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I ntroduction

The Drug Susceptibility Test was performed by L.J proportional method on positive cultures.
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Proportional Method

ﬁhe proportional method enables pre@

quantizetion of the proportion of
mutants resistant to a given drug.
Several dilutions of

planted in replicate onto both control

inoculums are
and drug containing media The
proportion of bacilli resistant to given
drug is then determined by comparing
the
resistant portion as a percentage of the

these numbers and expressing

total population tested. In every case the
inoculums size must be known so the
actual proportion of resistant mutants
may be calculated.
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Antimycobacterial Drugs
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;29 b potency ()

A pSes 3 Lyl plod (pySelee) Jpasce JolS (35 42 o ()5 5)500) Jlab sl e g 3] caniis o9)l> ,a Potency
Il > (95 il Lagl JpSto JIS6ol, Sl 5 b o lidges b LegaBl 2 by po CoiSlons Ll 5 51 o 5 350 3939 ol &0
D9 g 91> il AL (gl Sogo ol pf 53 58 S5 gyl> POLENCY sl
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Gl akindlo ol alS Coge sl e Ve Sl a8 o i o ol 1S 4t 59y S o 1y S Lae 5 SLOCK Jolors 53 50
e i (oo Ve 4t sl o gl g msbno Jgo 8 (93,5 oo gl il JsTyo 53 9> 0l b &) o> Potency s

il Oy 55 V-« emeg/ml
10000 meg/m! P
X

Potency
ol By g b (o 4 )lemd (S (gl b & bl 51050 (6,10 el 5 S, abadme ) ol CutS gl plos (¥
g B pan lisd dd 5l dm ole S U Slas  siunl <oyl
Ptoency

The true potency of the drug is the number of micrograms of active drug per milligram total weight of the
product. Not all antimicrobial drugs have been isolated in pure form, and a portion of their weight may be
due to impurities or to the sulfate or other radical component of the molecule.

To calculate the weight of drug necessary to prepare 10 ml of a 10,000 pg/ml solution, use this formula:

10000 _. .
——— x 10=milligramsto weight

Potency
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Preparation of Isonizid

AN IR

~

/@/@
Iml of solution 1ml of solution
(A) +9ml D.W (B) +99ml L.J
(20 meg/ml) culture media
(0.2 mcg/ml)
Solution B Working
solution
- @ e ——

Mee—o
1ml of Stock
50mg/ 25ml solution +
D.W 9ml D.W
(2000mcg/ml) (200 meg/ml)
Stock solution Solution A
~N

/

Preparation of 1sonizid solution

* Dissolve 50 mg of isonizid in 25 ml of distilled

water.

(INH concentration is 2000 mcg /ml = stock
solution)
% Add 1 ml of stock solution to 9 ml of distilled
water.

(INH concentration is 200 mcg /ml=solution A)
* Add 1 ml of solution A to 9 ml of distilled

water

(INH concentration is 20 mcg/ml =solution B)
Sterilize solution B by using 0.22 pl Millipore -
filter.
* Add 1 ml of filtrated solution B, to 99 ml of L.J

culture Media.
(INH concentration is 0.2 mcg/ml = working
solution)

(0.2meg/ml ) wjligil Jglomo 4

29 Jo e OF 2 (oo YO 10 ay5lignl p)5 e 0
PSSl Yerr ccbile gols StOCK-sOlULION Jgloeo)
(ol (o

29 03938l ot o ) (Lo @ & SLOCK Jolowo Sl 32 (o \ %
(Casl 32 o )3 S 9,S0le Voo clale gyl A Jglons)

g 03938 oo Of 1) e A Jgloxa 5 2 oo )
(Cosl 32 o 3 £S5, S0lo Vo cale (g5l B Jglons)
Doyl (955ee /YY) olié jibd 5l oslizul L1y B Joloeo %
Wl oads 2l B Jodoe 5l 1) (e o g 5 Sled
e 55 wjlignl cdale aplian Lo cusS bore (w0
mcg/ml (working solution) L.J Jsloxe jl ,)
b e 0.2
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Preparation of Streptomycin

-

%

1ml of
solution (A) +
99 ml L.J culture
media (10 mcg/ml)

