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Fig. 6

Amplification

Amplification

9000 3
8000 3
7000 3
6000 3
5000 &-

RFU

4000 4
3000
2000 %
1000 3

03

No. Template”  THD Primer? Temperature Ctvalue
1 - + 55T -
2 + + 56T 5.32
3 - + 65T -
4 + + 65T 5.09

1) Template is a synthetic oligonucleotide for S. aureus gene.
2 THD primer has a conventional structure with a dual tabel.

Fig. 7A

Amplification

-f’Ab?No..LZandd .

No. Enzyme  Template? Pr.li-r:g 2 cd:".}'P‘;f Ctvalue
1 - + + - -
2 +* - + - -
3 + + + 500 uM 3.33
4 + + + 200 uM 1.71
5 + + + 20uMm 1.38
6 + + + - 2.23

) Template is a synthetic oligonucleotide for S. aureus gene.
2 THD primer has a conventional structure with a dual label

Cycles
No. Template™ F;rri\:v“aerrd Probe® R':_‘i':‘:e Ct value
1 + - + Primer! -
2 - - + Primer -
3 + THD? - Primer 19.45
4 - THD - Primer -

6000 ]
5000 ]
4000 oo ]
B 300 4 ]
2000 1
1000 p
0 r
[
Forward Reverse
1) 3)
No. Template’ Primer Probe’ primer Ct value
1 + - + Primer® R
2 - - +* Primer -
3 + THD? - Primer 18.27
4 - THD - Primer .

1 Template is a genomic DNA of S. pneumoniae.
2 THD represents a THD primer having a conventional structure with a dual label

3 Probe has a conventional structure with a dual label and a phosphate at its 3'-end.
4) Primer presents a primer having a conventional structure without a label.

") Template is a genomic DNA of N. meningttidis.

2 THD represents a THD primer having a conventional structure with a dual label.

9 Probe has a conventional structure with a dual label and a phosphate at its 3'-end.
4 Primer presents a primer having a conventional structure without a label.
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Fig. 9 Fig. 10

Amplification Amplification
5000 r T T T T
4000 L. ]
3000 4 4
2
&
2000 L-ooins . . ]
1000 Foone i b /4«- No.2,3and4 11 20 i 0,23 4004,
3 ———— S————]
0 10 20 30 40 0 10 20 30 40
Cycles Cycles
Forward Reverse ) Forward Reverse
7 No. Template” A Ct value
No. Template Primer primer Ct value P Primer primer
1 SP THD?2 Primer® 23.91 1 NM THD? Primer! 21.60
2 NG THD Primer - 2 NG THD Primer -
3 NM THD Primer - 3 SP THD Primer -
4 - THD Primer - 4 - THD Primer -
" Template is a genomic DNA of S. (SP), N. (NG) o N. meningitidis (NM). ") Template is a genomic DNA of N. (NM), N, (NG)or . iae (SP).
2 THD represents a THD primer having a conventional structure with a dual label. 2 THD represents a THD primer having a DPO structure with a dual label
3) Primer presents a primer having a conventional structure without a label. 3} Primer presents a primer having a conventional structure without a label.

Fig. 11 | Fig. 12

Amplification Amplification
1000
Fd
&
No. Template" Forward Reverse Ct value No. Template? Forward Reverse Ct value
Primer primer " Primer primer
1 10 ng THD? Primer® 18.98 1 10 ng THD? Primer® 18.09
2 1ng THD Primer 2262 2 1ng THD Primer 21.60
3 100 pg THD Primer 26.27 3 100 pg THD Primer 24.93
4 10 pg THD Primer 29.96 4 10 pg THD Primer 27.90
5 1pg THD Primer 32.65 5 1pg THD Primer 31.87
6 0.1pg THD Primer 37.65 6 0.1 pg THD Primer 35.59
7 - THD Primer - 7 - THD Primer -
" Template is a genomic DNA of S. pneumoniae. ) Template is a genomic DNA of N. meningitidis.
? THD represents a THD primer having a conventional structure with a dual label. 2 THD represents a THD primer having a DPO structure with a dual label.

