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Mycoplasma™= Mollicutes 7Joll <51 SA71A] 87 4:2] 180
% oato] ATt del A Utk(16). Hayflick (10)2 209
F9] Mycoplasma?:3}y Acholeplasmas:o) M| ER|FS] F2 A
folH, 5-35%0°] 3] ol2= MEFE°] 659 mycoplasma
(M. arginini, M. hyorhinis, M.
Acholeplasma laidlawiiy 2 L G=o] Jvkar Busich
Qo] 2L Zopuladel AL BEEA, el AT @
A e A9 So e e, AR Aure)
2doz ds) g AxFE 2] FrkE 4= Qlthd, 10, 19).
Mycoplasmai= MEH0| = Alddh= g AlxEdo] glo] &
Ej7} QA wishe, 270] 02~2 pm=z Zo} A Fu]kg- ujA] o
o] AFS-E= 0.22~0.45 ume] WBEH S B E T34 5 37
o] AETujdE viAE ot 2dE 4 Arh9). T3 AlE
F7} 1FE2] mycoplasmadl] FE O] Qo= wjR]e] TEE,
pHS] W3}, 2|3 AEHAEH 5o 7HAAR1 W} gl7] W
ol L 9x o] FHEEE R E HAlE Il Tk, 13, 18).

TEE A vlo]y 2 WAl gubH o R MEF, Zulua A,
TE 55 ol&3te] Akstal ik W4l Az A tie] bk
ol Ak MlitEA] A B2 og A - AT AREE AL
om o]z Qs AxdAH W FoAds 85k S 4
13te] mycoplasma®] 713 F2 7S AR & AT
(22). EE3}, mycoplasmaZ} AR Z8- M| ETFol| QA= A|EL]
ZAEEE AAFY Al MEHE] 2 GaA] WHale} A
S tiAbol S efekoZ ) A nlolel X wiAle] B85 A&}
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Al &= o, o= S 713 = e AR gHA
ATk, 5, 8, 22). VA F7HASE 8 FEHE 7T E/-F
8 A WS AQJg 2/-8 Auizle) gkate] ATAl@e] o
F2A A5l FES 0183 mycoplasma FH(HEA TS 4
83131 Jth(3). Mycoplasma LG5S FRIsh] Sl W F
e FE-e AlZte] ol AgE Wtk oz}, Feujx]e] 24,
Aol B4 9 gz 5 B2 821 o JFs ws 4
Sl wo] lth@). whebA, HZols MEF 2 seed virus Ul
9] mycoplasma 28-S K} 21& - JE3HA A3 $1s
E24] DNA fluorochrome 92, GEAHA, F3I2H A
318t ZAAPH, Z18]31 DNA probe 71 5ol BRIaE ok,
11, 18, 20). L&} o]t 7HESE Al 9 Al Eu| oA
LAE I A= EE F79 mycoplasma LG9S AE3H= dlol
= SAIZE ATk18). Al 7P A&ska 4A AMSSe 29
HAESWHOZ mycoplasma®] 57 rRNAES o2 3+ PCR7|
Hol BaEyw 9lom, g sk 2B} AFslEo] AT,
8, 11, 13, 20).

2 AFdMe TEE A ulole|x wile) b B FAG
S 98] Wong-LeeSt Lovett(26)7} 9153+ PCR 7\H3} 255
9] PCR HEZ o]&3| thFslt F72] mycoplasma HEEES
H] W& ™, mycoplasma Bl 2 A|FHHA W] mycoplasma
= 91FF o2 HE3 T PCR 71HY ASIAS v - ZAVE
O ZH FEE A vlolgx WAlY A% mycoplasmaEs &3}
2o g &3] 9I%k PCR 719] A8V 71kt
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Table 1] WERd nle} o] 2 Arol] ARS-E #F+= 115°9]
mycoplasma X7, 1579 mycoplasma HJ21F, 7579 M
synovige 21T v=FA15)0] SAE 9 CFR Mycoplasma
AN 37°C, 5% COBIl 1093 Sttt v =<
ST FEE Rl flste] 2E wiAE 107 3]Aste] 2}
B GAE v UYE 100 ul= 9 CFR Mycoplasma 3H8]A] 3
platesoll FE3 tFS FAXANA 59 w3 & FEAAHS
2= 7435}ol A colony forming unit (cfu) T9IZ AlG3F o
- BAAE ARSI 8570 Mt ZHze] ARl A] Hl
Fate] APl ARSI