Working solution

v v
128.7 mg/10 ml Iml of Stock
D.W solution +
9ml D.W
(10000 mcg/ml) ( 2000mcg/ml)
Stock solution Solution A
\—/

AN IEN

kv

—

Preparation of Streptomycin Solution (10 mcg/ml)

Potency of streptomycin sulfate is may be different
from company to company.Therefore, each time the
weight of drug has to be calculated using this formula:
Weight (mg) = Volume (ml )X Concentration

Ptotency (pg/ml)
To make a 10 ml of 10,000mcg /ml stock solution
then

128.7 (mg) - 10x 10,000
777

Preparation of streptomycin solution
* Dissolve 128.7 mg of isonizid in 10 ml of distilled water.

(SM concentration is 10000 mcg /ml= stock solution)
* Add 1 ml of stock solution to 9 ml of distilled water (SM)

(SM concentration is 1000 mcg /ml= solution A)
x Sterilize solution A by using 0.22 pl Millipore -filter

% Add 1 ml of solution A to 996 ml of L.J culture media

(10 meg/ml) ppslogiy il Jglome 405

Oyl a8l (e 29290 Cllgwr (ranloghy sl piend ©go 4 Cmalogty i

Sy 5l Ol paslogn il JLie (slp 29 amle 1L 1 POtENCY

sl o 777 = Potency 1, Sigma

oS oo 03kl o5 Jge,d 5 10 Ml 5 10,000 cmg/ml as 4l
Volume (ml) x Concentration

Weight (mg) =
Ptotency (ug/ml)
o5k YYAIY _ 10 x 10,000
77
g o sl O 1) oo Ve )3 alogty il p Silio WAV %
(cod j2d oo 2 p)SeySole Voo clale ool StOCK-sOlULION Jolxo)
g5 03938 e O 2l e @ 4 STOCK Jgloeo 1 2 Lo ) *
(Cod ) o )3 p)55)SoleVeee clale (gls A Jgloo )
Y G g Swbed ool ((955ee +/VY) (olié yibd ookl by A Joloo %
w3938l L.J cusis oo a0 (w0 A |y ok il A gl 5l 1 e

(working solution) Jstse 5l yo) (e S5 53 ppeuslogin yil clale
b e Ve meg/ml L.J
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Preparation of ethambutol

~N_

50 mg /25 ml D.W
2000 mcg/ml

Stock solution

Kv

4 o Ye N

1 ml of stock
solution to 9 ml

DW (200 mcg/ml)

Solution A

~

~N_

Iml of solution A
into99 ml of L.J
culture (2 mcg/ml )

wor king Solution

vj

ﬁrepar ation of ethambutol
(2mcg/ml)

distilled water.

stock solution)

distilled water.

solution A)
Millipore filter.

of L.Jculture Media.

sol utim

» Dissolve 50 mg of ethambutol in 25 ml of

(ETB concentration is 2000 mcg /mi=

+ Add 1 ml of stock solution to 9 ml of

(ETB concentration is 200 mcg /mi=

+ Sterilize solution C by using 0.22 ul

x» Add 1ml of filtrated solution A, to 99 ml

(ETB concentration is 2 mcg/ml= working
\iluti on) /

-

.

(2 mog/ml) Jgiseat Jslmh

298 o o ol ) (Lo Y0 > el o5 o0 ¢

pS,Sole Veer  clale 4ls StOCK-sOIULION Jgloxo)
(el ) oy

shie U1, L%y SEOCK Jgtons 5l 2 Lo ) %
.)94.: b.)s}.él

(sl 32 oo > S 9ySale Voo clale (gls A Jglone )
oyl (09sSse < /YY) bt b jloslazal L) A Jsloo
A ag |y o 5 ild B s boes 51 52) Llee oS g 5 Sl
S Jigselsl clale i ylian L.J S Lo o oo

( working solution) L.J = Jod>e 5l ,2J e
A3l o 2meg/ml
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Preparation of rifampin

[ L

v v
40 mg/10 ml 0.1N Iml of stock-
HCL solution into 99 ml
(4000mcg/ml ) L.J culture media
(40 meg/ml )
Stock solution wor king solution
Preparation of rifampin solutm / (40 meg/ml) polisy Jolro m
(40mcg/ml)

x Dissolve 40 mg of rifampin in 10 ml of

DMSO or 0.1IN HCL

(RF concentration is 4000 mcg /ml= stock
solution)
x Sterilize stock-solution by using 0.22 pl
Millipore -filter
x Add 1ml of filtrated solution A, to 99 mli
of L.Jculture Media

