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Lampiran 1. Skema Kerja
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Ekstraksi DNA dengan Kit GENEAID
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Amplifikasi Gen fbpA dengan PCR
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Visualisasi Produk PCR dengan

Elektroforesis
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Sekuensing
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A. Dekontaminasi Sampel Sputum

Mycobacterium
tuberculosis

- Dip

indahkan sebanyak 2 ml ke tabung falcon 50 ml

2 ml NAOH-NALC

- Divortex selama * 30 detik
- Didiamkan selama 15 menit di dalam BSC
50 ml PBS
- Disentrifuse dengan kecepatan 3000 rpm selama 15 menit
- Dibuang supernatan ke dalam wadah sampah berisi
disinfektan
1 ml PBS
- Divortex dan dimasukkan ke dalam tabung eppendorf steril
100 pl Sampel

- Diambil hasilnya untuk pewarnaan ZN
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B. Pewarnaan Ziehl-Neelson

Mycobacterium
tuberculosis

Dipindahkan sebanyak 100 pl ke kaca preparat

Dikeringkan kaca preparat dengan hot plate selama 2 jam

Karbol Fuchsin

Dipanaskan kaca preparat hingga terbentuk uap

Didiamkan selama 5 menit lalu dicuci dengan air mengalir

hingga luntur

Asam Alkohol

Didiamkan selama 3 menit lalu dicuci dengan air mengalir

hingga luntur

Metilen Blue

Didiamkan selama 30 detik lalu dicuci dengan air mengalir

Sampel Pewarnaan

Diperiksa hasilnya dengan menggunakan mikroskop dengan

perbesaran 100x
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C. Ekstraksi DNA Mycobacterium tuberculosis

Mycobacterium
tuberculosis

- Dipindahkan sebanyak 2 ml ke tabung berisi aquades

- Dipanaskan pada suhu 95°C selama 2 jam

20 pl Enzim Proteinase K

- Divortex dan diinkubasi pada suhu 60°C selama 5 menit

200 ul GSB Buffer

- Divortex dan diinkubasi pada suhu 60°C selama 5 menit

200 pul Etanol Pekat

- Divortex dan dimasukkan ke dalam GC column

- Disentrifugasi dengan kecepatan 13500 rpm selama 1 menit

400 ul W1 Buffer

- Disentrifugasi dengan kecepatan 13500 rpm selama 1 menit

600 ul Wash Buffer

- Disentrifugasi dengan kecepatan 13500 rpm selama 30 detik

- Dipindahkan ke tabung eppendorf

100 ul Elution Buffer

- Disentrifugasi dengan kecepatan 13500 rpm selama 3 menit

DNA Murni

49



. Amplifikasi DNA dengan PCR

Sampel DNA

Dibuat PCR mix yang berisi: Enzim Mytaq Red 25 pl, primer

(forward) 0,5 pl, primer (reverse) 0,5 ul, dan ddH20 19 pl

45 ul PCR Mix

Dimasukkan ke dalam tabung PCR

5 ul Ekstrak DNA

Dimasukkan ke dalam tabung PCR

Amplifikasi

Diamplifikasi sebanyak 35 siklus. Setiap siklus terdiri dari:
= Predenaturasi pada suhu 95°C selama 2 menit (1 siklus)
= Denaturasi pada suhu 95°C selama 30 detik
= Annealing pada suhu 60°C selama 30 detik
= Exstension pada suhu 72°C selama 30 detik

= Pasca ekstensi 72°C selama 5 menit (1 siklus)

Produk PCR
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E. Deteksi Produk PCR dengan Elektroforesis

Produk PCR

- Disiapkan gel agarosa 2% dengan komposisi: gel agarose 2 gr,
dan 100 ml TBE buffer 0,5%

- Dipanaskan selama 2 menit

10 pl Ethium Bromide

- Dicampurkan pada cairan gel

8 ul Produk PCR

- Dimasukkan produk PCR masing-masing ke dalam sumur gel

agarosa 2% yang terendam dalam tangka berisi TBE Buffer

Elektroforesis

- Dijalankan power supply dengan tegangan 100 volt selama

120 menit

Pita DNA

o1



Lampiran 2. Peta Origin Antara Primer dan Gen fbpA dari DataBank
A. Origin Gen fbpA dari DataBank

