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Abstract [Objectives] The evolution position of Wolbachia in Cydia pomonella (Lepidoptera:Tortricidae) was identified by
molecular biology in order to further provide theoretic basis for the regulatory mechanisms of reproductive role of Wolbachia.
[Methods] Wolbachia infection in ten populations of Cydia pomonella were detected by using a specific primer for the
Wolbachia wsp gene and PCR. These populations were from Yili, Tulufan, Hetian, Shihezi, Kuitun, Hami, Korla, Alar and
Kashi in Xinjiang and Zhangye in Gansu. The Wolbachia wsp gene of from Alar populations of C. pomonella was amplified
and sequenced. [Results] All populations were infected with Wolbachia. Using the specific primers, a 617 bp region of the
Wolbachia wsp gene (GenBank accesstion number is KC832324) was amplified from Alar populations. Phylogenetic analysis
showed that Wolbachia in C. pomonella belongs to the Dor subgroup of the A group, and had the closest genetic relationship to
Trichopria drosophilae. [Conclusion]  Wolbachia infection was more common in the C. pomonella, and belong to Dor
subgroup in A group.
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DNA $2BUR 7] & . DNA %K BGR 7 6
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1.4 = RI Wolbachia wsp BB F B PCR ¥ 18

PCR [ K 25 uL [ WAK & : DNA fRAiR 2
uL. 10x buffer (Mg?") 2.0 uL. 10 umol/L 5|4
% 1 pL. 2 mmolL/L dNTPs 2.0 uL. Tag DNA %
AMWF (5U0/mL) 0.5uL. PCR N 4AF: 95C
2P 3 min, 94°C 1 min, 55°C 1 min, 72°C 1 min
30s, 35 G 72°CLEfH 10 min. PCR f=#)4
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Table 1 Wolbachia infection of ten populations of Cydia pomonella
L _ﬂ% ik ] AL NumbeVrV(z)Zfl') %g;gaif?ffection s 7"?( %)_
Geographical population Number of detected 2 B Rate of infection
K P Zhangye population 10 1 0 10.0
JFE /R #h# #¥ Korla population 10 1 1 20.0
A1 F-F#¥ Shihezi population 10 1 0 10.0
Fr] 437 /R i Alar population 10 5 5 100.0
i€ Z PP ¥ Turpan population 10 3 1 40.0
F1 FHF ¥ Wada population 10 1 2 30.0
LR 111 population 10 2 4 60.0
WA Fh#f Kashi population 10 1 1 20.0
I %5 P Hami population 10 2 2 40.0
Z= L F B Kuitun population 10 3 2 50.0
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M 1

El1 ERZHIKA Wolbachia B3 wsp EE PCR
FF 18
Fig. 2 PCR amplification of the wsp gene from
Wolbachia in Cydia pomonella
1~3. B[ /R Fh#E; M: Marker.
1-3. Alar population; M: Marker.

2.3 ERBIEMAEA Wolbachia wsp BEE B F
ST

MR A W0 4 AT 50, ey 39 i A B
617 bp, & WAL B E Rk s 192A
(31.1%), 93C (15.1%), 134G (21.7%), 198T
(32.1%) . 3RJF A 2H AT 9 Wl 1K) AT i
W, AT SN 63% LT, HEsT
G+C & & 36%/c A1 INAE, 3X 5 & K H6 4 1
) 0L FN R HARACL . DU 15 1 P 0 A 5 ]
B K AEYHEAE S0 (NCBD Wk b BT
BLAST LU, g5 R W% A Bl HoAlrg 44K
(1) Wolbachia wsp & F 1) R PR AR &y, #f e A
wsp B B %P AILE GenBank 1 [ & k5
h KC832324.
Wolbachia wsp 3R R4 9 5 5140 F -

51
101
151
201
251
301
351
401
451
501
551
601

TGGTCCAATA
ATGGTGAATT
AAAGGCAAAG
TGTTGCGTTT
TTTACTCATG
GATAATTTAA
AATTGAAGAT
CGTATATTAG
TTTGGTTTTG
AGAAATCAAG
ATTTTGATGG
GATGCAGGCG
AGTAGCGTTT

AGTGATGAAG
TTTACCTCTT
AAAAGGATAG
GGCTATAAAA
GTTGAATAAA
CAGCAATTTC
ATGCCTATCA
CACTCCTTTC
CTGGTCAAGT
CTTTATGCTG
GAAAAAAACA
CATACAAAGT
AATTTTT

