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APPENDIX I

REAGENTS AND INSTRUMENTS

REAGENT

Absolute ethanol ol ' (Merck,U.S.A)
Methanol _ éi (Merck, U.S.A)
Agarose (ultrapure) = ' ~ (Biorad, U.S.A)
EDTA (s (Amresco, US.A)
Ethidium bromide B\ SN esco, U.S.A)
Glacial acetic aci [ ck, Germany)
erck, Germany)
(Sigma, U.S.A)
Oxoid, England)
Sigma, U.S.A)
(Sigma, U.S.A)
Amresco, U.S.A)
Middlebrook 7H{ ;ﬁ=; i US.A)
Middlebrook 7H9 -I ‘ (Bifco, U.S.A)

u'

““E““‘H UHANYNTNYNS
AN Ny

Sodium hydroxide
Mineral oil A
Mueller-Hinton agar
Na,HPO4
KH,PO,

Tris (ultrapure)

INSTRUMENTS

BACTEC MGIT 960 system (Becton Dickinson, U.S.A)
Water bath (Memmert, U.S.A)
Incubator (Forma Scientific, U.S.A)

Microcentrifuge (Eppendorf, U.S.A)
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APPENDIX I (CONTINUED)
Perkin Elmer GeneAmp PCR system 9600 (Perkin Elmer, U.S.A)
ABI Prism™ 310 Automate sequencer (Perkin Elmer, U.S.A)

Al
¢
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APPENDIX II

MEDIA, SOLUTION FOR CULTURE AND SUSCEPTIBILITY TESTING

1. Ogawa media

Mineral salt solution

Potassium dihydroge 1p phatg'aghydrous (KH,POq) 30 g

Sodium glutamates 30 g

Distilled water T . — 300 ml
Glycerine / 7T1% NS 18 ml
2%Malachite green so I' 18 ml

Homogenised wh 600ml (12-16 eggs)

Autoclaving mineral 1on. &t 121°C for 5 minutes to sterilise. Cool to room
temperature. The following i cits! re” :\ pooled in a large, sterile flask and
mixed well: glycerine, 2% mala. h 1ogenised whole eggs. The medium

is mixed well and distributed in 6 '4-#— olun  sterile 20x150 mm screw-capped test

tubes. Place the bottles in a slanted position.in issator and coagulate the medium for
45 minutes at 80-85 °C. Cepland storeat4°C uatitused '
Y

2. Middlebrook 7H9 lﬂth with 5% oleic acid—albumm-‘ cxtrose-catalase (OADC)

Middlebrozﬁm ‘ 47 g
— &JQM&JVI?W NN 5 o
Distilled water ar 950 ml

AW AININUURIINAE

Susp d 4.7 g of the powder in 950 ml of distilled water. Autoclaving at 121°C for
15 minutes. Aseptically add 50 ml Middlebrook OADC Enrichment to the medium when
cooled to 45°C. Dispense to 4 ml per tube. Cool and store at 4 °C until used.



APPENDIX II (CON TINUED)

> Mueller-Hinton agar with 10% OADC
Muller-Hinton agar
Middlebrook OADC Enrichment

Distilled water

75

completely. Sterilize by autocla¥ J ) snutes. Cool to about 50 °C and

aseptically add 100 ml of Mji

Cool and store at 4 °C until

4. Middlebrook 7H11 m
Middlebrook 7H11 agar

g
Glycerol ml
Middlebrook OADC E ml
Distilled water ml
Suspend 4.7 g of the ,_.L_v.-_.-._.‘.--—--—---: ----- d wa ;_-,‘ ontaining 5 ml Glycerol.
— \

Swirl to obtain a smooth suspe
minutes. Cool to about 50°CBd aseptically ad
Dispense to 20 ml per petri dishs Geol and store at 4°C unti

AUYANTITNE NS

Phosphate bufféf (pH 6. 8)

KHZP@W’]NﬂﬁﬂJ 11NN

NazH

Distilled water

dutoclaving at 121°C for 15
d 100 ml of Midd ebrook OADC Enrichment.

BB «

10.14 ¢
1000 ml

The solution was sterilized by autoclaving at 121°C for 15 minutes. Cool and

store at room temperature until used.