Mycobacterium tuberculosis H37Rv, complete genome

GenBank: CP003248.2
GenBank Graphics

>CP@@3248.2:4265809-4266707 Mycobacterium tuberculosis H37Rv, complete genome
TCTGTTCGGAGCTAGGCGCCCTGGGGCGCGGGCCCGGTGTTGGGCGTGGCACCCAGTGCCCGTTGCAGGT
CGGGCTTCATAGCGTTGAGCTGCGCGCCCCAGTACTCCCAGCTGTGCGTACCGCTGTCCGGGAAGTCGAA
CACGCCGTTGTGGCCGCCACCGGCGTTGTAGGCGTCTTGGAACTTGATGTTGCTGGTCCGCACGAAGCCC
TCGAGGAACTTGGCCGGCAGGTTGTTGCCACCCAGATCCGACGGCTTGCCGTTGCCGCAGTACACCCAGA
CGCGGGTGTTGTTGGCGATCAGCTTCCCGACGTTCAACAGCGGGTCGTTGCGCTGCCACGCCGGGTCLTC
CTTCGGGCCCCACATGTCGGAGGCCTTGTAGCCGCCAGCGTCACCCATCGCCAGGCCGATCAGGGTGGGA
CCCATCGCCTGGGAGGGGTCCAACAGGCCCGACATCGCTCCCGCGTAGACGAACTGCTGGGGGTGATAGA
TCGCCAGCGTCAGCGCCGAAGAAGCAGCCATCGAAAGACCGACGACGGCGCTTCCGGTGGGCTTGACGTG
CCTGTTGGCCTGCAGCCACCCCGGCAGCTCGCTGGTCAGGAAGGTCTCCCACTTGTAAGTCTGGCAACCG
GCCTTGCCGCAGGCGGGCTGGTACCAGTCGGAGTAGAAGCTTGACTGGCCACCCACCGGCATGACCALCCG
ACAGGCCCGACTGGTCGTACCACTCGAACGCCGGGGTGTTGATGTCCCAGCCGCTGAAGTCGTCCTGCGE
GCGCAGGCCGTCGAGCAGGTACAGGGCGGGCGAGTTGGCACCACCACTTTGGAATTGGACCTTGATGTCA
CGGCCCATCGACGGCGACGGCACCTGCAGGTACTCCACCGGCAAGCCCGGCCGGGAAAA
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Lampiran 3. Hasil Sekuensing Sampel

A. Visualisasi Sekuens Sampel C1

Model 3730 File: 1st_BASE_4820868_C1_fbpA.ab1 Signal G:260 A:331 T:278 C:365 Page 10f 1
BIO A KB.bcp BIF KB_3730_POP7_BDTv3.mob 6/2/2023
£258000-04 62580024B20868003-UBER55005-00 7 no MTXF' field Spacing: 15,5093669891357
TRACE Lane6 Points 2102 to 17808
BioEdit version 7.0.5.3 (10/28/05]
CICNN NTGGG ANTCCT G CAAGT GECGT €G OCG T (G &l G GGOCGT G AU CAAGG TCCAATTCOAAAG TGG TGGTGUCAAC T CGCCIGCCCTGTACCTGC T CGACGG CCT GOGUGE GO AG G ACG ACT
w » N “ s « 7- s n 100 o

TCAGCGGC 16 GG ACAT CAACACCCCGG G TCGAGIGGT M GACCAGICGGGECIGTCGGIGGIOAL GOC GGIGGGIGGCCAGICAAGE T TCTACTCOGACIGG | ACCAGCCCGECTGEGGOAAG
200 220

160 " 250

M A A A WA i M e A M M MV i i i A A

GOCGGTIGCCAGAC I T ACAAG I GGGAGACCT TCCTGACCAGCGAGCT GECGGGEIGGCTGOAGGL CAACAGGEACGTCAAGCCCACCGGAAGCGECGICGICGGTICT T CGATGGE TGO T IC11¢
270 280 290 330 Y 360

HCCGTEGEATCTGEETGGCAACAACCT GECGGCEAAGT TECTCGAGGGET TCETGCGEACCAGEAACAT CAAGT TECAAGACECCT ACAACECOGETGECGECCACAACGGEGTGTTCGACTT CC
630 6l 650 660 T 50

VA PV o e A e i M et e

GEACAGCGGTACGCACAGCTGEGAGT ACTGEG GCECGOAGE T CAACGE TATGAAGCCCGACC TG A CGEECACT GEGTGCCATG COUAACACC GGG COUGCGECCC AGGE CG CC TAGCTCCGAL
60 ™ ™0 0 Y 810 81 830 840 = 860 w70

