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Table 1. Comparison on Numbers of Devel-
oping Colonies and Cotaminated T ubes
between the Homogenizer-method

and the Pipette Method,
Using 1% NaOH

Case Time of treatment
No. Treatment - . -
: 5Min. 10 Min. |15 Min.
1 Homogenizer-Method| 58.0* 45.5 | 74.0
iPipette—Method 29.5|39.5|28.0
Homogenizer—Methodll32. 5 1130.5 [134.0
2 Pipette-Method 83.5| 71.5 | 57.0
3 Homogenizer-Method| 23.0 | 28.0 | 19.0
Pipette-Method 83.0 | 81.0 | 79.0
4 Homogenizer-Method 103.0 | 89.5 { 96.5
Pipette-Method 116.0 |139.0 |116.5
5 Homogenizer-Method| 31.0 | 33.5 | 32.0
iPipette—Method 93.5|76.5| 81.0
) Homogenizer 2/60 1(()) 150 8
Number ofj - -Method Total (5/67)
condtami- ‘ 5 & e
bes: 2 1
nated tu esl Pipette-Method Total 5/1‘80
| ol (2.8%)

* Mean colony number of two tubes.
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BB L, 0.1ml % 1 %/NIE 2 Rp TR Ui,
iz 4% NaOH KT5 fEHRL 10 FRIATAERK 0.1
ml & 3%/ 2 AHTTHERE, KBEL, BEE
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Table 2. Comparison on Culture-Positives,
Contamination Rate and Colony Number
between the Homogenizer-Method
and the Pipette Method,
using 1% NaOH

Results H°’I‘,‘,’,§$§é§" .‘,’,ié’fﬁi%
Culture-positives (%) 31/50 (62.0) | 33 (66.0)
Contami- Completely 3/100 (3.0) | ©

nation | Partially |19  (19.0) | 11 (11.0)
Case
1 40. 5* 8.0
2 48.5 52.5
Colony number 3 177.0 20.5
4 26.5 0.5
5 51.5 176.0

* Mean colony number of two tubes.
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r.p.m. T2 ZMHEEENEL 8 FREHELTDOH 0.1ml
B R 2 A THAME LR L,
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Table 3. Effect of Volume, pH of Medium and
Treatment of Specimen on the Colony

Number in Semi-Solid Kirchner Agar
Media (Results at 3 Weeks)

Volume of medium

Specimen and treatment pH pa— | P— Py
m m m

Tur . 5.8 24.5% 30.5 | 27.5

= Not treate

Egﬁ 105 mg 6.2/ 31.5 | 30.5 | 30.0
o°E 6.5 21.5|33.5|38.0
2. Homogenizer | 58 48.5 | 43.0 | 62.5
Sa=mo method using 6.2 54.5 | 46.0 | 58.0
25 & E | 1% NaOH 0.1 ml
EFE5 | 1% NaOHO.Imll ¢ 5 47 0| 58.5 | 64.5
sogE

oty 5.8 23.0 | 38.5 | 42.5
EX3S .
ZEZC | Pipette-method | g 5 1651 315|435
58 0.1ml . : : g
& 6.5 1.0|17.520.0

* Mean colony number of two tubcs.
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Table 4. Comparison on Culture-Positives, -
Contamination Rate and Colony Number
between the Homogenizer-Method
Using 1% NaOH or 2 % NaOH
and the Pippette Method on
1% Ogawa’s Media
(Results at 5 Weeks)

Homogenizer-Method

Pipette
Results 1% 2% 2% B et‘h<
NaOH |NaOH |NaOH| od

5 x 2 x 5 x

Culture-positives (%) 18/20 | 18 18 18

(90.0)
2
Contami. Completely | 0/60 (3.3) 0 0
nation
rate i 5 S !
Partially (8.3) {(15.0)| (6.7) 2

Colony number 10-3 30.7* | 55.0 | 20.0 | 52.0

* Mean colony number of three tubes.