Genomic DNA &&

Genomic DNA F2-2 Sasaki 5(17)2] ¥HS o] &3litt. &,
template DNA £9-2 mycoplasma ]} 1 mIE 12,000 x gol|
30% PR3 the dEAS AAS T 25l lysis buffer [10

Table 1. List of bacterial and Mycoplasma species used in this study

Species Source

M. bovis ATCC" 25025

M. flocculare ATCC 27399

M. gallisepticum ATCC 19610

M. gallisepticum ATCC 15302

M. gallisepticum ts-11P

M. hyorhinis ATCC 25021

M. hyopneumoniae ATCC 25934

M. orale ATCC 15539

M. synoviae WVU 1853

M. iowae ATCC 33552

M. gallinaceum ATCC 33550

A. laidlawii ATCC 31166

M. synoviae(7 isolates) Field isolates, NVRQS®
Staphylococcus aureus Field isolate, NVRQS
Escherichia coli Field isolate, NVRQS
Pasteurella multocida Field isolate, NVRQS
Salmonella pullorum Field isolate, NVRQS
Salmonella gallinarum Field isolate, NVRQS

Salmonella enteritidis
Rimerella anatipestifer Field isolate, NVRQS
Ornithobacterium rhinotracheale Field isolate, NVRQS

AATCC, American Type Culture Collection.
Bts-11, Mycoplasma gallisepticum (MG) live vaccine strain.
“NVRQS, National Veterinary Research and Quarantine Service.

Field isolate, NVRQS
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mM  Tris-HCI (pH 8.3), 100mM KCI, 25mM MgCl, 1%
Tween 20, 1% Triton X-100, proteinase K (120 pg/ml)]S 37}
3] 60°C, 60%-7F WEEAIZATE T 100°C, 10852t ¥H-3-A1K]

S Lo sE7F XSt 12,000 rpmoll A 1027 AR
23 3 AEAS template DNAE AM&-3193T}

o

il Ali-2 PBSE o83l AlH3 T2, Qiamp Tissue Kit
(Qiagen, Germany)E ©]-8-5}¢] genomic DNAE FZ3}4T

PCR 3 =A

Mycoplasma universal primers ¥ 2%/ A% HEFEL]
mycoplasma AE FE8AS BIRFRASH] Yste 8F9
mycoplasma X5, 1572 M gallisepticum ¥ 215 (ts-11), 12
I 8FY Mg ol&std HAASHAT E3E, mycoplasma
universal primers®] ZF2] mycoplasma A& FEAZAE £
F-2 mycoplasma EFF 45 2 M synoviae w25 15
ol g5}0] 37} XTI,