CAAGAATT CCAA
sy 90

oAl

B. Visualisasi Sekuens Sampel C2

Model 3730 File: 1st_BASE_4820669_C2_fbpA.ab1 Signal G:150 A:144 T:115 C:161 Page 10f2
BIO A KB.bcp BIF KB_3730_POP7_BDTv3.mob 6/2/2023
TRACE 6258000-04 5800231 00 22 no 'MTXF' field Spacing: 15,0456790924072
BioEdit version 7.0.5.3 (10/28/05) Lane 84 ETNSHIORAMINES D
CCOCMIGENGGTGEC GCTOCG TCGACCTIGTA CTG NCIGACGGCCAGCCCGEGCIGGAAMGITCCT CGGCTIGGG ACATCAACCTICCCGC CCTTCGAGTGGTICGACCAATC GGG A
1 20 30 4“0 50 o0 70 %
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Model 3730 File: 1st_BASE_4820669_C2_fbpA.ab1 Signal G:150 A:144 T:115 C:161 Page 2 of 2

BIO KB.bep KB_3730_POP7_BDTv3.mob 6/2/2023

TRAC 6258000-04 6258002820 6F880a3fHBA258005-00 2?7 no "MTXF" field Spacing: 15,0456790924072
joEdit version 7,053 (10/28/05) Lane 34 Paints 1871 1 17476
AGGAGGACCCGGEGTGGEAGEGEALCGALCCGCTGT TGAACGT COGGAAGCTGAT CGUCANCAACACCCGOGICIGGGIGIACTGEGGAACGGLAAGE CG ICGGAT C 1 GGG GG
470 %0 s 30 S0 550 580

AGCGGTACG CACAGCT GGGAGTACTGGGGCGCGEAG CTCAACGCTATGAA GCCCGACCTGOAACGGGCACTGRGG TGCCACG CC C AACACCGG GECCCGCGCCCCAGGG
o 710 740 750 780 0 800

st e A M e et e\

COECCTAGCTCCGAAAAAGAA TT CCA A
810 20 830

C. Visualisasi Sekuens Sampel C3

Model 3730 File: 1st_BASE_4820670_C3_fbpA abl Signal G:219 A:254 T:211 C:264 Page 10f2
BIO A KB.bep BIF KB_3730_POP7_BDTv3.mob 61212023
TRACE 6258000-04 62580028006 259083/BBA4258005-00 2% no 'MTXF" field Spacing: 15,5197534561157
o S o 7055 (1026/05) Lane 4 Points 2117 to 17786

N GNCGTCG CCGT CGAGE GGICGEGAC TGAAGGT COWGTT CCG AGT GGTGGT GECEG CT € GECCGOCCTGAACCT GOT CGACGE COT GCG CGCGLAGGACGACTT CAG CGGETG GG AC
10 ) r s0 60 s0 o0 100 1o

TCGGOGCTGACGOTGGOGATCTATCACCCCCAGCAGTICGTCTACGE GGG
370 380 390 400

Jmmmhuhuhmmmumhulnulmml.nhxmhuuuuluu Nh‘AJ.uhluﬂuu“ﬂuu‘uh‘lml

ACGOTGGOGGOTACAAGGCCTCCGACATGT GGGGECCGAAGGAGGACCCGGCGTGGOAGCGLAACGACCCGOTGT TGAACGTCGGGAAGCTGATCGCCAACAACACCCGOGTCT GGGT G
470 80 490 500 510 520 530 540 350 =60 B 80

A e e\ e W A e W M e M A A M

TACTGCGGCAACGECAAGCCGTCGGAT CTGGGTGGCAACAACCTGOCGGCCAAGT TCCTCGAGGEGETTCGT GEGGACCAGE AACATCAAGTT CCAAGACGOCTACAACGCCGRTGEG
590 o0 610 620 630 640 650 660 &70 680 690 00

.mummmm.uumhummmmunuuuu.uuu.lmam.mul,us.ummumuu.n.mh.n.uu.u

GGOCACAACGGCGTGTTCGACTTCCCGGACAGLGGTACGCACAGCTGGE AGTACT GGG GG CGOAGE TCAACGCTATGAAGCCCGACCTGOAACGGGCACTGGG TGOCACGOCC
(e 730 740 750 760 770 780 790 500 810

TAGLGATGICGGGCCTGT TGGACCOCT COCAGGOGAT GGGTCCCACCCTGATCGGOCTGGLGATGGG TG
an 440 s0

oo oo e o M M M

AACACC GGG COCGOGCOCCA GGG CGOCTAGCTOCGAACCAGAATT COAA
820 830 850 860

AN O
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D. Visualisasi Sekuens Sampel C4

