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as if performing many separate PCR.
reaCtions all together in one reaCtion




ANALYTES SPECIMENS

abTES™ MTB * Sputum

- Mycobacterium tuberculosis - Bronchial washing

qPCR I Kit (MTB)

- Internal Control {IC)

« Cultured cell

- Fresh tissue
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Gena Primer/Probe sequence Primer/Frobe Gene Product
target target lergth (bpl
I56110-F 3CCT-GOG-AGCETA-GRL-GTC GG & Primer
IS6110-R S CTC-GTCCAG-OGC-CG0-TTCEE-3 Primer 156110 123 bp
I56110-P S-FAM-TCA-CCT-ATG-TET-CGA-CCT-56-3-BHO-1 Probe
B-globin-F | 57-ACA-CAACTG-TGT-TCACTA-GE- 3 Primer
B-alobin 110 bp
B-globin-R | 3'-CAA-CTT-CAT-COACGT-TCA-CC- 3 Primer
TBKASI-F | 5'-GCC-CEACAT-TCT-GCA-ART-CC- 37 Primer
TEXASL
TBKASIR | 5'-GGT-GTT-GCC-GGE-AAG-GET-T-3" Primer 100 bp
exon 9
TEKASL-P | 5\Texas Red-CTC-CTC-TAC-TGG-GTE-CAAGC-3-BHO-2 Probe

NG
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3 different restriction
enzyme digests of
plasmid DNA

size marker

2.1

Develop;PCR conditions

Primer/Probe conc.
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MgCl,, 10Xbufter, dNTP
Kappa Probe
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DNA migration
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Real Time PCR Analysis
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Comparision

H&E staining
Microdissection




Result & Discussion
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Characteristics e Megative-TE Positive-THB p-value
M (%) M {Za)

Total patients Z15

Fedian age (rangel da

<20 wears 26 (12.29) 18 (B.50x) g (3.50a) DFTE

20-30 wears Gd [50.05) dZ (A9 73] 22 (10.304h)]

4d0-59 wears G2 (20 195) A5 [(281.1%) 1T (B.00%)

60-T% years 55 [(25.8%) dl (A9 23] 1d [6.659]

S0-99 wears & [2.8%:]) 5 [(2.3%) 1 (3. 50a)

Gemdear

hals 108 (507 0E) BZ [(38.5%0) 26 (12 20h) DAC1

Famals 105 (49 5080 &5 (B2 %) 56 (146,090

COrgamns

Lung D (Dd0es) 15 (5.10%]) T 03.25) D253

Braim 2 [0.99) o 2 (0904a)

Permtonsunm 2B (17.8%9%%) 31 (14.695) T (3.254)

Gallbaddsr 2 (D23 2 [0.23) o

Skin 19 [(E.00%] 15 {7.08e] d (1.90a)

Synoevitis 5 (1.4%) 2 [(0.99%%) 1 (0 58qa)

Lymph nods S6 (20.435) 5d (25.49%) 52 (15.0%h)

Bons 15 {7.00%] 11 {5.25&] d (1.90a)

Soft tissues T [5.39%5) 6 [Z.8%) 1 (0 58qa)

Braast 2 (D.S3%n) 2 (0.99%)

Liwer 2 (023 2 [(0.23n)

Oral cawity & [2.8%) d [1.9345) 2 (0. 90h)

Ordhers 11 [(5.208] O (2] 2 (0904a)

Histological classification

no granulomabous &2 (20,19 57 (26.3%) 5 (235 GOl

Chronic, Inflarmmation, Neonotic T [E7.19%%]) 57 [(26.8%]) 22 (13 %0a]

Cassgtion, granuloma, Langhams giant cells T2 [55.89%) ST (A7 4% 35 (15 404)




M-PCR
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2X KAPA Probe fast gPCR
Oligonucleotide primer (10 uM)
Probe (10 uM)

DW

DNA template (500ng/ul)

Cycles
Volump (ul) O ——

M-Realtime At
PCR : :
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10 ul

4 primer oghoa: 0.5 ul
2 probe oghoa: 0.5 ul
2 ul

5ul



Amplification Amplification
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Han15SeUisuN13NIIINLYE MTBC 31nflagsudanduiiavasiiieasdon1shnite
0Ul5A 2875 SS IOP™MTB FFPE Kit uwag25 abTES™ MTB gPCR | Kit

abTES™ MTE
Positive (%) Negative (%) Total (%)

