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The standard method

New method

Sputum 1 ml
Lysis reagent NaLC-NaOH

equivalent volume of sputum

Bortex mix. 5 min.
Use of sample whole

whole
Semi-alkarine protease (Suputazyme®)
equivalent volume of sputum
5 min. and over night in refrigerator
0.5-1 m! of solved samples

add to 0.067 M PBS or saline full top
centrifuge 3000 rpm 15 min.

Fig. The point of difference with the standard method
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Table Comparison of TB-PCR positive cases with indirect-smear or direct-smear positive cases and culture

positive examination in patients

1. Direct-smear positive

Patients Results of —Em Results of culture Identifications memo
TB-PCR Gaffky Quantity ~ Colonies

[ ] + 1 1+ 15 M. tuberculosis

[ ] + 2 2+ M. tuberculosis

[ ] + 2 3+ M. tuberculosis

[ | + 2 2+ M. tuberculosis

[ + 2 2+ M. tuberculosis  before treatment
[ + 2 2+ M. tuberculosis

[ ] + 3 3+ M. tuberculosis

|| + 5 3+ M. tuberculosis

[ ] + 7 34 M. tuberculosis

[ | + 8 3+ M. tuberculosis
2. Indirect-smear positive

. Results of Direct Indirect Results of culture . .
Patients - - - Identifications memo
TB-PCR Gaffky Quantity Quantity  Colonies

[ | + 0 a few 1+ 2 M. tuberculosis

[ | + 0 afew 1+ 30 M. tuberculosis

[ | + 0 a few 1+ 4 M. tuberculosis

[ ] + 0 a few 1+ 25 M. tuberculosis

[ ] + 0 a few 2+ M. tuberculosis

[ ] + 0 afew 1+ 26 M. tuberculosis

[ § + 0 a few 1+ 2 M. tuberculosis  after treatment
[ ] + 0 afew 1+ 40 M. tuberculosis

[ ] + 0 a few 1+ 4 M. tuberculosis

[ ] + 0 a few 1+ 30 M. tuberculosis

[ | + 0 a few 1+ 19 M. tuberculosis

Remark™ : same patient
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Short Report

A NEW METHOD OF SPUTUM PRE-TREATMENT FOR PCR PREPARATION

!2Takayuki MASAKI and *Takayuki EZAKI

Abstract A rapid sputum processing method was developed
for PCR. As a protocol prepared for commercial kit is too
much simplified, PCR inhibitor is not completely removed
from sputum. We developed a new semi-alkaline protease
method to dissolve sputum. From April 2001 to August 2001,
261 sputum samples were treated with our new method.
Twenty-one cases (8.0%) were PCR positive and all the
results perfectly coincided with the results of the conventional
culture method.
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