Model 3730 File: 1st_BASE_4820671_C4_fbpA ab1 Signal G:388 A'455 T:395 C:496 Page 10f 1
BIO A KB bep BIF KB_3730_POP7_BDTv3.mob 61212023
TRACE 6258000-04 62580048206268083/6pH6258005-00 27 no 'MTXF' field Spacing: 15.833532333374
Biokdit version 7.0.5 3 (10/28/05) Lane 2 Points 2148 to 18232
S NN TR N NI G GG GO G TCaCCG T 0 A TG OGO TG ACH GGG TCCANT TCCAAAG TR GG T GOCAA I CGCCCRCECIGTALETGETCaACGRCCTGCaoaGoaGe ]
w 0 30
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TGGICATGC CGGIGGGTGGOCAG TCAAGC T TCTACTCCGACTGGTACCAGCC
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E. Visualisasi Sekuens Sampel C5

Model 3730 File: 1st_BASE_4820672_C5_fbpA.ab1 Signal G:118 A1122 T:.91 C:124 Page 1 0of 1
EIOA KB.bcp BIF KB_3730_POP7_BDTv3 mob 6/2/2023
TRACE 6258000-04 6258004800 6PE58083/0pA258005-00 27 no "MTXF' field Spacing: 15,2725419998169
BioF it version 7.0.5.3 (10/28/05] Lane 63 Paints 1870 o 17716
TGTTCANCCC6 €6 IGEOCGEC T 0O EAGAAGTCCC GETCTAGE TGATC TTCOL GY A1GG TG0 €A AGEACCGGACEAT TTTGTCG 166 CC ATCCCCATGET TGEC (GGG Cace
n 2 0 w o0 B o

AAGCCGTCGEATCTGGE TGGCAACAACCTGCCGGECAAGT TCCT CEGAGGG CTTCG TGCGGACCAG CAACAT CAAGT TCCALGACGCC TACAAL CG CCGGTGGEGGCCACAACGGCGT G
290 a0 610 620 &30 640 650 660 67 680 700
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Lampiran 4. Hasil BLAST Sampel
A. Hasil BLAST Sampel C1

Mycobacterium tuberculosis H37Rv, complete genome
Sequence ID: CP003243.2 Length: 4411709 Mumber of Matches: 1

Range 1: 4265811 to 4266678 GenBank Graphics

Score Expect Identities Gaps Strand
1593 hits(265) 0.0 B67/868(93%) 0/868{0%) Plus/Minus
Query 14 CCTaCARGTGCCATCGCCETCRATGRECCATGACATCAAGRTCCAATTCCAAAGTGRTRG 73

sbjct 4286678 CCTGCAGGTGECCATCGCCETCRATARGCCATRACATCAAGETCCAATTCCARAGTAGTEE 4256613

Query 74 TECCAACTCGCCCGLCCTGTACCTGCTCGACGGCCTECGCGCGLAGGACGALTTC
, EELEEELLEERLLERLL Lt e e e et e e e e e e eererrers g
sbjct 4266618 TGECCAACTCGCCCGLCCTETACCTGCTCGACGGCCTGCGCGCGEAGGACGALTTC

TG 133

GG
11
AGCGE

4266559

Query 134 CTEEGACATCAACACCCOGROGTTCGAGTG

GTACG
. EELEEELTTERL R e i e i
shjct 4266558 CTGGGACATCAACACCCUGGCGTTCGAGTGETACG

ACCAGTCGGECCTGTCGETGETCAT 133
LLCEEELEEEEEEEEETTrrT T
ACCAGTCGGECCTETCGETGETCAT 4266439

Query 194 GCCGETEEGTEECCAGT CAAGCTTCTACTCCGACTERTACCAGLCCGOCTELGECAAGGE 253

, EELLLLECERRLEERE e e e r e e e e e e e e e ee e e
shict 4266498 GLCGGTGEETEGCCAGTCAAGCTTCTACTCCGACTEETACCAGLCCGICTGLEGCARGEC 4266433