Mycoplasma universal primers 312} Hol7l A9l gl A
o7 47 16S RRNA FAAE 7]1Z2E 3t 464 bpe] PCR
2HEo] SEEEE 319kE Wong-Lee9} Lovett (25)9] *iol &
sto] sl o, WheEddM e A7AFEc] PCRY| 7}
Wk3-2 94, 60, 72°C)o A ® cycle PFE} ramp timeS 1324
AR o B A A= ramp timeS A SHA] &I THTable
2). PCR ¥F-2- 2 2] 10 x PCR bufferMgCl, 37}, 20 mM),
1wl ANTP(10 mM), 232} 1 pl®] universal primer A$} B(10pM/
ul), 0.1 ul Tag DNA polymerase(SU/ul), 2 ul sample DNAS- &
3k & HF whgFo] 20wt HeE Wi SHTE 7RI
© 1 DNA thermal cycler(GeneAmp PCR system 9600, Perkin-
Elmer, USA)Z ©]-&3}a] Table 29} o] W3-8 A8t
2] A1# HASFIEQ] PCR Mycoplasma detection kit(Takara Bio
inc., Japan)?} Mycoplasma PCR ELISA kit(Roche, Germany)<
AzAke] B AREEAdl Fdte] A1l ol 88l ¢, & 4
-2 PCR7IW7T mycoplasma HE5°]4 HluE HHOZ 3o
RAFS] Mycoplasma PCR ELISA kita #|ZAF] lysis reagent9}
PCR premix?HS- ©]-8-3}39t}. PCR SF4HE-2 ethidium bromide
(0.5 pg/mly©] H71E 1.5 % agarose gelollA] 217|953 & UV
transilluminator®l] 4] 5-©] bandE- F&3}A T

PCR7|H2| S0|= =At

Universal primers, RA} ¥ TA} PCR ZEE o] &3t 7}7}9]
PCR ¥9.9] S48 ZA137] Slake] A UIEZ M ordle®
AHERROT, 70l £3] e se] Adigete] st
ol A] Q13 PCR WHEEA10 2 PR AAISH] 2171] PCR

Table 2. PCR conditions for detection of mycoplasma DNA by using universal primers

Primers Nucleotide sequence(5' — 3')

Reaction condition

Denaturation Annealing Extension Cycles

A GGC GAA TGG GTG AGT AAC ACG
B CGG ATA ACG CTT GCG ACC TAT G

94°C, 1min 60°, Imin 72°, 5min 30
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PCR 7|Ho| OIZt= Z=A}

NAEE ZARH] 93] 459] mycoplasma FETE ©]&
3} universal primersZ PCRE AAISIATE 479] EFEFE 10
U7F wg3E & 9 CFR Mycoplasma AR]A]Z 107 3]43+
S, AFE g3l 2 FGAE wFE 100 uS 9 CFR
Mycoplasma ZH1HiA]oll HF3130 .1, PCR XIS 918f 2} 3]
AGAE W FE [ mlE ARSI

SE3 ‘Y vlo|2{A #2l0] cHst PCR 71'He| RIZ=
o1F B3 mycoplasmaE: ©]83+ PCR Y17 % ZAx
2 Al wle] tigte] A8 7Fs$t PCR 719 WIAES XA}
7] $13 WS mycoplasmaE AlTEE FEE A nlolgi~
WiAlo] HES & AEIAE v} SFATh HA AGA 9
Ad 9 Zepupoly s A 3 Azl 7)) spEblole 2 A
AZMANE 242} sjlor Balgt & A laidlawii WHEH (10
cfmlye F7FE s 103481 37°CollA 204131 v gstal 5
219 25 AlGE $ PCR 7HE| HETAIE vl AT

%
=
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4 It
ZtZto| PCR =Z40]| (2 ZRSE 72l mycoplasma ZE
952] mycoplasma®ll th3}>] universal primers$} A% HE Z
E(TAL, RADTES] AE 84S vlazAL sH3ATh Universal
primers®] 73, A laidlawii, M. orale, M gallisepticum, M
synoviae, M. bovis, M. hyopneumoniae, M. hyorhinis, M.

