KB s coosoucn GioRad aboratores)

T
F18WIEE BAERARETE VM7 S5XT 7EM% E#DNA 100E—/rxn

PCRZ7OS 5L
95°C 10sec

98°C 3sec
60°C 1sec X 45 cycle

FRATIE

Regressionjx Amplification
Curve FitE—F wdo e e e S /_
CqlEFH |CqlESD - I e e e . ."II
Mycoplasma set (N=3) (N=3) = ] : : : c
Acholeplasma laidlawii 3766 0.76 :=': S A
Mycoplasma arginini 37.39 0.49 E
Mycoplasma fermentans 35.60 0.22 ST S S S /
Mycoplasma pneumoniae 36.91 1.00 1 / i
Myooplasma orale 36.50 0.38 7 _ ............... R R R //
Mycoplasma hyorhinis 37.17 0.31 a1 ..
Mycoplasma salivarium 36.42 0.86 | e e
Negative contor! 0.00 0.00 0 10 20 30 40




1 ) 47 CFX96 Touch_(Bio-Rad Laboratories )

7L

F18WMIEE BAERARETE VM7 S5XT 7E % E#DNA 500E —/rxn
PCRZOYTS.L

95°C 10sec

98°C 3sec

60°C 1sec X 45 cycle
fRHTIE

Regression% Amplification

Baseline Subtracted I ' ' ' '
Curve FitE—F 0T
CafE 19 [CofisD | *% 7

Mycoplasma set (N=3) (N=3) I

Acholeplasma laidlawii 36.24 0.48 |= 3000

Mycoplasma arginini 34.25 0.08 &

Mycoplasma fermentans 33.53 0.27 2000

Mycoplasma pneumoniae 35.13 0.58

Mycoplasma orale 35.55 0.60 1000

Mycoplasma hyorhinis 34.98 0.13

Mycoplasma salivarium 34.56 0.18 o+ .

Negative contor!/ 0.00 0.00
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7L

478 CFX Connect._( Bio-Rad Laboratories

F18WIEE BAERARLE v/aT75X< 7H#%

10 CFU/MLRY AT S XY R MR Eah oD% &

PCRZO45 S L
95°C 10sec

98°C 3sec

60°C 1sec X 45 cycle

FEHTIE

Regression;%

Baseline Subtracted

Curve FitE—F

CqfEsFi3

CqfESD

Mycoplasma (N=3) (N=3)
Mycoplasma arginini 34.24 0.32
Mycoplasma orale 34.18 0.39
Mycoplasma salivarium 35.07 0.59
Mycoplasma hyorhinis 34.76 1.48
Mycoplasma fermentans 34.52 0.19
Mycoplasma pneumoniae 35.06 0.82
Achoreplasma laidlawii 33.69 0.47
Negative control N/A N/A

RFU (103

12

10 1

Amplification
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7L

E18WMIE BAERARLE v/ T5X~ 7B
10 CFU/MLY AT S X R0 $ARaRR & A H o D %EE &

PCRZFATS.L
95°C 10sec

98°C 3sec
60°C 1sec X 45 cycle
fRATIE
Regression;%
Baseline Subtracted
Curve FitE—F

Mycoplasma Cafe¥ 3 Cafisb
(N=3) (N=3)
Mycoplasma arginini 32.45 0.70
Mycoplasma orale 31.67 0.80
Mycoplasma salivarium 30.69 0.94
Mycoplasma hyorhinis 33.12 0.33
Mycoplasma fermentans 30.39 0.37
Mycoplasma pneumoniae 33.56 0.28
Achoreplasma laidlawii 31.82 1.78
Negative control N/A N/A

RFU {10*3)

o0
1

12 ::

10 i:

