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INFLUENCE OF PRESERVATION TEMPERATURE AND PERIOD OF
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INHIBITORY CONCENTRATION OF D-ETHAMBUTOL TO
THE GROWTH OF MYCOBACTERIUM TUBERCULOSIS*
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(Received for publication November 1, 1968)

The influence of preservation temperature and period of media used for drug sensitivity
test on the minimal inhibitory concentration of D-Ethambutol to the growth of Myco. tubercu-
losis was investigated.

Media used were 19, Ogawa's egg slant and Kirchner’s semi-liquid agar media with 10%.
albumin. pH of the former was adjusted to 6.8 by suitable combination of 4% H;SO, and 10%
Na,CO,, and pH of the basal media of the later was adjusted to 6.8. The concentration of
D-Ethambutol added to the media was 0, 1, 2.5 and 10 mcg/ml. The media were dispensed
into test tubes each 5ml. Kirchner’'s semi-liquid agar media was used after being stored in
an incubator at 37°C for 24 hours in order to confirm the sterility.

After preparation, the media were stored at 5°C, 20°C, 30°C and 37°C for 1, 2,°3, 4, 6 and
8 weeks before their use.

Strains used were HyRv and a strain isolated from sputa of a pulmonary tuberculosis.
patient previously untreated with antituberculous drugs. Strains were planted on 19; Ogawa's
egg slant before each experiment, and always 3 weeks culture was used for the experiment.
10"* mg of the strains were inoculated on each media stored at different temperature for 0 to.
8 weeks.

The results obtained were summarized as follows :

1) On both media, the minimal inhibitory concentration of D-Ethambutol on the growth
of Myco. tuberculosis became slightly higher in accordance with the increase of preservation
temperature and the prolongation of the preservation period. This effect was more marked on
Kirchner’s semi-liquid agar media than on 19; Ogawa's egg slant.

2) If the 3 weeks culture was inoculated on the medium immediately after preparation,
the minimal inhibitory concentration of D-Ethambutol to the growth of Myco. tuberculosis was.

2.5 mcg/ml on 19; Ogawa's egg slant and 5 mcg/ml in Kirchner's semi-liquid agar media.

* From Niigata National Sanatorium, Akasakacho, Kashiwazaki City, Niigata Prefecture

945 Japan.
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Table 1. Minimal Inhibitory Concentration of

D-Ethambutol to Mycobacterium Tuberculosis

with 1%, Ogawa's Egg Media Used
Immediately after Preparation

Observa-

Strain tion time mceg/ml
(Weeks) 0 1 25 5 10
HgRv I #om - - -
v #oH# - - -
Yamamoto* o *od - -
N H+ 60 - - _

P e
* A strain isolated from the sputum of a pulmom

berculosis patient previously untreated with antituber-
culous drug.
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Fig. 1. Relation between Preservation Period of

Media and Minimal Inhibitory Concentration of
D-Ethambutol to HyRv (3 weeks' culture was
inoculated on 19, Ogawa's egg media
preserved at various temperature
and period after preparation)

mecg/ml

01 2 3 4 6 8 w.
[ ] Minimal inhibitory concentration on the media

used immediately after preparation

@®—@ Minimal inhibitory concentration on the media
preserved at 5C '

[ O Minimal inhibitory concentration on the media
preserved at 20T

A—A Minimal inhibitory concentration on the media
preserved at 30C

A A Minimal inhibitory concentration on the media
preserved at 37C

6 BERFEIZ BT 5 3, 4 ARMKEE T2 5meg/ml,
8 MR s\t 5 3B % Tid Smeg/ml, 4
AR T2 10 meg/ml, SFREBKIT 6~8 BMRTFEIH
k5 3, 4 AMEETIE Smeg/ml THOt,

ERL 72 1% NIANED ERFBEC ST 2R FH
143, D& EB o MIC mRiET 8% HBIthR C/Re
ER1DOZ L THD (2HABEHENZEZELV-ERD
Hgrid Se, BRORBBKICER, T ZTiz38
#3175 HyRv OO A% BT 5), Thbd
IRFFBEEEAN 5°C, 20°C 3 LUt 30°C B4, 1~8 &
IR ¥ ¢ 2.5meg/ml THOT, ANBEHROEMIC IS
5 MIC LE{LishDtce LML 37°C OBS iR
R 1~3 BE Ty, ANEEROKEMI 1T 5 MIC
LELIONH, 4~8 AMRETH L, 1 RESELSE
BahTL %,

