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Mycobacterium tuberculosis PCR
Detection Kit
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Store at: -20°C

Components
Contents Amounts
T8 Lysis Solution S5ml
MTB Master Mix 1000pl
Taq DNA polymerase 25ul (5ufpl)
Positive DNA Control S0ul
DMase Free Deionized Water 1ml

Description

Mycobacterium tuberculosis PCR Detection Kit is designed
for gualitative detection of Mycobacterium tuberculosis
(MTB) DNA in the Human samples by the method of
Polymerase Chain Reaction.
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A. DNA Extraction

For DMA extraction from clinical samples, you can use
SinaPure™ DNA Extraction Kit (Cat. No.: EX6021) or
SinaClon DNP™ Kit (Cat No.: EX6071).

DMA can also be extracted by other standard method like
Phenol/Chloroform.

For DNA extraction from culture media, resuspend one colony of
MTB bacteria in 200pl TB Lysis Solution and incubate 30min at

95°C, then centrifuge 15min at 10000RPM and store supernatant
{containing DNA) at —20°C.

B. PCR Protocol
1. Take out the kit and let it to be thawed on ice.

2. Label the PCR tubes as positive, negative control and test
(Patient sample).

3. Add 15.5pl MTB Master Mix to each tube on ice (Mix &
spin before use).

4. Then 0.5ul Tag DNA Polymerase to each tube on ice (Mix
& spin before use).

5. Close reaction tubes or place on tray and reaction tubes in
a resealable plastic bag and seal the bag securely. Transfer
tubes to Extraction Area.
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6. Add 5ul DNA (Use specified pipette for sampling of DNA)
to each patient’'s sample tube and 5pl Positive DNA
Control to positive tube and DNase Free Deionized Water
to negative tube (The final volume of each reaction will be
25l then add DMase Free Deionized Water up to 25pl).

7. Close tubes, spin the mixture on microfuge 3-5 sec. and
transfer the tubes to preheated thermocycler and start
the following program:

Cycling parameters
First Then Final
o 84°C-305ec | 77°c - 300 Sec
I°C-3005ec | 2er 50 sec
1 cycle
1cycle 37 cycles

Cycling parameters may need to be setup with some
Thermocyclers.

D. Result Analysis

Analyze amplified fragments by loading of 10pl PCR product
on 2-3% agarose gel directly without adding loading buffer.
The presence of 163bp fragments indicates positive test.
For gel electrophoresis use of 100bp Ladder (Cat. Mo:
5L7031) or 50bp Ladder (Cat. No: 5L7021) is recommended.
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Signs
Signs Definitions
@ For Research Use Only

..I Mame and address of the manufacturer of the product

Product technical code

! hpﬁ Product shipping conditions

W Mumber of usable tests

SinaClOn

WSl S il BioSoence

d Unit 9, Rouyesh building, Science and Technology
Park, Tarbiat Modares University, Pajouhesh Blvd,
Tehran, Iran
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