Amplification




B wacoxopsss oo

YT
FISHE BARERALRH v1275X < 7E# Z#DNA 500E—/rxn

PCRFASS L
95°C 10sec

98°C 3sec
60°C 1sec X 45 cycle

m Amplification

T I
Regression 10 Lo e,
Mvcoplasma set CqfET CqfESD P S e i A
yeop (N=3) (N=3) I : : /
Acholeplasma laidlawii 35.85 0.92 S 8 L ST / o A
Mycoplasma arginini 34.94 0.41 = /]
L g :
x U
Mycoplasma fermentans 34.95 0.79 a4 Lol E /
Mycoplasma hyorhinis 35.01 0.99 5
Mycoplasma orale 35.25 0.40
Mycoplasma pneumoniae 33.97 0.61 ol ————— — . —_— . e --;-—_
Mycoplasma salivarium 34.19 0.78 0 10 20 30 40
Cycles
Negative control N/A N/A




B oo @omoin

YT
FISHE BARERALRH v1275X < 7E# Z#DNA 500E—/rxn

PCRFASS L
95°C 10sec

98°C 3sec
60°C 1sec X 45 cycle

m Amplification

Regression
Mycoplasma set Cafe!3 Cqfesb
(N=3) (N=3)
Acholeplasma laidlawii 36.05 0.27 g
Mycoplasma arginini 33.57 0.08 u;"_'
Mycoplasma fermentans 34.15 0.28 o
Mycoplasma hyorhinis 34.63 0.68
Mycoplasma orale 36.81 0.98
Mycoplasma pneumoniae 34.88 0.23
Mycoplasma salivarium 34.12 0.22
Negative control N/A N/A




=Syl
B4FE : LightCycler480 ( Roche Diagnostics)

YT
FISHE BARERALRH v1275X < 7E# Z#DNA 500E—/rxn

PCRZTOY 5L

95°C 10sec

95°C 5sec

600C 3osec X 45 CyCIe Amplification Curves mej‘yl\iﬂﬂ)

29,403

e
26.903

Abs Quant/2"d derivative MaxE—Fk 24415

21.903

19.403

533)

2 16.903]
Mycoplasma set Cr Mean CrSD %

(N=3) (N=3) § 14.403

Acholeplasma laidlawii 35.09 0.19 g 11,903

Mycoplasma arginini 35.28 0.35 £ g40]

Mycoplasma fermantans 35.01 0.23 £903]

Mycoplasma pneumoniae 33.99 0.18 £a403]

Mycoplasma orale 36.65 0.50

Mycoplasma hyorhinis 35.39 0.21 5

Mycoplasma salivarium 36.07 0.31

Negative control 0.00 0.00 5 10 15 2 % A % an 45

Cycles
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H43E . GVP9600 (SHIMADZU)

F18WIEE BAERARETE VM7 S5XT 7EM% E#DNA 100E—/rxn

PCRZ7OS 5L
95°C 10sec

95°C 5sec

60°C 5sec X 45 cycle

FRAT I

27d Derjvative Maxmum3E

CafE*F$5 |CafESD

Mycoplasma set (N=4) (N=4)

Acholeplasma laidlawii 36.82 0.36
Mycoplasma arginini 36.22 0.17
Mycoplasma fermentans 35.16 0.26
Mycoplasma pneumoniae 35.78 0.24
Mycoplasma orale 35.53 0.60
Mycoplasma hyorhinis 36.48 0.57
Mycoplasma salivarium 3597 0.65
Negative contor/ 0.00 0.00

AR AR A

EEIGI_E
?DEI__E
EDEI__E
SEIEI_E

I
[
L

3003
2003
1003

0




'—lq
%ﬁﬁﬁ“ H%3%E : ABI7500 ( Thermo Fisher Scientific )