BETIuE, 1% /Mlicsit 5 Dk EB oiEEic s
THHEZ, TESERANKORTFRENE D
IORFHEN R 2B EIL, BDTHTHM T
HHNMETTHHEABEEbI I,

I. Kirchner ¥ifi#hisith

1) AUEHKOKH
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Table 3. Minimal Inhibitory Concentration of
D-Ethambutol to Mycobacterium Tuberculosis
with Kirchner's Semi-liquid Agar Media
Used Immediately after Preparation

- rv-
Strain r)on tim
oelu

H.,RV '

5 10

+ % %%’
EEIrTIr
£+ $¢|
|
|

Yamamoto* J

Note : The same a; in| Table 1.

FILRTILEL, MUIMEOKE-ABI I %Dk
EB o MIC iz, 2{tAMKk» 3 AMISRICI-TY 4
M RIC s\ T b 5meg/ml THDI,

2) MEKR

RSN, AR 1~8 AMBREL - #iC,
WHEYENL-KEAMz3s 5Dk EB o MIC 1,
RARCTRTZILLTH B, TIicbb,

(a) 5C IBRELIBE : RENM 1~3 ADEK
Iisit B 2 Gt EKD MIC 12, 3, 4 AMERE LAY
HEOEWIZ (T % L Btk Smeg/ml THo1, LHL
HyRv (2 4~8 AMREL 15ttt 5 3 RSk T
2 5mcg/ml, 4 AMEEETiE 10 mcg/ml, 7MKL 4
AMREL 1o b 1cdsi % 3 BMER T2 5meg/ml,
4 AR TI2 10meg/ml, 6~8 AMERFIZWTIL 3,
48R E b 10meg/ml THO1,

(b) 20°C CHRFLIBE: CoREOXRIF LR
i 5 2 B EmBED MIC 2, ThEh 5C REFEE
DPE L ARTHON:,

(c) 30°C RRFLABE : coBEICKF S MIC
12, HuRv 2 1BME L TIE 3, 4 AMSRL LS
WEKOEIIZ 351 5 L @K 5mcg/ml, 2~3 WURFE
BT 3 8RS R T 5 meg/mil, 4 AME% T 10 meg/
ml, 4~8 AMRER M T2 3, 4 ANLERL L 10
meg/ml, SMEIE 1~2 B RERF i 3 B %
T Smcg/ml, 4ARIKER T 10 mcg/ml, 3~8 BRRTHFE
BT 3, 4 AMERL bIc 10meg/ml TH O,

(d) 37°C RBRFELIHE : COBEK 1+ 5 MIC
2, LBMRESBTII 26t R E 4k 0 3 AR T 5
mcg/ml, 4B T 10meg/ml THot, L L
HyRv 12 2~6 AMBRIER I TIT 3, 4 BRI &
10meg/ml, 8@MURIFFHMTIZ 3, 4 BMEER L 10
meg/ml THEORH L Badlc, ¥ -FMHiL 2~4 B
BURFFEITIX 3, 4 BRIKEE L 4 10 meg/ml, 6 AR
PRI T 3 MR T 10 meg/ml, 4 @RI CIT
10meg/ml THEDRE LB, 8AMERHE K © 13
3, 4 BMEKE#EL L 10 mcg/mi THREDORE X ED 1=,

LB K ¥ FHBHABE O & RAFREC I/T 5 R
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Fig. 2. Relation between Preservation Period of
Media and Minimal Inhibitory Concentration of
D-Ethambutol to Hy,Rv (3 weeks’ culture
was inoculated on Kirchner's semi-liquid
media stored at various temperature
and period after preparation)
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Note : The same to as in Fig. 1.
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Mot 30°C DPHIIERFMEL 1~3 BE F To
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T2k B LTHMEY LT3,
X 3
1) HEALOK - BETT : ARKRTHHE, 27: 289, R
43.
2) BHEBEK- - HIFT : #5%, 44:19, FF 4.
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