APPENDIX III

REAGENTS AND PREPARATIONS

) 0.5 M Ethylene diamine tetraacetic acid (EDTA), pH 8.0

Dissodium ethylene diamine tetraacetate.2H,0O 186.1 g
DDW | 800.0 ml
Adjust pH to 8.0
Adjust volume to 1,008

25 1 M Tris-HCI, pH 8.
Tris (ultapure) 1211 ¢
DDW 800.0 ml
Adjust to pH 8.0 by agh 42.0 ml
Sterililize by autoclaving

L

o 50 x Tris-acetate buffer
Tris (ultrapure) 2420 g
Glacial acetic acid ;_ 571 g
0.5 M EDTA ‘v{‘ 100.0 ml

,000 ml with DDW

ﬁﬁﬁhwﬂﬂswawnﬁ

4. 10x TE buffer

Tnﬂmaﬂnimum'mma s

MEDTA

Adjust the volume te

Sterilize by

Adjust to pH 8.0 by adding conc. HCI, Adjust volume to 1,000 ml. Sterilize by

autoclaving
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APPENDIX III (CONTINUED)

REAGENT FOR AGAROSE GEL ELECTROPHIRESIS

10 mg/ml Ethidium bromide
Ethidium bromide 1
DDW \ J 100
Stir on a magnetic stirze fOr several mﬁhat the dye has dissolved. Wrap
the container in aluminum BT (ran$i€r to a dark bettlc and stored at 4°C
! " \\
2l 1.5% Agarose gel
Agarose (ultrapure) 03 g
1 x TAE 20.0 ml
10 mg/ml Ethidiumbrogid 1.0 ul
X —
3. 3KbDNA Ladder fragientiaate. 4

Prepare from stock 500 pl4nk o+ -
Add DDW 550 p ;:;;;;;‘;;;:vze;..m;;.;i.'.;i.-..-..: ...... "

7 AX
Use 5 pl per lane 3 :‘;I‘"-

i k|

AU ININTNEINS
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APPENDIX IV

MIC results determined by broth microdilution, BACTEC MGIT 960 and E test

78

methods.
MIC (microgram/milliliter)
Striln Broth microdilution | BACTEC MGIT 960 E test
MACO001 8 Hf <16 6
MAC002 8 ‘\'t I{/y <16 8
MAC003 T . ___ﬂu >256
I = 8
77/ ENINRY '
V//ZETANNIN 4
/&% PN :
2\ :
MACO010 i é ﬂ\\i 6
MACO11 ¥ 16" 4
MACO12 | f s i ‘\ 6
MACO13 i 3
MACO14 ¥ i 7 6
MACO15 ;,IL—A 2
MACO016 M , 16
MACO017 . 4 <16 8
e AW IRENI RN —
MACO019 ' s 111 0 8
MAC020 2 ¢ =16 Y 1
MA : 4
MAC023 ~ 8 <16 8
MAC023 8 <16 16
MAC024 8 <16 12
MAC025 8 <16 8
MAC026 8 <16 12
MAC027 4 <16 8
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APPENDIX IV (CONTINUED)

Strain

MIC (microgram/milliliter)

Broth microdilution | BACTEC MGIT 960 E test
MAC028 4 <16 8
MAC029 >256 >64 256
MAC030 05
MACO031 4
MAC032 16
MAC033 8
MAC034 - 1
MAC035 8
MAC036 W 6
MAC037 3
MAC038 % C 8
MAC039 R 3
MAC040 ~ 6
MAC041 == 6 4

; T

MAC042 I e—— <16 2
MAC043 : o 2
MAC044 ! L 16
MAC045 - 8
MAC046 0.5 <16 4
MAC047 ¢ 2256 o 64 >256
MAC048 ] W 3
MAC049 R 4 <16 8
MAC Bl IRE TAN" | 6
MAC0S? 8 <16 12
MAC053 4 <16 8
MAC054 4 <16 8
MAC055 4 <16 4
MAC056 4 <16 8




APPENDIX IV (CONTINUED)
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MIC (microgram/milliliter)

ST Broth microdilution | BACTEC MGIT 960 E test
MAC057 2 <16 6
MAC058 ] <16 0.5
MAC059 <16 15
MAC060 4
MACO61 6
MAC062 ‘& 3
MACO063 ﬂﬂ‘ 5}\\\:&?‘ , 8
i 27/ BN :
47/ ZEONNT :
wos | A < NN 8
G /] 7 .\ ?
MAC069 T )
MAC070 2
MACO71 7}
MAC072 8
MAC073 8
MAC074 2
MACO75 7
MAC076 | 7
MAC077 ‘ 6
MACO078 4 ¢ a§16 2
MAGO K | 1& 8
MACO LW, ——o_5 6
MACO81 4 <16 8
MACO082 4 <16 8
MACO083 4 <16 3
MAC084 2 <16 *
MACO8S 2 <16 4




APPENDIX IV (CONTINUED)

Strain

MIC (microgram/milliliter)

Broth microdilution | BACTEC MGIT 960 E test
MAC086 2 <16 6
MAC087 4 <16 2
MACO088 2 o " | <16 4
MAC089 PN ‘MV ¢ <I6 4
MAC090 e 6 8
MAC091 ﬂ — 6
R TN :
A e 7// B 1\ NN 6
mace: /T AN ‘
i L/Y E‘ b NN ‘
MAC096 l l’ 16 8
MAC097 : » 4
MAC098 4
MAC099 4
MAC100 4

‘QWWNﬂ‘iﬂJlﬁﬂ’]’mﬁl’mﬂ

ﬂUEJ’J’V]EWIﬁWEJ’]ﬂ?
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