464 bp —

550 bp —

Fig. 1. Detection of Mycoplasma spp. by PCR using universal
primers(A), R company's kit(B), and T company's kit(C). Lane M,
100 bp DNA ladder (Bioneer, Korea). Lane 1, A. laidlawii; lane 2, M.
orale; lane 3, M. gallisepticum; lane 4, M. gallisepticum (vaccine
strain, ts-11); lane 5, M. synoviae; lane 6, M. bovis; lane 7, M.
hyopneumoniae; lane 8, M. hyorhinis; lane 9, M. flocculare; lane 10,
mock; lane 10*, positive control template of T company's Kit.
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Slocculare 2 S/dNZTl thall PCRE A3 Ay, SXdI=
TS A)9E ZE mycoplasmal] thal] 464 bpe] 5] band7}
A A hFig. 1). §FH A ASFESQ] RA ZEE A8
3t HAE F8A4 A AARE A9 AU, M synoviae
D M flocculareS A28+ EE mycoplasma®l] thsle] eF 550
bpe] £o] band7} BEAEJT. 28]l TAF AES ARSEF A
A laidlawiis A28 BE mycoplasmaE HET 4 JUoH,
FENEY A7l AFol Wt M orales 423 bp, M
hyopneumoniae= 681 bp, M. hyorhinisc 448 bp, 2T
810 bp AHEo] T QT T3, AL ARSAEA ] A5
A ¢k Aol UIst HETS AL M gallisepticum®} ¥
AFQ1 ts-11= F 850 bp, M. synoviaeS}t M. bovis= F 510bp,
M. flocculare= 2F 590 bp F719] T}t 74} SF4HES &
A& & AAHFig. 1).
Universal primersE 0| &8t =7 {2l mycoplasma ZHE

Z5F 79 mycoplasma®l W3l universal primerse] HAZE71s
S F71E ZABE vl 4579 mycoplasma EFF L 7] M
synoviae T2 A BF 464 bpe] 5°] band7} TEEFUTH
(Fig. 2).

ZtZto| PCR =Z40]| (2 mycoplasma ZHE S0|=

Mycoplasma €570] oPd S, aureus 5 GRHHIT 859l W}
universal primers} A% A& ZEQ] TAF 2 RALY] ZHEEA
S Blal - AR A}, AL83 BE PCR 71HolAM A vzt
Q1 M oraleg AL FAGE Y9AITE A= DNAT
el BEER o} Z42e] PCR AZ7WH e Solido] 914
= ATHFig. 3).

PCR 7|'42| mycoplasma Z4& BIZtT

Universal primersE ©]-&3F PCR 7|2 4. laidlawii & &
49l MycoplasmaZ:it2] PCR  ZAEIHAIE ZAMSHE 4.
laidlawii®} M. boviss 10* cfu/ml, M. orale= 10° cfu/ml, M
gallisepticume 10% cfu/mlZ T we} Zzke] =7} 4
ojgl Aoz I °F 1~100 cfmle] FEO|A
mycoplasma 7&0] 7Fs &S RISt (Fig. 4).

Fig. 2. Detection of avian Mycoplasma spp. by PCR using universal
primers. Lane M, 100bp DNA ladder (Bioneer, Korea); lane 1, M.
gallisepticum; lane 2, M. synoviae, lane 3, M. iowae; lane 4, M.
gallinaceum; lane 5 to 11, M. synoviae isolates.
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A

Fig. 3. Specificity of PCR using universal primers (A), R company's
kit (B), and T company's kit (C). Lane M, 100 bp DNA ladder; lane 1,
M. orale; lane 2, Staphylococcus aureus; lane 3, Escherichia coli; lane
4, Pasteurella multocida; lane 5, Salmonella pullorum; lane 6, S.
gallinarum; lane 7, S. enteritidis; lane 8, Rimerella anatipestifer; lane
9, Ornithobacterium rhinotracheale.