Table 5. Comparison on Culture-Positives,
Contamination Rate and Colony Number
between the Homogenizer-Method
Using 1% NaOH or 2 % NaOH
and the Pipette Method on
Semi-Solid Kirchner
Agar Media
(Results at 3 weeks)

Homogenizer-Method
Results 1% 2% 2%
NaOH NaO] NaOH
5 x 2 x 5 x
Culture-positives (%) %gézg) 17 17
1/60
Contami- Completely 1.7) 0 1
nation rate
Partially 1 0 0
Colony number 10-3 31.0*% | 61.7 25.0

* Mean colony number of three tubes.
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Studies on Semi-Solid Agar Media for Cultivation

of Tubercle Bacilli. 4th Report. Homogenizer-

method for treatment of sputum.

Sterilized stick is put into a test tube in which
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sputum and 1% or 2% NaOH are poured, and is
rotated at 1000 r. p. m. for 2 minutes. After 8 min-
utes’ rotation the homogenized sputum is inoculated
into Ogawa’s medium or semi-solid Kirchner agar
medium. This method is called the homogenizer-
method, and in this report the use of this method
for the treatment of sputum is examined.

Methods and Results

1 st Experiment : Sputum was divided into 2 parts.
With one part, 1ml of sputum and 4ml of 1%
NaOH were poured into a test tube, treated by the
homogenizer-method, and were inoculated into 1%
Ogawa’s medium. With the other part, 1ml of the
sputum and 4ml of 4 % NaOH were poured into a
test tube, homogenized by pumping with a pipette
for 10 minutes (the pipette method), and were in-
oculated into 3 % Ogawa’s medium. The test tubes
were incubated at 37°C for 6 weeks. The rate of
positive cultures and the number of colonies were
almost equal between the two methods, but the rate
of contamination was higher in the homogenizer-
method than in the pipette method.

2nd Experiment : 0.1 % semi-solid Kirchner agar
media containing albumin in 10% and malachite
green in 57/ml were prepared with three grades of
pH, such as 5.8, 6.2 and 6.5.

dispensed into test tubes in three different volumes,

These media were

that is, 5ml, 7ml and 8 ml. Into these media were
inoculated 10-* mg and 10-¢ mg of bacterial suspen-
sions of human type tubercle bacilli HyRy.  Also
the sputum, artificially mixed with cultured bacilli
(Hg;Ry 10~¢ mg/ml), was treated either by the homo-
genizer-method using 1% NaOH, or by the pipette

method, and was inoculated into these media re-

i FBE BESHT

spectively. Consequently, 8 ml of 0.1 % semi-solid
Kirchner agar media with pH 6.2 or 6.5 were found
as suitable for the cultivation of sputum treated
with homogenizer-method. Also 8 ml of 0.1 % semi-
solid Kirchner agar media (pH 6.2) were suitable
for the cultivation of sputum treated by the pipette:
method.

3rd Experiment : the sputum was divided into 4
parts as follows : (1) The sputum was treated by
the homogenizer-method using 1% NaOH. (2) 1ml
of the sputum and 1ml of 2% NaOH were mixed
in a test tube and treated by the homogenizer-.
method. (3) 1 ml of the sputum and 4 ml of 2 % Na-
OH were mixed in a test tube and treated by the ho--
mogenizer-method. 0.1 ml of the homogenized spu--
tum was inoculated into 1% Ogawa’s medium and!
8ml of 0.1 % semi-solid Kirchner medium (pH 6. 2).
containing 10 7/ml of malachite green, respectively..
(4) The sputum was treated by the pipette method,.
and was inoculated into 3% Ogawa's medium.

The rate of positive cultures was almost equal!
among these four methods, but the contamination.
rate and the number of colonies were a little higher-
in the homogenizer-method using 2 % NaOH (2) than.
in the other methods.

Discussion and Conclusion

When the sputum is treated by the homogenizer--
method using 2 9% NaOH, it is successfully inocu--
lated into 8 ml of 0.1 % semi-solid Kirchner agar-
medium (pH 6.2). Also this medium is suitable for-
the cultivation of stock strains and for the testing:
of drug resistance (direct or indirect). So this me--
dium is considered to be useful for a variety of’

purposes.