(RF concentration is 40 mcg/ml= working
Qution) /

LDMSO s (10 o el 25 (o F2 %
295 J= 0.IN HCL

Foor oo bile o> Stock-solution  Jo—lx)
(ool 2 (oo 3 )5 9,S0Lo

wlice ald 5l eslizal L 1, Stock-solution Jelxe *
Jobee J1 i (oo o g 9 Sales oyl (099,50 +/YY)
u]al&M‘wLJCwS]apu@»wﬂﬂ Q‘)om)’d&é

iolome 1 ) (oo S5 55 el

\\.\Msb » 40mcg/ml (working solution) L.J/
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Preparation of Pyrazinamide

100mg/10 ml D.W
(/10000 mcg/ml)

Stock solution

[ >
g [ g

K ~ O~ @@~ J

2.5ml of stock —
solution into 247.5 ml
of 7TH10-Agar
(200 meg/ml )
Working solution

Culture Medium prepar ation:

The commercialy available 7H10 agar bases was
dissolved in deionized water at 9.5 g per 450 ml .Then
3.3 g of monopotassium phosphate (KH2PO4) was
added to acidify the medium. In addition 0.5 g of
casein hydrolysate and 2.5 ml of glycerol were added.
After being autoclave at 121°C for 10 min, the
medium cool down to 54°C and 50 ml of OADC
added into it. The medium split into to sterile flask
and in one of the flask 2.5 ml of pyrazinamide stock
solution was added into it.

Preparation of Pyrazinamide solution

% Dissolve 100 mg of Pyrazinamide in 10 ml of distilled

Water.
(PZA concentration is 10000 mcg /ml = Stock solution)
% Sterilize stock-solution by using 0.22 pl Millipore -filter

« Add 2.5 ml of filtrated solution, to 247.5 ml of 7H10-

agar culture Media
(PAZ concentration is 100 mcg/ml =Working sol ution)

(100 meg/ml) elsy e Jsloce 485
a=b) 7TH 10 Agar oslsl yse 5l p,8 /0 il :7TH 10 Agar s ags
“prslingise £S5 VIV ol g 00,8 LAl Jlako Ol g (g $0- & ]y (jg20
Jobore oeiS (oo BLSN JgpulS (o (o VIB g jgyiem (S p)5 +/0 i
Sl 20,5 o gMSa5l Wgy Vol o Sl dn p3 IV )0 4B N+ o 4y (398
93 4 aloliM g 4ol OADC o o b+ o 0 o Kl a5 )3 OF & (i
s o bl baseo Sl (o VIV /D (gl 1V SuSME) 235 o quannd )15
Lo jl (o (o YO (55l 1Y S g duoliyjlp Jloro Sl (o (o V/B 05Me

(S o g 00 4l
Awolizjly Joloee 4

29 o oo O (g (o Ve )3 saliyjlyn o5 o Ve
(ol yid o 5 p59,S0ke Vev e clale gols StOCK-sSOIUtION Jolno)
sl ((y9,5um +/YY) (olie L 5l oslizl L 1, StOCK-sOlUtion Jyloe «
oS Lasre o (oo VEVID &4 1y 005 52 Jsloma 51 y2) (oo V/B s 5 dples

THI10 Yoo jl yd oo S5 o aolivjlym clale aplzan7H 10 —Agar
Asb » 100meg/ml <Agar
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Preparation of Capreomycin

(A DA,

AN IER

100 mg /10 ml D.W 1ml of stock- 1ml of solution A
(20,000 mcg /ml ) solution into 9ml into99ml of L.J
of D.W culture media
(1000 mcg/ml ) (20 meg/ml)
Stock-solution Solution A Working —solution

ﬂparation of Capreomycin solum
(10mcg/ml)

* Dissolve 100 mg of capreomycinin 10 ml of

distilled water

(CAP concentration is 10000 mecg /ml= stock
solution)
* Add 1 ml of stock —solution into 9 ml of

distilled—water

(CAP concentration is 1000 meg/ml=
solution A)
* Sterilize stock-solution by using 0.22
Millipore -filter
* Add 1ml of filtrated solution, to 99 ml of L.J
culture Media