SEE ‘Y vlo|2{A #41 LHo| mycoplasma LU HE

TEE A vlolgl2 WAl HiA] AGA 973 E ZE} nlo]
Y2 A EF Az I spEbloll 2 A Azu e tjs)
o] PCR 7|H9] A&7V 2 1 YI=EE gRIs] $18t, 4.
laidlawii®] Wi FN-S Z42ke] wiAlol] HFate] 107 3]A4g §
20A1ZF BFeE A3 vl HFETEE 10! (1.3 x 10%cfu/ml
2 ZRIFAIL, PCR 7IHe HAEMIE =R AE8 AdE ¢
ZE} vlo|H 2 £ AzMAle] A9 10" (1.3 x 10")cfu/ml,
A srutole s A AXMAY AS 10* (1.3 x 10%)cf/mlE
ZAKE Y], TEE& A WAIU9] mycoplasma 2 HESHAI= <&F
10~100 cfwml= 7 wjFHol tigh AESAS} fFrAkgE D=7}
FRI= Ak (Fig. 5).

7.5 6.5 55 45 35 25 15 0.5 -1.5 -2.5Mock

M_65 55 45 35 25 15 05 -1.5 -2.5 -3.5Mock

. L
b sy e T SRl el
M 51 41 31 21 1.1 01 -1.1_-21 -3.1_-4.1 Mock

|

360 bp—
Fig. 4. Sensitivity of the PCR assay for the detection of A.
laidlawii(A), M. orale(B), M. bovis(C), and M. gallisepticum(D)
using universal primers. The numbers of organisms in a assay were
indicated over the panals(in log cfu/ml). Lane M, 100 bp DNA ladder.
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A 0.1 -1.1 -2.2 Mock
464bp —

B . 4.1 3.1 2.1 1.1 0.1 -1.1 -2.1 Mock
464bp —

Fig. 5. Sensitivity of the PCR for detection of mycoplasma spiked into
the vaccine. 4. laidlawii (10%° cfu/ml) was artificially inoculated into
swine transmissible gastroenteritis-rota virus combined vaccine (A)
and canine parvovirus vaccine (B). Decimal dilutions of the mixture
were incubated for 20 hr and then were amplified by the PCR. The
numbers of organisms in the PCR assay were indicated on both upper
and lower panels (in log cfu/ml). Lane M, 100 bp DNA ladder.
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2% MEafd 5ol 9% mycoplasmasS AE3sH] % &
< PCR 7IY B AZET} JdE o] A8l STk, 11,
12, 13, 17, 18, 20, 21, 26). ¥ AFNME A|FAHE 2F9
mycoplasma FAZZ E 2} mycoplasma A& SolAdd 940w 7) &
. 4 A U= Wong-LeeSt Lovett (26)2] universal primers
E AA AZFsle PCR WHEEAS IF WAS F, 4%
mycoplasma ¥ AlTE9]] tg PCR AZE50]43S vl - Hr)s)
Aok EZH FEE A vlolEz wigle] A 9 FERFYE
$13l universal primersE ©]-83F FE-& A nlo]ez WAl tj
g+ PCR ZAPHO] A& 748 W7kt 7129 AA=ol
2]&1A universal primersi= 168 rRNA §-AXS AR 3l A
¥ F9 AW M hyorhinis, M. arginini, M.
pneumoniae, M. fermentans, M. orale, M. pirium, A. laidlawii,
Spiroplasma mirum 55 50|80 2 AZE3s= ASE L#A 9l
om & Aoy AR FE WAl YojubA] RES
AAE AL Baskal Qok26). £ Al e 71E A7
o] High 5 o]2le] FopA|dAN RHIHHESE of7|sh= M.
bovis, HAANA FAH HEHES dovty IHIA M
hyopneumoniae, A 2] ZF 7)Aol E3HA EA)5hH, v¥AA 1
M. flocurlare, FoA T 3713 AWES oplshe=
gallisepticum™} oA 7] AH L FAFS of7|sk=
synoviaeS U’FO-Z universal primerse] HAE5-0]/3-S ZAKSH v
ARG BFAA Hol|FFAES ERlFe] 3L
mycoplasmaE AE3}7] 913l FH3] AT AoE AT
Atk &, 71E AFHEAM H8]E Hol gle 2R M

