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Fig.1 Colony (A) and electron micrograph (B) of the isolate YYO801. The arrow indicates the single membrane. Scale bars: A: bar=100 pm; B: bar=

600 nm.
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Fig.2  Growth curves of YYO801 and Spiroplasma melliferum in R2
medium (30°C).

2.3 NERKNEREYFFNE

BIFE YY0801 7E R2 ¥ A& 3% 77 2k b AL K R 47,
30°CHFERTFE 2 d Br IR Sk mh n] A8 b 3t mr DL
L2 H 0.45 pm-~0.22 pm MR Fs FL U8 8 s E A5 iR 2R
ML (1) R2 Ki Rk, AN ALK s 765 AN TR AL (500
1000~1500~2000 U/mL) % N 7 % 2= #1[10 R2 W14 5%

Tk T AR R AR 6 2 B S D- SO A S B
ANBER T Ee B D=1 FUE - Ll 200 L LB R0 RE R
RE SR ZUAR R 208 ;s AN REF FH K 38, IX SESE AR 5
FRUE TR BR Spiroplasma melliferum 564> —Ff. £ B HL
BRI R T, YY0801 I B BE 258 0.75 cms
S. melliferum AR EEEA 0.70 cmo
24 NEEMMARRZEZEESN

A S 55 29 8513 2] 16S rDNALITS J7 41K
FE#E 2124 1400 bp ) 7 B 7 512 28 GenBank ( 16S
DNA 7 41 5 24 FJ598337). {E GenBank 1 AT
BLAST Lb X}, 45 R 2R A7 5148 5 Spiroplasma
melliferum BC-3 ( = ATCC33219) AH AL & &, ik £
9% . M 165 DNA F @AM, KI5 S.
melliferum 8, A REAE N 72 3). MG 1TS
R ) R S8 B B H 58 F0 16S rDNA R AHEL.
3 b

(S0 N B e e B = A S S W N
W 1 2 B R X 2 1 B e by 2 2, I A A
i B H OO H B H A B B U
JRARER A1, K 2 R R AR 5 1 2 Ok RO HLAE R
A . AE B A AN, B D A T b i b
A, RHE IR B IARIE- . AP
R A T S TE WA W C Phytomia zonata) J& T XU# H
iRl FOB LTI, A IR, At B, ST R
RIE AL BT SORBELL, 75 1 BOW 31 (4, 5% %
B PER RO, B AR M BN B A R b BCR
TR A E, LRIk . PERfE 4 ~9 HEM

© o PR R A PRl R 378 85 R P PR


Absent Image
File: 0


PUPEUTEGE

BT W B LA T 2 38 B HL AR AR A R 2 3R (2009)49(6) 789

0.02

82

80

100

Spiroplasma velocicrescens MQ-4 (AY 189311)
Spiroplasma chinense CCH (AY 189126)

Spiroplasma culicicola AES-1 (AY189129)

Spiroplasma floricola 23-6 (AY189131)

Spiroplasma diminutum CUAS-1 (AY189130)

Spiroplasma gladiatoris TG-1 (M24475)

Spiroplasma helicoides TABS-2 (AY 189132)

Spiroplasma litorale TAAS-2 (AY 189306)
= 100 I: Spiroplasma corruscae EC-1 ( AY189128)
89 Spiroplasma turonicum Tab-4c (AY189310)

Spiroplasma montanense HYOS-1 (AY 189307)

I: Spiroplasma sabaudiense Ar-1343 (AY 189308)
1001 Spiroplasma alleghenense PLHS-1 (AY189125)

Spiroplasma leptinotarsae LD-1B (AY189305)

Spiroplasma lampyridicola PUP-1 (AY189134)

100 Spiroplasma syrphidicola EA-1 (AY189309)
Spiroplasma chrysopicola DF-1(AY189127)

100 Spiroplasma insolitum MSS (AY189133)

100 Spiroplasma phoeniceum P40 (AY772395)

Spiroplasma citri Maroc (M239424)
85| Spiroplasma melliferum BC-3 (DQ004905)

2L o Spiroplasma sp. YY0801 (FJ598337)

'3 #RE 16S rDNA FHIHE R G4 B (NJ 3£,1500 %

Mycoplasma hominis ATCC 27545 (M24473)

Fig.3 The 16S tDNA phylogram based on neighbor-joining (NJ) with 1500 replicates. Mycoplasma hominis ATCC 27545 was used as an outgroup strain.

The numbers at the nodes indicate the bootstrap values. Bootstrap values >70% . Strain names are shown next to the organism names and GenBank accession

numbers are given in parentheses. Bars 2% indicates the genetic distance in the NJ tree.
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Isolation and characterisation of Spiroplasma sp. from Phytomia zonata (Diptera:
Syrphidae)

Shuyuan Liu, Hanshou Yu™ , Meng Su, Yongxuan Chen, Ziyi He, Zhiwei Wang
(Key Laboratory of Microbiological Engineering of Agricultural Environment, Ministry of Agriculture, Nanjing Agricultural
University, Nanjing 210095, China)

Abstract: [ Objective ] To obtain the spiroplasma resources and characterize the spiroplasmas from insects in China, as well as
study the taxonomy of spiroplasma based on biological characteristics. [ Methods] We determined morphology by using dark field
and transmission electron microscopy. The biological characteristics of the spiroplasmas were studied by using conventional
culture-dependent method and phylogenetic analysis based on 16S rDNA. [ Results ] Based on morphological characteristicss
biological characteristics and phylogenetic evidences, we studied the taxonomy of the strain YY0801 isolated from Phytomia
zonata (Diptera: Syrphidae) . The isolate grew well in R2 liquid medium and could pass through 0.22 pm and 0.45 pm filtrate
membranes. The colony was grain-like in solid medium. Through electron microscopy, the isolate YY0801 exhibited helicity
during their exponential growth phase. The isolate YYO801 was able to ferment glucose and D-fructose and to catabolize arginine,
but did not to hydrolyse urea. The isolate was resistant to ampicillin (2000 U/mL) . The phylogenetic relationships based on 16S
tDNA supported YY0801 grouped with the serogroup | and was close to S. melliferum .[ Conclusion] The result indicated that
the spiroplasma isolate YYO801 was close to S. melliferum, but further designation need support of serological analyses.

Keywords: Spiroplasma sp.; Phytomia zonatas biological characteristics; phylogenetic analysis
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