AAATCAGCTA
TTCACAAAAG
TCCCTTAAAA
TGGACGACAT
GATGCAGATG
AGGACTAGTT
CTCCATACAT
AAAACCCCTA
AAAAGCTGGT
GAGCTCGTTA
GATCCTAACA
TCTTTACAAC

CTTCGTTTCG
TTGATGGTAT
GCATCTTTTA
TAGAGTTGAT
TAGTAGATAA
AACGTTTATT
TGGTGTTGGT
TAAATGATCA
GTTAGCTATG
TTTCGGTTCT
ATTCAGCCAA
ACTGTTGGTG

TTTGCATACA
TACAAATGCA
TAGCTGGTGG
GTTGAAGGGC
TACAGTTGCA
ACGATGTAGC
GTTGGTGCAG
AAAAAGTAAA
ATGTAACTCC
TGTGGTGCTA
ACAGGTTACT
TAGAAGCTGG
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IR TR

GPISDEEISYFVSFAYNGEFLPLFTKVDGI
TNAKGKEKDSPLKASFIAGGVAFGYKMDDIR
VDVEGLYSWLNKDADVVDNTVADNLTAISGL
VNVYYDVAIEDMPITPYIGVGVGAAYISTPFK
TPINDQKSKFGFAGQVKAGVSYDVTPEIKLYA
GARYFGSCGANFDGKKTDPNNSAKQVTDAG
AYKVLYNTVGVEAGVAFNF
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(K 2), #4331 bootstrap & {5 £ H 1 000 X
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4 Dro W4, 3 i+Fig

Wolbachia | 2 53 A1 T 15 B shW#A N, PCR
Kol 7R T 16% By X B 2 3 Wolbachia
R2 BATHERZRE Wolbachia B wsp R FFEE

Table 2 The information of wsp gene for constructing the phylogenic tree of Wolbachia strains

P
il W4 %% Wolbachia w3 gpoc -y i i GenBank %3 &
Associated

Group  Subgroup Wolbachia host species Wolbachia strain Phenotype GenBank accession no.
A Kue R 2 Ho i wKue CI AF071911

Ephestia kuehniella

Mors 1] 5 wMors K41 Unknown AF020097
Glossina morsitans

Riy LR i wRiy Cl AF020070
Drosophila simulans

Mel RS S e wMel CI AF020072
Drosophila melanogaster

AbA SETEIENG WAbA CI AF020058
Aedes albopictus

Eva I ARHR wEva A% Unknown AY390279
Trichogramma evanescens

Uni L S A < /) i wUni T AF020071
Muscidifurax uniraptor

Aus SRR wAus A% Unknown AF020077
Glossina austeni

Pap AL wPap A% Unknown AF020082
Phlebotomus papatasi

Ha Drosophila sechellia wHa CI AF020073

Ha PRI wHa A% Unknown AF020068
Drosophila simulans

Dro A £ 41 e wDro Cl AF071910

Trichopria drosophilae
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B Vul R wVul F AF071917
Armadillidium vulgare

For I 46F /] i wFor CI AF071918
Encarsia formosa

453K 2 (Table 2 contiuned)

Wolbachia i %

4| RI&4| L Associated XA A GenBank ¥ 5
Group  Subgroup Wolbachia host species Wolbachia strain Phenotype GenBank accession no.