3 Primer presents a primer having a conventional structure without a label. 3 Primer presents a primer having a conventional structure without a label.



Fig. 13

RFU

Amplification

6000

5000

4000

3000

2000

1000

ey

10 15 20
Cycles
No. Template? F:rri\:v“:r:l Rper‘i’;:e Ct value
1 SP THD? Primer? 2.57
2 NG THD Primer -
3 NM THD Primer -
4 - THD Primer -
) Template is a genomic DNA of S. {SP), N. (NG) or N. is (NM).

2 THD represents a THD primer having a conventional structure with a dual label.
3 Primer presents a primer having a conventional structure without a label.

Fig. 15

Amplification

No. Template"  Forward primer Reverse primer Ct value
1 + THD? Primer 27.93
2 + Primer® THD 26.90
3 + THD THD 26.72

) Template is a genomic DNA of N. gonorrhoeae.
2 THD represents a THD primer having a DPO structure with a dual label.
3 Primer represents a primer having a DPO structure without a label
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Fig. 14

Amplification

0 : % . No.8 aru;i 9
5 10 15 20
Cycles

No. Template? F:rri‘:l"a;f Rper\i/;r:re Ct value
1 10 ng THD? Primer® 2.09
2 1ng THD Primer 1.85
3 100 pg THD Primer 2,01
4 10 pg THD Primer 218
5 1pg THD Primer 7.59
6 100 fg THD Primer 10.55
7 10 fg THD Primer 13.24
8 1fg THD Primer -
9 - THD Primer -

) Template Is a genomic DNA of S. pneumoniae.
2 THD represents a THD primer having a conventional structure with a dual label.
3 Primer presents a primer having a conventional structure without a label.

Fig. 16

RFU

Amplificadon

7000

6000 4

5000 4

4000 4

3000

2000

1000

No. Tempit) TR e pamer  Gtvabe
1 + THD? + Primer 26.63
2 + Primer® + THD 25.88
3 + THD + THD 25.10

1) Template is a genomic DNA of N. gonorthosa.
2 THD represents a THD primer having a DPQO structure with a dual label.
3 Primer represents a primer having a DPO structure without a label.

4 Internal probe has a conventional structure with a dual label.




6000 4

5000

4000 4

RFU

3000 4

2000

1000

Upstream Forward Reverse

1)

No. Template primer? primer® primerd Ctvalue
1 + THD® THD Primer 25.16
2 + Primer® THD THD 24.81
3 + THD THD THD 25.25
4 + Primer THD Primer 26.25

) Template is a genomic DNA of N. gonorrhoeae.

2.9 Upstream and reverse primers have a DPO structure.

3 Forward primer has a conventional structure.

5 THD represents a THD primer having a dual label.

© Primer represents a primer having a DPO structure without a label.

Fig. 19

Amplification
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Fig. 18

JP 2013-509871 A 2013.3.21

Amplification
T

3000

1000

No. Template" F:r?:‘:rrd :::::,I, Rper‘i’:::: Ct value
1 + THD? + Primer 28.89
2 + Primer® + THD 26.75
3 + THD + THD 25.55

No. Template" F:rri::rd ::::::I) I:::;::: '?r‘::":: Ctvalue
1 + THD? - - Primer 25.25
2 + Primer™ - - THD 23.92
3 + THD - - THD 22,06
4 + Primer - + Primer 24.49
5 + Primer + - THD 22,73
6 + THD + - THD 2214

") Template is a genomic DNA of N. gonomhoeae.

2 THD represents a THD primer having DPO structure with a dual fabel.
3 Primer represents a primer having a DPO structure without a label.

4 Internal primer has a conventional structure without a fabel.

9 Intemal probe has a conventional structure with a dual label.

" Template is & genomic DNA of N. gonorrhoeae.

2THD represents a THD primer having a DPO structure with a dual label

3 Primer represents a primer having a DPO structure without a label,

“) Internal primer has a conventional structure without a label.
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