Query 254 ACTTACAAGTGGGAGACCTTCCTGACCAGCGAGC TGCCGEEGTEELTGCA 313
, ||||||||||||||||||||||||||| LLLEEEEEETEREECEETEEELLEnnrrnnt

shict 4266438 ACTTACAAGTGGGAGACCTTCCTGACCAGCGAGL TGCCGEEGTEGLTGLA 4266379

Query 314 GECCAACAGGCACGTCAAGCCCACCGGAAGLGCCGTCATCEGTCTTTCGATGECTGLTTC 373

sbjct 4286378 GECCAACAGECACGTCAAGCCCACCOGAAGCGCCGTCATCAATCTTTORATARCTACTTC 4256313

Query 374 TTCGECECTEACGCTEECGATCTATCACCCCCAGCAGTTCGTCTACGOGEEAGCGATETE 433

Shjct £286318 TTCEGLGCTEACGLTOGCGATCTATCACCCOCAGCAGTTCATCTACGLGGEAGCGATETC 4256253

Query 434 CCCTCCCAGGCGATEEGTCCCACCCTEATCGECCTEECGATGEETGA 493
, ||||||||||||||||||||||||||| LLLEEEEEETEEETEEEE L ettt

shict 4266258 GACCCCTCCCAGGCGATGGGTCCCACCCTEATCGECCTERCGATGEETEA 4266199

Query 454 CECTGECGECTACAAGGECTCCRACATETGEGECCCGAAGEAGGACCIEGCGTEGEAGCG 553

sbjct 2286198 CGCTGECGGCTACAAGGLCTCOGACATETGRGECCCRAARRAGRACCCGECATEOCARCG 42566133

Query 554 TGTTGAACGTCGEGAAGCTGATCGCCAACAACACCCGCGTCTGGETET
, ||||||||||||||||||||||||||| LLLEELEEEEERE LR EEEEerrree
shict 4266138 GLTGTTGAACGTCGGGAAGCTGATCGCCAACAACACCCECGTCTRRETET

E13

T p—

4266879

Query &14 CTECGECAACGECAAGCCGTOGRATCTGEATEECAACAACCTELCGGE

CAAGTTCLTCG
. EELEEETEEEE TR En e e et e e e e e e e ey ety
shjct 4266878 CTGCGECAACGGCAAGCLGTCGGATCTGGGTGECAACAACCTGCCGGLCAAGTTCLTCE

E73

I — 3=

4266819

Query &74 GEECTTCATGLGEACCAGCAACATCAAGTTCCAAGACGCCTACAACGOCGETEECGGECCA 733

sbjct 4286818 GEGCTTCATGECGGACCAGCAACATCAAGTTCCAAGACGCCTACAACGICEATEECGGCCA 4255953

Query 734 ACTTCCCGGACAGCGATACGCACAGITEERAGTACTEGEECGCGEA 793

Sbjct 4285358 CGACTTCCOGGACAGCGRTACGCACAGITEERAGTACTEGEECGCGCA 4265899

Query 794 GCTCAACGCTATGAAGCCC AACGRECACTEAGTECCACGCCCAACACCEGECC 853

GACCTGEC
FECCEELTEEE L EREEEE L LT e L Ee ey e e e e e e e ey
GACCTGE

Sbjct 42858398 GCTCAACGLTATGAAGCCC AACGEGECACTERGTECCACGOCCAACACCGERECC 4265839
Query B854 CeCGCCCCAGREIGLCTAGCTCOGAACA BB

Shjct £285838 CGCOCCCCAGEGCECCTAGCTCOGAACA 4285811
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B. Hasil BLAST Sampel C2

Mycobacterium tuberculosis H37Rv, complete genome
Sequence 1D: CP003243.2 Length: 4411709 Mumber of Matches: 1

Range 1: 4265813 to 4266603 GenBank Graphics

Score Expect Identities Gaps Strand
1247 bits(£75) 0.0 756/795(35%) £/795(0%) Pluz/Minus
Query 26 CCTATA-CTGNCT -GACGECCAGCCIGIGITERAAAAGTTCCTOGRETGRGACATCAACS B3

sbjct 2266883 CCTGTACCTG-CTCRACGECCTECOIGCECAGRACGACTTCAGCGRCTERRACATCALCA 4266545

N it s .
Sbict 4266544 (CCCCGRCETTCGAGTEATACGACCAGTCRGGCCTATCRGTRRTCATAOCRATERATEECC 4256485
Query 144 ATTCAAGCTTCTACTAARACTGETACCAGAAAAGCCTGIGRCAAGRCCAGTTEACAGACT 283