/ (10 MOG/MI) ouslen s ngc»h

J yhie Of pud (e Ve 3 Ganleg oS 03 e Ve

g

pS9,Sole Vorve clale cols Stock-solution  Jglox)
(cosl 2 (oo 5

03958 Jlado Ol yid Lot & SIOCK  Joloo 5l ) o V %
g

(395 oo 3t o > p)SgpSele Vere e gyl A Jsloo)
eyl (95 < /YY) i b jlodlazal L) A Joloco

o A ]y ond yild AJM)IMJLA&W‘MR

(CAP concentration is 10 mcg/ml= working
solution)

\\ A8l 10meg /ml L.J sl ,1,7
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Preparation of Ciprofloxacin

Pivea Ye Nl

~_

50 mg /25 ml D.W
(2000 meg /ml )

Stock solution

~N_ A

Iml of stock-
solution into 9ml of
D.W (200 mcg/ml )

Solution A

~

N

1ml of solution A
into99 ml of L.J
culture media

Working solution

\&/

V/

ﬁreparation of Ciprofloxacin solutim
(2mcg/ml)

x Dissolve 50 mg of ciprofloxacinin 25 ml of
distilled water

(CIP concentration is 2000 mcg /ml = stock
solution)
x Add 1 ml of stock —solution into 9 ml of
distilled —water

(CIP concentration is 200 mcg/ml, solution A)
x Sterilize stock-solution by using 0.22 pl
Millipore -filter
x Add 1ml of filtrated, to 99 ml of L.J culture
Media

(CIP concentration is 2 mcg/ml = working

/ (2 MOGMI) ool sl th

Jo e o 1 (o YO )3 oS slig s 5 i D4

W
P pSeSele Yeor clale gols StOCK-SOIULION Joloeo)

(ol i (o

shia Ol i) (e 84 SLOCK Jobors 1 2 o V ok
g 03438

(Cosl 2 (oo > p)59Solo Vor clale (gols A Jslons)
(095Sse /YY) lie b ) oslal b 1) A Jsloe
oy oud il A Jolos 5l ) o S g pled oyl
ol olBg s cdale s Lo S Lams o oo AR

\\.mpd 2mcg/ml L.J J,imjl):gg%y
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Preparation of cycloserine

Stock — solution

K&/

//“K}?\\

30 mg/10 ml D.W 1 ml of stock —
(3000 mcg/ml) solution into 99 ml

of L.J culture
Media(30 mcg /ml )

Working solution

~_ /

ﬂeparation of cycloserine solutm
(30mcg/ml)

% Dissolve 30 mg of cycloserine in 10 ml

of distilled water with PH=10 (cycloserine
concentration is 3000 mcg/ml= cycloserine)
* Sterilize stock-solution by using 0.22 pl
Millipore -filter

* Add 1ml of filtrated solution, to 99 ml of

L.J culture Media
(cycloserine concentration is 30 meg/mi=

working solution) /

(30 MCY/MI) (3 oslSis Jsloxs s

L pbaie Ol ynd (oo Ve )3 gl )5 (oo Yok
03,5 aus Na2 Co3 7 /y Jglo Il ) 54 J» PH =3+
sl sk T PH (08 (o Lol jlaiie OF s (o Ve e 4y
(COTARES

pSe,Sule Yeee clale ool StoCk-solution  Jgle)
(ool 3 o

sl (S +VY) ol ik oolizal Ly Jolono 5

o W len s pild ol 5l i) (die SO g nles

\\ sl o 30meg/ml L.J J?JN)I,J/
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Prepar ation of Ethionamide

AN HEN

-

v \_/
100 mg /10 ml 1 ml of stock-
0.NHCL/ ethylene solution into 9 ml
glycal D.W
(120000 mcg/ml) (/1000 mcg/ml)

Stock solution Solution A
~_

~N

2 ml of solution A
into 98ml of L.J
culture media
(20mcg/ml)

Working Solution

~

K&/

\_//

Preparation of Ethionamide Hydrochloride
solution (20mcg/ml)
Potency of ethionamide Hydrochloride is may be
different from company to company. Therefore,
each time weight of drug necessary has to be
calculated using this formula

