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DFreeze
BR.T.

Ratio (Reading B / Reading A)

Negative 105 102 103 102 10 1 Positive

M. Fermentans (dilution)

Fig.1 Mycoplasma detection by MycoAlert

Fieeze R.T. Cont.DNA

1stPCR

Eréeze R.1: Cont.DNA
2ndPCR M N 105 10410°10210 1 10° 10410510210 1 © f

g_
-

o: Morak
f: M fermentans

Fig.2 Mycoplasma detection by Nested PCR
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Fig.3 Mycoplasma detection by real-time PCR method

121



Table 2 Mycoplasma detection results by real-time PCR

RT. Freeze
Mf'grmgnta Ct Tm Detecti Ct Tm Detecti
ns Dilution on on
1 14.45 79.1 + 11.4 79.1 +
10 18.25 79.1 + 15.57 79.1 +
102 19.49 79.1 + 18.63 79.1 +
103 2227 79.1 + 2921 79.1 +
104 24.77 79.1 + 26.37 79.1 +
105 28.8 79.1 + 27.95 79.1 +
Fositive 29.44 79.7 $
cont.
Negative 37 735 _
cont
401
35 DFreeze |
3.0 : BRT. |—
E 25
‘3 . rs
g 20 ! me
2 e i
215 o
< = :’h
1.0
0 < £ ] P 2] = SR
Water Water 105 104 108 102 10 1  Morale M fermentans
( extracted)
M. Fermentans (dilution) Positive cont. DNA
(1pg reaction)

Fig. 4 Mycoplasma detection by PCR ELISA method
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Table 3 Comparison of Mycoplasma detection methods

M fermentans dilution
1 10 100 1000
(4.5 x (4.5x (4.5 x (4.5x L Ll
(450 (45
i LoP Ly 102 | ¢FU/Mml | CFU/mID
CFU/ml) | CFU/ml | CFU/ml) | CFU/ml
Freeze + + +/-
MycoAlert
R.T. + + + +
PCR Freeze + + + + + +
(st PCR) RT. + . . + + +
Nested PCR Freeze + + + + + +
(2nd PCR) R.T. + + + + + +
Roul S Freeze + + + + + +
PCR R.T. i + + + + +
Freeze + + + + + +/
PCR-ELISA
R.T. + + + + + +

Table 4 Comparison of detection of Mycoplasma DNA by PCR methods

Mycoplasma Real-time PCR PCR-ELISA
DNA/PCR "
reaction M. hyorhinis M. orale s M. orale
hyorhinis
100pg 3/3 3/3 n.d. 5/5
10 pg 3/3 3/3 5/5 5/5
1 pg 3/3 3/3 5/5 0/5
100 fg 3/3 3/3 1/5 0/5
10 fg 1/3 1/3 0/5 0/5
1fg 0/3 0/3 n.d. n.d.
0.1fg 0/3 0/3 n.d. n.d.

n.d.: not determined
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RO/ TS EDERBEBEZIT) L &bz, ¥ 7 RAEIE L ORI ER
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FI7E)VB—a VICEBTHDZ ERbhot,
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v b, ABFEFTEAE L D TEES W
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