sbjct 2266484 AGTCAAGCTTLTACTCCRACTGETACCAG-CLCGCCTEIGRCAAGRCCERTTECCARACT 42664268

Query 2@4 TACAAGTEGGATACCTTCCTGACCAACGTECTRCGEAGGTRAC TGCAGRCCACCAGRRAL 263

Shict 4268425 TACAAGTORGAGACCTTCCTGACCAGCRAGCTRLCGREGTRRCTECAGRCCAACAGECAC 4256368

Query 264 GTCAAGCCCACCORAAGIGCCATCOTCGETCTTTORATGRCTGCTTCTTCGGLGETRACG 223

sbjct 2286385 GTCAAGCCCACCARAAGCECCATCATCRETCTTTCRATGRECTACTTCTTCGRIGCTEACG 4266306

Query 324 CTEACEATCTATCACCCOCAGLAGTTCRTCTACGLGAAEAGCOATGTCGEECCTETTEEAL 353

Sbict 4286325 CTGGIGATCTATCACCCCCAGCAGTTCATCTACGIGREAGCGATETCGRECCTRTTERAC 4256245

Query 384 CAGGLGATEGETCCCACCCTEATCGECC TERCGATGGETGACGCTGECAECTAC 443
, ||||||||||||||IIIIIIIIIIIIIIIII|||||||||||||||||||||||||||||

shjct 4266245 GCGATEGETCCCACCCTRATCGECC TERCGATAEGTGACGLTGECGRCTAC 4266185

Query 444 CGACATETGEEGCCLGAAGEAGRACCCAACGTEECAGCGLAACGACCIECTG 503

Sbict 4266185 AAGGICTCCGACATETGGEGCICGAAGRAGRACCCGRCGTRRCAGCGCAACGACCLGITG 4256128

Query 5e4 TTGEAACGTCGEEAAGCTGATCECCAACAACACCCGCATITRRETETACTECGECAACEEE 562

Sbjct 4268125 TTGAACATCGGGAAGCTGATCECCAACAACACCCACATCTRRATETACTECGECAACGRC 42568545

Query 5&4 TEGCAACAACCTGCCGGCCAAGTTCCTCGAGEGCTTCATECGE 623

, ||||||||||||||IIIIIIIIIIIIIIIII|||||||||||||||||||||||||||||
shjct 4266865 GGTEGECAACAACCTGCCGGLCAAGTTCCTCGAGGGCTTCGTECGE 4266885
Query 624 ACCAGCAACATCAAGTTCCAAGACGCCTACAACGCCEGTGECGECCACAACGGLGTETTC 683

Shjct 4266885 ACCAGCAACATCAAGTTCCAAGACGCCTACAACGICGATERCGACCACAACGRCATETTC 42559448

Query &a4 GACTTCCCGGACAGLRATACGLACAGLTERGAGT ACTGRGRLELGCAGLTCARCGLTATG 743

Sbict 4285945 GACTTCCCGGACAGLEETACGLACAGCTEGGAGRTACTAGEECGCGCAGLTCAACGLTATG 4255888

Query 744 CTGCAACGGECACTEGEETECCACGCCCAACACCGRECCCCGIGCCICAGE 203
. |||||||||||||||||||||||||| e
shjct 4265885 CGACCTRCAACGEECALTGGE- TECCACGLCCAACACCGRGCCC-GOGCCCCAGE 4265828
Query 84 GCGCCTAGCTCCGAA 818
|||||||||||||||
sbjct 4265827 GCGCCTAGCTCCGAA 4265813
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C. Hasil BLAST Sampel C3

M}"Gﬂbﬂcterium tuberculosis H3TRy, COmplEtE genome
Sequence ID: CP003243.2 Length: 4411709 Mumber of Matches: 1

Range 1: 4265809 to 4266667 GenBank Graphics

Score Expect Identities Gaps Strand
1524 hitz(825) 0.0 B49/860{59%) 4/860(0%) Plus/Minuz
Query 4 CETCGCCATIGAGRGACCGERAL - TRAAGGTCCAGTTCL -GAGTGATGETGEC -GLTCGE  &@

Sbjct 42e6687 CGTCOCCQTCRATGGGCCGTRACATCAAGATLCAATTCCAAAGTERTRATACCAACTORE 42566608

Query &l CORCCCTOAACCTGOTCRACAGLCTACGCaIGCAGRACGACTTCAGCGRCTGREACATCA 128

Sbjct 4286687 CCECCCTATACCTGCTCEACGRCCTGLGCACECAGRACGACTTCAGCGACTOEEACATCA 4256548

Query 121 CCCGGCGTTCGAGTRATACGACCAGTCGRGCCTATCRATGETCATRCCGATGEATG 188

shjct 4288547 COGCGTTCEAGTEATACGACCARTCAEGLCTATCGATEETCATRCCGATGRATG 4266488

query 181 248

Sbijct 42e6487 4266428

Query 241 CTTACAAGTGOEAGACCTTCCTRACCAGCOAGCTELCAEEATAEC TAlAGGLCAACAGRE 282

_ CLEECELOECETPEEE LR D EE R E L EE LR L ELTL eI
sbjct 4266427 CTTACAAGTGEGAGACCTTCCTEACCAGCGAGCTGLCGGEGTGGITGCAGRCCARCAGEL 4266358

