
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Fig. 5 Putative amino acid sequences aligement

6 ,S2  HV 3.4.6.8.10
“K”“R”“R’, “I", “R” Sx HV “Q”,“K”,
“Q7 M7, “T” , Sx .

S22~ RNase, GenBank, :
EF088497.
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Fig. 6 Putative amino acid sequences alignment of Hyper

variabke regions of Sx and S
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Identification of S-genotypes and Sequence Analyses of
Si2-R Nase from ‘ LongXiang’ (Pyrus ussuriensis )

LIANG Wenjie*% TAN Xiao-feng?, WANG Lixin% XIA Lizhia CAO Yufen’, ZHANG Lin!
(1. The Key Lab of Nonwood Forest Product of State Forestry Administration, Central South University of Forestry and Technology, Chan-
gsha, Hunan 410004, China 2. Wenzhou Vocational College of Science and Technology, Wenzhou, Zhejiang 325006 China 3. Fruit Tree Re-
search Institute of Chinese Academy of Agricultural Sciences, Xingcheng, Tiaoning 121600, China)

Abstract; Using two pairs of primers specific to pear SPCR amplification from genomic DNA of Chinese pear cultivar

Longxiang’ was carried out. Then the PCR products were extracted, cloned and sequenced. Consequently, 469 bp and
653 bp DNA sequences of S-RNase were determined. Comparison of the two S-RNase alleles and those deposited under
GenBank revealed that the 469 bp S-allele w as identical to Sis-allele, and that the 653 bp S-allele represents a new allele
and was 75% ~90% homologous to other pear S-alleles. The new S-allele was thus named S2-RNase allele that was
submitted to GenBank (A ceession number EF088497). The S-genotype of  Long Xiang’ (P. ussuriensis) was identified as

Si6S2.

Key words: Pyrus ussuriensis;‘ Longxiang’ ; Self-incompatibility; S-genotype; Identifiation
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