Weight (mg) = Volume (ml) x Concentration

Ptotency (ug/ml)
To make a 10 ml of 10,000mcg /ml stock solution
then 10,000 x 10

—_—— e —=

Potency (mg)
Dissolve 100 mg of in 10 ml of distilled water
(ETH concentration is 10000 mcg /ml= stock solution)
x Add 1 ml of stock —solution into 9 ml of distilled —~water

(ETH concentration is 1000 mcg/ml = solution A)
% Sterilize stock-solution by using 0.22 yl Millipore -filter

% Add 2 ml of filtrated solution A, to 98 ml of L.J culture
Media
(ETH concentration is 20 mcg/ml = working solution)

(20 meg/ml) seobigs! Joloo ans

0.IN HCL / DMSO =) Lo Ve 5 pySikio Voo
23S > ©yee a6 > ethylene glycol UL
sl Wb Ul sles > el YY 4l €thylene glycol

g
chle ool Stock-solution Jskx)

(ol i oo

g 03938l jhaie Ol i) Lo @ a4 SEOCK Joloeo 5l i Lo ) %
(a2 o33 1 Sle oo L i A o)
eyl (950 YY) (bt ild Jlodlanal L) A Jolowo

o oo M alyond 3 A gl 1 i) (e ) e adples
So 5 g aabssl clale L plian Lo s e

ST T

a3l 220 meg/ml L. Jgbxe 3l 2 Lo
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Preparation of Kanamycin

127.2 mg/ 10 ml
D.W

(10000 meg /ml )

Stock —solution

solution into 9 ml

2 ml of solution A
into 98 ml of L.J
culture media

working Solution

Preparation of Kanamycin Solution (20 mcg/ml)
« Potency of Kanamycin sulfate is may be

different from company to company. Therefore,
each time weight of drug necessary has to be
calculated using this formula
Weight(mg):Volume(mI)XConcentration

Ptotency (ug/ml)
To make a 10 ml of 10,000mcg /ml stock solution
then 10,000x10  _ 1972

786
Preparation of kanamycin solution
« Dissolve 127.2 mg of Kanamycin sulfate in 10 ml of

distilled water.
(KM concentration is 10000 meg /ml= stock solution)
+ Add 1 ml of stock solution to 9 ml of distilled water

(KM concentration is 1000 mecg /ml=in solution A)
« Sterilize solution A by using 0.22 pl Millipore -filter

« Add 2 ml of filtrated solution A, to 98 ml of L.J
culture Media.

(20 meg/ml) s lobls Jolowo anps

10 ml ,>10,000 cm@/ml aws ¢y 245 amslxe 1L o POtENCy
S o o3litl 5 Jga 95l POLENCY =786 |,

Weight (mg) = Lolume (ml) x Concentration

Ptotency (pg/ml )
PCHVIEY (7 g 10x 10,000
\d

29 o e OF iz o Ve )3 p)Sokee VWYY

i e 53 p)SeySole Verer ckale cols StOCK-SOlULION Jgloxe)
Cowl

D9 03938 Jlage Ol yid Lo % 4 SOCK  Jgloeo )")Z:J‘_A:.A(\ *
(395 (oo 2 oo > p)55)Sele Vooe e gl A Jgloxe)

o 9 kel oyl (09,5 VY ) ol i8Sl edliul L) A Jsloe
Woljio L.J cuiS buse (o (o QA @ lyond gld A Joloxe 5l ) Lo ¥
( WOrKing  Jso jl ysd (ue Sy 3 2S5 pmsnalipsl e bile
23b e 20meg/ml () b s L) solution) L.J
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Preparation of Ofloxacin

K&/

(> D)

N N N
20mg /10 ml of 1ml of stock- 1 ml of solution A
0.1 N NaOH solution into into 99ml L.J
( 2000 mcg/ml) 9ml of D.W culture media
(200 meg/ml) (2mcg/ml)
stock-solution .
solution A Working solution
~_

&//

ﬂaparation of Ofloxacin solutionm
mcg/ml)

% Dissolve 20 mg of ofloxacinin 10 ml of

0.INNaOH

stock solution)
% Add 1 ml of stock —solution into 9 ml of
distilled —water

(ofloxacin concentration is 2000 meg/ml
solution A)
* Sterilize stock-solution by using 0.22 pl