R X
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iowae 2 M, gallinaceumﬂl' SR M synoviae 77 o
3o PCR 710S A8 A7), ABHF BFoN Hol2F 0
2 B 5 glol, =R WAL AR, ASBY, =7 9
SolA mycoplasma 7449 = LEFEE 1AF o2 B0l Vs
e & = AU Mycoplasma Foll W} G7IME 2 1 =
7190 ze)7t U= Aoz deF 165~23S rRNA spacer F-H&
SEANA Z2te] gl wet aeFe 2719 SFEC] AEH
Al 3ty Z+249] mycoplasma 75 PCR SE4HE9] I7|=2 &
4% 5 RS ALY TAe AES AMge 859
mycoplasma 55 % WAFE ZAAEIGS wl, ARALY] A
Aol AFHA B A laidiawii S A s} 754 F
420 bpellAl 850 bp Abole] Thst A7])e] SEEES 1T
T JAY. PCR FFAHES biotin-labeled capture probeZ
hybridizationA|] EAHIGHOZ mycoplasma L J-F-F= &l
Bl RAF A A9, AZALS) ALSAEAG] AR ok
M. synoviae 2 M ﬂocculare‘ﬂ] s SZAES 301g
At A, B AFoA= PCR 7[Holl 23+ mycoplasma 73
Z5014 Al FE Fol ARE 73857 Wil PCRo|
A AEEA] k8 259 mycoplasmaZ} GAH S H(ELISA)ON A
F7t AEE 7Fee AR Eellernz, A E W primers
o] HEEoY AR 9HAE F flo] Yo fIdT
mycoplasma 750l tiste] 7] ZIES] BAFA Yl o5k £4
4 PCR TF2HE9] A7IM G 40l tigh AP} BaE oo}
g R0 = AlEHrt)

Z+* Eldering 5(7)2] Ha1ol 98P mycoplasmas}l Al538}H4
©° 2 GASE B subtilis 5 7579 1A 3l universal
primers= PCRE 2AEHE 7-10—?—, S. epidermidis, B. cereus, B.
subtilis, S. bovis, C. sporogenes, M. luteus, C. pseudodiphteriticum
oA 430~464 bpe] FFLHEO] ERlF o], WAEE/o] S
Busla o} B AFoiM= 23U Q Enterococcus faecalis
(ATCC 29212), Bacillus subtilis (ATCC 6633), Staphylococcus
epidermis (ATCC 12228), Streptococcus gallolyticus (ATCC 9809),
Clostridium difficile (ATCC 9689)3} 138541 Pseudomonas
aeruginosa (ATCC 27853), 579l Candida albicans (ATCC
90028Y5 F7t= FAlste] A7 A3, E. faecalis, B. subtilis,
S. epidermis, C. difficiled~] 400~500 bpAlo]e] Tkt =7]9]
PCR ZEHESo] sl wAHgHo] A% 9lgo] He1wo]
Eldering 5(7)2] 233} FAFE-S & 4= JATH(data not shown).
TR, W SR FYsIEAN BE A lolels
#1412 mycoplasma Wl F-S 913 S A)7E obd kAl ul
& MRS 087 TRABNAE AT o] ZAl o
gAY g% gl 75 AF 5o WHOE PCROJA HIEO]
2o HEHe gl g wheAdS wiAd = 9l
S AoF A7bEH, 712 PCR S5 Uist 47|1ME #
A& Waste] AARA GA 74ES 8T T o] 5ol
of] thgh FAlH o] ZH =22t AT
durx o 7 A Eujde] L AE mycoplasma 3% PCR 7|59
AE= 10 cfumle] HEPAIE Heldha Y&A ghovas,