T
F18WIEE BAERARETE VM7 S5XT 7EM% E#DNA 100E—/rxn

PCRZ7OS 5L
95°C 10sec

95°C 5sec
60°C 32sec X 45 cycle

FRATIE

1 1 3£ Delta Rn vs Cycle
Crossing Point; Detta Rn vs Cycle
3.500e+005
3.000e+005
CaofEF14 [CafESD
Mycoplasma set (N=3) (N=3) amoeses
Acholeplasma laidlawii 34.63 0.26 g
Mycoplasma arginini 35.14 1.27 E
Mycoplasma fermentans 33.20 0.32 gt
Mycoplasma pneumoniae 34.62 0.26 5000e+004
Mycoplasma orale 36.05 042 00006000 = =
Mycoplasma hyorhinis 36.30 0.82 B
1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16 17 18 19 20 21 22 23 24 25 26 27 28 29 30 31 32 33 34 35 36 37 38 39 40 41 42 43 44 45
Mycoplasma salivarium 35.72 0.53 Cycle Number
Selected Detector: Myco1; Start: (Auto); End: (Auto); Threshold: 11967.20019531
Well(s): A1,81,C1,D1,E1,F1,G1H1

Document it: 20170306-Mycofinder-test2 (Standard Curve)
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7L

H%%&E : ABI 7500 FAST ( Thermo Fisher Scientific )

F18WMIEE BAERARETE VM7 S5XT 7E % E#DNA 500E —/rxn
PCRZTOY 5L

95°C 10sec

95°C 5sec

60°C 25sec X 45 cycle

FRATIE

Crossing Pointi&

Sample Name
A. laidlawii

M. arginini

M. fermentans
M. pneumoniae
M. orale

M. hyorninis

M. salivarium
Nagative control

N

CtrMean CtSD

32.33387

32.6103
31.63796
34.29044
35.16909
33.80061
32.77864

1.403156
0.837221
0.999736
0.649584
0.987106
0.590391
0.863554

395000

345000

295000

245000

195000

ARN

145000

95000

45000

-5000

Amplification plot

A. laidlawii M. arginini M. fermentans
@ |\|. pneumoniae M. orale @ |\/|. hyorninis

=
1 3 5 7 9 111315 17 19 21 23 25 27 29 31 33 35 37 39 41 43 45

Cycle
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7L

¥4:%& : StepOne Plus ( Thermo Fisher Scientific )

F18WMIEE BAERARETE VM7 S5XT 7E % E#DNA 500E —/rxn

PCRZ7OS 5L
95°C 10sec

98°C 3sec

60°C 10sec X 45 cycle

FRATIE

Crossing Pointi&

Mycoplasma set CtMean | CTSD

(N=3) (N=3)
Acholeplasma laidlawii 35.18 0.18
Mycoplasma arginini 35.07 0.32
Mycoplasma fermantans 34.02 0.16
Mycoplasma pneumoniae 36.18 0.32
Mycoplasma orale 36.46 0.46
Mycoplasma hyorhinis 36.89 0.29
Mycoplasma salivarium 35.34 0.26
Negative control 0.00 0.00

ARN

45,000 4
40,000 1
35,000
30,000 4
25,000 4
20,000 4
15,000 4
10,000 4

5,000 4

Amplification Plot

0 12 14 18 18 20 2 24 2B 28 30 X M ¥ 38 40 £ 44
Cycle



=
§jﬁﬁ“ ¥E3E - QuantStudio 5 (Thermo Fisher Scientific)

YT
FISHE BARERALRH v1275X < 7E# Z#DNA 500E—/rxn

PCRZ7OS 5L
95°C 10sec

98°C 3sec
60°C 15sec X 45 cycle

m Amplification Plot

1,600,000

Crossing Pointi&
1,400,000
1,300,000
1,200,000
1,100,000
Ct Mean CtSD 1,000,000
Mycoplasma set
ycop (N:3) (N=3) 000,000
= 200,000
Acholeplasma laidlawii 34.70 0.43 S o000
Mycoplasma arginini 32.11 0.33 800,000
Mycoplasma fermantans 33.41 051 ZEEEEE
Mycoplasma pneumoniae 33.39 0.19 300,000
Mycoplasma orale 33.34 0.26 200,000
Mycoplasma hyorhinis 32.73 0.13 m'mz | . . 1
Mycoplasma salivarium 33.47 0.24 2 4 [ & W0 12 14 | @ W B M ¥ M| N B MW W M 4 &
Negative control 0.00 0.00 Cycle
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