Millipore -filter

L.Jculture Media

(ofloxacin concentration is 2 meg/ml=
working solution)

(ofloxacin concentration is 20000 mcg/ml=

* Add 1ml of filtrated solution A, to 99 ml of

/

~

(2 MEG/MI) cypule5ls5] Joloxo 4205
NIRPEA PR PEWEINE SYEA PSS L S
295 > NaOH

cble ¢ql> Stock-solution Jglw)
(ool 2 (oo 5

oo oy i) e 4y STOCK Joloxa 51 320 e V %
Dgid 03438

(Col i) oo > S 9Sulo Yoo el ggl A Jsloo )
(Cr9ySan +I¥Y) plie ,5kd 5l oslial L 1y A Joloxe %k
oad ,ld A Jslowo 51 2 (e o s cdipled ol
2meg/ml L.J Joloeo 5l 5 (oo S5 53 oyl ol
A3l (0

0.1

NCRCHI
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Preparation of P-Amino-salicylic cid

AN EEN

-

Ve YWe Y

~_

114 mg/10 ml
(10000mcg/ml )

Solution A

~_

1ml of stock —
solution into 9ml
D.W (1000)

Solution B

~_

N

0.5 ml of solution
A into 99.5 ml of.
L.J culture media

Working
Solution

kv

~_ j

Preparation of P-Amino-salicylic cid
Solution (5mcg/ml)

xPotency of P-Amino-salicylic cid is may be
different from company to company. Therefore,
each time weight of drug necessary hasto be
calculated. Using this formula
Weight (mg) = Volume (ml) x Concentration

Ptotency (ug/ml)
To make a 10 ml of 10,000mcg /ml stock solution
then 10,000 x 10

(Ptotency) 877.2
Preparation of kanamycin solution
x Dissolve 114 mg of P-Amino-salicylic acid in 10
ml of distilled water.
(PAS concentration is 10000 mcg /ml, stock solution)
x Add 1 ml of stock solution to 9 ml of distilled water

(PAS concentration is 1000 mcg /ml, solution A)
* Sterilize solution A by using 0.22 pl Millipore -filter

* Add 0.5 ml of solution A to 99.5 ml of L.J culture media
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Preparation of Amikacin
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40 mg/ 10 ml
D.W
(4000 meg/ml )

Stock- solution

~_
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N

1 ml of stock
solution into 9 ml
of L.J culture
media ( 400 cg/ml)

Solution A

~_

N

1 ml of solution A
into99 ml of L.J
culturemedia
(4 mecg/ml)

Workina solution

~_ j

/Preparation of Amikacin
(10mcg/ml)

* Dissolve 40 mg of amikacinin 10 ml of
distilled water.

solution)
* Add 1 ml of stock —solution into 9 ml of

distilled-water.

* Sterilize stock-solution by using 0.22
Millipore —filter.

culture Media
(AM concentration is 4 mcg/ml= working
solution)

sol um

(AM concentration is 4000 mcg /ml= stock

(AM concentration is 400 mcg/ml= solution A)

* Add 1ml of filtrated solution, to 99 ml of L.J
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Preparation of Drug Containing Media

/Drug Containing Media \ C ds b 5y ool 3yse (gols lilé 9)‘-’?\3\

The drug containing medium is distributed in
volumes of 6-8 ml in sterile 17mm x 170mm
screw-capped test tubes, coagulated at 85°C
for 45 minutes ,and alowed to cool at room
temperature for 24 hours; the screw caps are
then tightened and the tubes stored at 4°C.
The period of validity of the media stored at

4°C is 1 months. /
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M cFarland Standards
Barium Sulfate turbidity
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The McFarland Scale is a scale numbered from 1 to 10 which represents specific
concentrations of bacteria/ml.
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mcFarland Standards are tubes labeled 1 through 10 and filled with suspensions of Bari um
salts. Each tube approximates the turbidity of bacterial solutions corresponding to the
McFarland Scale number. Thus, tube 7 represents the turbidity of bacteria at a
concentration of 2.1x 10%/ml.