Query 321 ACGTCAAGCCCACCGEAAGCACCATCGTCAGTCTTTCRATRACTRCTTCTTCGRCGETEA 262

_ CCLECELDELETEEEE L EE e R L e erreein
Sbjct 4266367 ACGTCAAGCCCACCGGAAGCGCCGTCGTCGETCTTTCGATGGCTGCTTCTTCGECGCTEA 4266308

Query 361 CGCTGECGATCTATCACCCCCAGCAGTTCGTCTACGCGSEAGEGATGTCGGECCTETTGE 428
CEECECLELEEPEEEC LT EE e En e e e e e e e e e
sbjct 4266387 CGCTGECGATCTATCACCCCCAGCAGTTCGTCTACGCGGEAGCGATGTCGGGCCTGTTGE 4266248

Query 421 ACCCCTCCCAGGCRATAGGTCCCACCCTEATCRECCTRRCEATGRATRACGETREIGRET 488

Shjct 4286247 ACCCCTCCCAGRCGATGEGTCCCACCCTRATCRGCCTAECGATRERTGACGLTRGEGRCT 4256188

Query 281 ACAAGRCCTC 542

Sbjct 4286187 ACAAGGCCTC 4266128

Query 541 TCRCCAACAACACCOROATCTRRETATACTGIGGCAACG  &E8

sbjct 4286127 TEATCGCCARCAACACCOAOGTCTAERTATACTGOGACAACG 4256868

Query &2l GLAAGCCGTCGRATCTGRETAGCAACAACCTECCGRCCAAGTTCCTCGARGGCTTLGTRE G682

Sbjct 4286857 GLAAGCCGTCGRATCTGEGTEECAACAACCTECCGECCAAGTTCCTCGAGGRCTTCGTGE 4256008

Query 661 GEACCAGCAACATCAAGTTCCAAGACGCCTACAACGCOGETOECGRCCACAACGGIGTAT 728

Shjct 4266827 GRACCAGCAACATCAAGTTCCAARACGCCTACAACECCGETRRIGRCCACAACGGEGTAT 4255948

Query 721 TCRACTTCCCGRACAGCEETACGCACAGCTOEEAGTACTERAEACGCACAGCTCAACGETA 788

_ ECLLCECDELETPEEEC L CE R R e LR ELT e
sbjct 4265947 TCGACTTCCCEGACAGCGGTACGCACAGCTGEGAGTACTEGGECECGCAGLTCAALGCTA 4265858

Query 781 TEAAGCCCGACCTGLAACGRACACTGGETAICACGLCCAACACCGROICCGIGCCCCARG B42

_ ELLLCELDEEETR L L EE LR L e LR L EL LT
shjct 4265387 TGAAGCCCGACCTGCAACGGGCACTGGETGCCACGCCCAACACCAGEGCCCAIGCCCCAGE 4265828

Query 841 GLRCCTAGCTCCGAACCAGA  Be@

shjct 4285827 GUGCCTAGCTCCGAAC-AGA 4285589
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D. Hasil BLAST Sampel C4

Mycobacterium tuberculosis H37Rv, complete genome
Sequence ID: CP003248.2 Length: 4411709 Number of Matches: 1

Range 1: 4265800 to 4266676 GenBank Graphics

Score Expect Identities Gaps Strand
1589 hits(260) 0.0 867/870(99%) 2/870{0%) Plus/Minus
Query 14 CCATCOATREGCCATRACATCAAGGTCCAATTCCARAGTGATGAT 73
, | ||| ||||||||| ||||||||||||| LLLCRCEEEEEELLLEEEEEEL TP p et
sbjct 4266678 GCCETCGATRGECCATGACATCAAGGTCCAATTOCARAGTRGTGAT 4266618
Query 74 GOCAACTCGCCCACCCTATACCTACTCRACGECCTECACGCACAGRACGACTTCAGCGRE 133
CELCECCCREEEEEE e e e e e e e e e e e e e e e e e ey
Sbjct 4288617 GLCAACTCGCCCGLCCTRTACCTRCTCGACGECCTECGLGCaCARRACGACTTCAGIGRC 4266558