CauB iy PR wCauB Cl AF020076
Ephestia cautella

Ori Tagosedes orizicolus wOri A %1 Unknown AF020085

Rap Sk it wRap 41 Unknown AB094373
Pieris rapae

Rap SR wRap A4 Unknown AB024372
Pieris rapae

Rap BZiL wRap A0 Unknown  AB024374
Pieris rapae

Sib Trichogramma siberium wSib T AF071923

Kay I S IR wKay T AF071924
Trichogramma kaykai

Div Trichogramma deion wDiv T AF020084

Con M KR wCon A% Unknown AB056664
Ostrinia furnacalis

Con b EAS wCon CI AF020083
Tribolium confusum

Div Apoanagyrus diversicornis ~ wDiv T AF071916

Pip SEEET wPip Cl AF020059
Aedes albopictus

Pip A wPip F %1 Unknown AB094375

Mamestra brassicae
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Pip R wPip %1 Unknown AB094390
Everes argiades
Pip BRI wPip CI AF020061
Culex pipiens
CL: 405 A S5 F14E ] Cytoplasmic incompatibility; F: ME?:4Y, Feminization; T: 7= MEAIUHE 58 Thelytoky.
67 Ephestia kuehniella(AF071911) ' Kue 7
59 Glossina morsitans (AF020079) ' Moe
45 Drosophila simulans (AF020070) : Rir
Drosophila melanogater (AF020072) 1 Mel
Aedes albopictus (AF020058) i
Trichogramma evenescens(AY390279) E Eva
54 | 26 Muscidifurax uniraptor (AF020071) ' Uni A
Glossina austeni(AF020077) ' Aus
99 25 Phlebotomus papatasi(AF020082) i Pap
) [Drosophila sechellis(AF020073) i -
100 “Drosophila simulans (AF020068) )
— Trichopria drosophilae(AF071910) i b
100 L— < Cydia pomonella(KC832324) } o0 ]
Armadillidium vulgare(AF071917) vl 7
56 Encarsia formosa(AF071918) i For
Ephestia cautella(AF020076) ' CauB
%8 Tagosedes oriziolus (AF020085) E Ori
O | _Pieris rapae(4B094373)
5:4 Pieris rapae(AB094372) i Rap
-Pieris rapae(AB094374) :
] 100 Trichogramma sibericum (AF071923) i Sb
97 ﬂichogmmma kaykai(AF071924) | Kay B
65 —  Trichogramma deion(AF020084) E Div
100 ] — Ostrinia furnacalis (AB056664) E on
97 Tribolium confusum (AF020083) '
Apoanagyrus diversicornis(AF071916) : Div
56 Aedes albopictus (AF020059) E
Mamestra brassicae(AB094375) :
100 i ' Pip
95 Everes argiades(AB094390) :
Culex pipiens(AF020061) : |
—

0.02

2 EF wsp EERFIINERSRIKAILEE Wolbachia R FH U KX R REE

Fig. 2 Phylogenic tree of Wolbachia strains in Cydia pomonella based on wsp gene

(K% (Borm et al., 2003), 3 H[FAFE B GR
Wk A AE d A X A AL X (Werren and Windsor,
20000, CLENSZEGI T B shPrE MR IEAE 2
TR AR SO F TR 10 A b R 1 S

SR AT BEALHIAE PCR AW, &5 5L 0 & Hh 3
FEEI4 Wolbachia WGy, Horp Bl d SR Bl i ek
Yoy, EF 100%, SKRMOPPRE. A9 1 R
TG R, N 10%, UiH] Wolbachia 7t 55 &
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Y Hb BRI P (1) 20 AR AN A 1R o TR AR
P ERCRIRE A A R, S R Bl bk AN (7] M B R p
YLV Wolbachia f&15 BA7 st 72 5, & ANRg
fig b HARHE R

AN SCE K T SR B i 2 b BE RO (S R 2
Wk A4 N IR GE 1K) Wolbachia 1) wsp LR BT R4 K
B o, BGSE R BT Wolbachia .21 55 %38
H B 027 RS 1 Wolbachia YV 403845 BH 55 1)
G, SIRG O RE I H R A 3 s
(1) Wolbachia W41 HAT 1R = A% AT R AHALYE, 7
RS I W — SR o X P R A A A2 )R
o0 7 5 AR N LB Wolbachia B & S REAE
RERE EA—SI G, W] e & T
Wolbachia 1t %5 8] 7K VA% 7 1& 1] ( Ahrens
and Shoemaker, 2005), Rl % -4 A11)
Ay, dUTEVAETFERNERKE N
T2, Bk Wolbachia W75 A4 1w 25 = HEAT R IR
145 (Cordaux et al., 2001). FR K ET L
M Rz 18 & 4L Wolbachia (1) 7K *F- 4%
5, A FEF I RER Wolbachia 1B
P DL RAIE 5K

Wolbachia 3¢5 5 sh W1 vk W B R = & 13542
AW, AAE BRI oA )2, T HRR S 5
REZ ., WP E ERe sk AR EEER, T
TR X Wolbachia [RIFFT TR A= din bl 2% AU )
POz —o SERLEIRAA N 1) Wolbachia 55 Ji# H
a1 W R EE /1 AW Trichopria drosophilae (457
&5, 20100 JEYLI) Wolbachia SES % R, O
SR S A7 A0 e A N TR 3 AR TR Wolbachia J& TR
HHES CIIGEIM A 4 Dor W4, K3,
VT T 3 BBk Y (1) Wolbachia 45 7] fE R FE B A
AL AR B A S AH IR 75 Bt — D I 5
BUE . WA S Wk, ] S5 Wolbachia
BB A Rk . M ELORR, A AT RESTRE
R BRI E g AE . B Wolbachia %4 &
(10 T A B R % G 75 5 4 I AN S A 1 Ok
3 )3 G R AP A
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