If you have a culture and wish to determine its approximate population, its turbidity can be
visually compared to a set of McFarland Standards. If its turbidity falls between tubes 7 and

8, then the number of bacteria/ml will be between 2.1 and 2.4 billion per ml. The advantage
of these standards is that no incubation time or equipment needed to estimate bacteria

Knumbers. /

3, lliwl w8 S calw
Preparation of M cFarland standard

0.5 McFarland Sulfuric acid(H,S0,) ,1%
Standard Barium Chloride(CL ,Ba,2H-0) ,1%

1.0 McFarland Sulfuric acid ,1%
Standard Barium Chloride, 1%

2.0 McFarland Sulfuric acid,1%
Standard Barium Chloride, 1%

3.0 McFarland Sulfuric acid ,1%
Standard Barium Chloride, 1%

4.0 McFarland Sulfuric acid ,1%
~ Standard Barium Chloride, 1%




l““( Note Mycobacteriology Research Centre, NRITLD




Mycobacteriology Research Centre, NRITLD (“‘ ?C

Put 8-10 glass beads in screw cap
tube, add 200 pl of physiological
serum or distilled waters, then
autoclave the tube.

* Transfer 8-10 mycobacterium
colonies to a sterile screw cap
tube containing glass beads;
homogenize it on mixer for 4-5
minutes. Take one ml of D.W
and add the suspension into it
gradually until the density adjust
to that of aMac Farland No.1

Prepare the suspension as follows:

1. Transfer 0.5 ml of suspension
equal to Mac Farlands No.1, into
tube contains 45 ml distilled
water. In this way, 10 ™ dilution
has been prepared (solution B)

2. Transfer 0.1 ml of solution B to
9.9 distilled water

(Solution C =10 )

3. Transfer 0.1 ml of solution C to
9.9 distilled water (Solution D 10 )

N
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Mycobacterial Suspension

~_

Suspension
is prepared
according to
1 Mcfarlands
(3X10°® bacilli/ml)

Solution A

~_

\_

~_

500 pl of solution
A into4.5 ml
of D.W
(3x107 bacilli/ml)

Solution B

(10"

~_

100 pl of solution
B into 9.9 ml
of D.W
(3x10° bacilli/ml)

Solution C

(10

~_

N e N e

100 pl of solution
Cinto 9.9 ml
of D.W
(3X 10° bacilli/ml

solution D

(10°)
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I noculation of Suspension
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Firstly, inoculate 200 pL of Mycobacterium suspension (with 10, 10, 10° concentration)
on to each slant of control media and drug — containing media.
«+ Spread over the suspension on the whole surface of medium and incubated at 37°C.
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Report the growth on control and drug
containing media after 28, 42 days.

% First, read the mean of growth on control
media and record it

* Record mean of growth of 10" tubes.

* Record mean of growth of 10 tubes.
* Record mean of growth of 10° tubes.

When no growth was observed on drug —

containing media, the mycobacterium is
sensitive.
x When enough growth was observed,
count the number of colony, then calculates
the percentage of resistance by this
formula

9100 x Number of colonies on thedrug
Number of colonies on the control
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Number of colonies
Drug | % resistant|
10 j
Control 4+

INH 0.2 ug
SM 2.0 g 0
RIF 1.0ug 0

ﬁ he 10" control inoculum gave 4+, or colonies too numerous to count. The hundredfold diIution\
(10®) gave 60 countable colonies. Therefore, the 4+ = 60 x 100 or 6000 colonies. Knowing this
figure, the proportion of resistant bacilli may be calculated as 2% to 0.2 g /ml INH.

If more than 1% of the test population is resistant to the drug under test, this suggests that resistance
to that drug has devel oped.

An alternative way to calculate the percentage of resistant bacilli is:

Colony count on drug medium at lower dilution (10 = o4 resistance 120 = 2oy,
Qolony count on control medium at higher dilution (10°®) 60 /

Address: Mycobacteriology Research Centre, Iranian National Reference TB Laboratory, Nationa
Research Ingtitute of Tuberculosis & Lung Disease (NRITLD), Shaheed Beheshti University of Medical
Sciences, Shaheed Bahonar Ave, Darabad, 19556, P.O 19575/154, Tehran, Iran.

Tel: (0098-21) 20105555 or 20109505

Fax: (0098-21) 20109484 or 20109505


http://www.mrc.ac.ir
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