g
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20, 23), F o= DNA FZHH(17), nested PCRH(20), hot-
start 7ag DNA polymerase®} Touch-down PCR¥H 2] AR8-(7), PCR
zx79] AR @1, 24) 59 NS B3t wl=(15) 2 FHE
Z6)ell AFE A vlole] WAl gk Aui el AEFHA
Ql 1~100 cfmlz FARE IAEE Beltal Byslal itk &
3] Wirth 525y 16S rRNA F-3#}e] o7} F& Hiof uj
3k primersE A4S §F nested PCRS F33IHS Wl 12
genome copy®ll SBE= 1 fg2] Mycoplasma DNAS HAEE
QS-S BTt 9, Sasaki(17) 5 FUE lysis buffers
ARESEe] AAE A WAl Q1FH R HIIAIZl M. hominisOl
g PCRE AAEIS W W37} 300 cfwmlZ Barste], £
AlFoA 45229 mycoplasma Bl Y-S A A3 ¢ 2 2%
o] A Azl A. laidlawii W FH-S HF3t] 20417 v gk
= Al@gk PCRO] YIZEE Hlw ZANgHL F 7ER]) Y 25
10~100 cfml®] AEIHAIE Uehfo] 7|&9] A+ Axfe}l A}
3 e E syt 2y, Kojima(l4) & M
gallisepticum®] AT TA TE58 A vlo]g]2 WAl
M. gallisepticum WFN-ES 7k & 793 wlYst] PCRS 4
Algk A7, 10 (Le)cf7HA] AES ZAo0E Buste] £ A9
mycoplasma & W=7} b oA = Ao F Uetou o
AH oz 7|Ee Wike A7AAEF vlwe] E o HlwA &
33 oz AZEAY. o]# 3 mycoplasma o WE
PCR A&7 ] W77} dolepA el olfze EE4A
HOo g ARRS= cofwml APFHHOl T FA] o ARE-gE v A e] F
i, Y 21, 7o FA9A 2 7] AE 75 Tl wEr |
A=F g2A e = S Aoz FEY. a8y g
o) de] W& AlFto] aEe AuidH ARSEE v s
A EE AEE A8t PCR 7H T} Hgthd Bt
W2ska AE8SHA mycoplasmal] L FFF-E AANE F S
o2 Atz Hrt.

£ A7 475 F3ted 3t £ W universal primerss
©]-8g PCR 712 FHHE mycoplasma HEs E =2 V17
TE5 Yello] 558 A nlo]g{~M A mycoplasma 2 35
& A& - A AES F U 13 23Ed VHeE &8
7P Aoz ATAFH A
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ABSTRACT : Application of a PCR Method for the Detection of Mycoplasma in Veterinary Live Viral Vaccines
Woo-Jin Jeon, Byoung-Han Kim*, Byeong-Yeal Jung, Dong-Jun An, Chul-Hyun Yi,
Hwan Jang, and Gab-Soo Chung (National Veterinary Research and Quarantine Service,
Ministry of Agriculture and Forestry, Anyang 430-824, Korea)

We evaluated the PCR assay and two commercialized PCR kits for the detection of mycoplasma in veterinary viral
live vaccines. The PCR assay could specifically detect all the tested Mycoplasma spp. and Acholeplasma spp.,
whereas two commercialized PCR kits did not. Also, the specificity of the PCR assay showed that 4 reference strains
and 7 field isolates belonging to avian mycoplasma species could be all detected. The sensitivity of the PCR assay was
determined using pure cultured Mycoplasma spp. and Acholeplasma spp. with a range of 1 to 100 colony forming
units/ml in 9 CFR Mycoplasma broth. To test the availability of the PCR assay for veterinary live viral vaccines, A.
laidlawii was artificially inoculated into the swine transmissible gastroenteritis-rota virus combined vaccine and
canine parvovirus vaccine, respectively and the sensitivity of the PCR assay was similar with the result of cultured
samples. In this study, the PCR assays could be used as rapid and sensitive methods for the detection of mycoplasma

in veterinary live viral vaccines.