M-Real-time-PCR  Positive (%) 59 (27.7%) 3 (1.4%) 62 (29.1%)
Negative (%) 0 151 (70.9%:) 151 (70.99%)
Total (%) 59 (27.7%) 154 (72.5% 213 (100.00%)

Kappa= 0.965
25% confidence interval: From 0.927 to 1.000

‘ — 1 1

*%* K=0.965, 95% Cl Uams:noo 0.927 — 1.000

‘ — vl w— 1 [ - L [ - [ - —
*%* 2 2sUANISsOUSUIa:AIUdaOOAaOVNUS:QUAIN
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Han15SeUisuN13NIIINLYE MTBC 31nflagsudanduiiavasiiieasdon1shnite
0Ul5A 2875 SS IOP™MTB FFPE Kit uwag25 abTES™ MTB gPCR | Kit

abTES™ MTB

Positive (%) Negative (%)

Total (%)

M-Beal-time-PCR  Positive (%)
Negative (%)
Total (%)

- 1
59 (27.7%)  y 3(LA%) |

- e = = = =m b

62 (29.1%)

gars1vdnSuTl abTES™ MTB rsaslaiwuidie MTBC Tnevis B Reee Rl suIaIa
5.5; [E ar@lalnd (DNA sequencing) wazrsrsdaudwuiiardlelndnlalasi3daasauma wudd

. o e w A o e w &
Fuau 2 frednt Sduiiaedle ndtlrmeiioudu 100% Audduiized lolndvanse M

Kappa= 0.965

25% confidence interval: From 0.92

tuberculosis strain 5005 (Accession number; CP049108.1) Tugutaya National Center
for Biotechnology Information (NCBI) uazfisauau 1 #ed1a Adwudiardlalnsdiinam
N ilaufu 100% Audduiiadlalndvende M tuberculosis strain TCDC11 (Accession
number; CP046728.2) Tugudioya NCBI @433 gmamaedudagy abTES™ MTB fuawnan
ﬂ‘i‘]iﬁl.l'l‘i'lsﬁ“lﬂ‘ﬂ.{aluﬂﬁju MTBC T 6 aneWud fie M. tuberculosis, M. afficanum, M.

bovis, M. bovis BCG, M. microti wuas M. pinnipedii Lﬁﬂﬁuhiniﬂunf;uﬁmwﬁ'uﬁ: M.

tuberculosis strain 5005 Wag strain TCDC1 falUndmiuds M-Real-time PCR 8150m5799
- F E o Wl g v g W o L =
Fuaszivuda MTBC lafdidwennatutudian < 5 neful wazldaoslefduaiinou

o - . . |
Watuanin 900 ne/ul luarsinlffisen M-Real-time PCR i3 zean 1 snaasawyinilon

v ow o & a o v ow
LN 1200 ng/ul WU Amplication signal FusnTAEuE AR LT 900
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Conclusion

“» Multiplex Real-time PCR assay can be used for the detection
of M. tuberculosis complex in FFPE tissue, by performing the
[S6110 gene and TBXAS1 gene in a single tube.

“* This method has a great potential to improve the clinicians’
ability for early and rapid diagnosis of MTBC, thus ensuring
early treatment and preventing further transmission of
disease.

** Minimum concentration that can be used to detect the
positivity for MTBC in the FFPE tissue is 5 ng/pl.



abTES™ MTB SS IOP™MTB
gPCR Kit FFPE Kit
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gPCR

(A1 DNA extraction/sasasiiao Tudunaudue 1,200 580
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flsiildsa 1 faagng 800 1,420
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abTES™ MTB gPCR Kit SS IOP™ MTB FFPE Kit

»m G 600-700 U 50-80 UM
Sensitivity/  Specificity 100% vanldlawsizlilaweunu Culture sz
Specificity Sensitivity 100 copies/reaction FFPE tissue s DNA 2a9%2 Lifiwaidu

laignursamwszidola

(%4

W311A kit d1u15al9nu FFPE tissue wazidl TBXAS1

gene Nid1u150UaN Quality DNA fiuviasela
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