Query 134 TGGGACATCAACACCCCGGCGTTCGAGTGETACGACCAGTCGGGCCTGTCGGTGRGTCATG 193
, CCLLELEEECELELE PR P LR EEEEEE L LR e e rrn |

shjct 4266557 TGGGACATCAACACCCCGGCGTTCGAGTEGTACGACCAGTCGGECCTGTCGETEATCATG 4265458

Query 134 CCGGTEGGTEECCAGTCAAGCTTCTACTCCRACTGETACCAGCCCGCCTGCGECAAGECE 253

Sbjct 4266437 (CCOGTGEATORCCAGTCAAGCTTCTACTCCGACTGRTACCAGCCCOCCTRCGRCAAGEIC 4266438

Query 254 GETTGCCAGACTTACAAGTEEGAGACCTTCCTEACCAGCGAGCTGCCGREATERCTGCAG 313

shjct 4266437 GETTGCCAGACTTACAAGTEGEAGACCTTCCTRACCAGCGAGCTECCGERATEACTECAG 42663278

Query 314 GLCAACAGGCACGTCAAGCCCACCGGANGCGCCETCGTCEGTCTTTCGATGECTGLTTCT 373

, CCLPEELLEECEECE e P CEE L L E LR R e Eee P rentyy
shjct 4266377 GCCAACAGGCACGTCAAGCCCACCGGAAGCGCCGTCGTCEGTCTTTCGATGGLTGCTTCT 4266318
Query 374 TCGGCECTGACGCTEGCGATCTATCACCCCCAGCAGTTCETCTACGCGEGAGEGATETCG 433

Sbjct 4266317 TCGEGLGCTGACGCTGRCGATCTATCACCCCCAGCAGTTCGTCTACGCGERAGCRATETCG 4266258

Query 434 GECCTETTERACCCCTCOCAGGCGATGEATCCCACCCTRATCGRCCTGROGATREGTEAC 493

shjct 4266257 GECCTETTGRACCCCTCCCAGGCGATAEATCCCACCCTEATCAGCCTGECRATAEETRAC 4266138

Query 494 CLGAAGGAGGACCCGGLATERCAGEGE 552
sbjct 4266137 COGAAGRAGRACCCORCOTGRCAGCGE 4266138
Query 554 CCCRCTOTTRAACGTCGERAAGC TGATCGLCAACAACACCCACGTCTERATETAC 613

shjct 4266137 AACGACCCGCTGTTGAACGTCGEGAAGCTGATCGCCAACAACACCCGLGTCTGGGTGTAC 4266878
Query §14 TGCGGCAACGECAAGCCGTCEEATCTGEGTGECAACAACCTGCCGGCCAAGTTCCTCGAG 673
CCOCECPELEERCECE TR LR L EEEE L L C LR LR EnEe

Shjct 4266877 TECOGCAACGECAAGCCETCORATCTGEATEGECAACAACCTOCCERCCAARTTCCTOGAG 4256018

Query &74 GECTTCETGCGEACCAGCAACATCAAGTTCCAAGACGCCTACAACGECGETGECAECCAC 733

shjct 4266817 GECTTCGTGCEGRACCAGCAACATCAAGTTCCAAGACGCCTACAACGCCERTEECEECCAC 4255958

Query 734 CACAGCTGGRAGTACTGGEECGLECAG 733

, | ||||||||||||| ||||||||||||| |||||||||||| LLLELDTEETTEDTLELT
shict 4263357 AGCTGAGAGTACTGGGECGCGCAG 4265838
Query 794 CTCAACGCTATGAAGCCCEACCTRCAACGEECACTERETECCACGCCCANCACCAEECCC 853

Shjct 4285837 CTCAACGCTATRAAGCCCRACCTGCAACGGECACTERATECCACECCCAACACCORECCC 4255538
Query 854 ECGCETAGETC{AHH{CTTT 883

sbjct 4285837 CCAGRECGCCTAGCTCCGAAC-ARA 4255503
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E. Hasil BLAST Sampel C5

Mycobacterium tuberculosis H37Rv, complete genome
Sequence ID: CP003248.2 Length: 4411709 Number of Matches: 1

Range 1: 4265846 to 4266445 GenBank Graphics

Score Expect Identities Gaps Strand
1086 bits(588) 0.0 596/600(99%) 0/600(0%) Plus/Minus

Query 204 GCAAGGCCGATTGCCACACTTACAAGTGGRAGACCTTCCTGACCAGCGAGCTGCCAGGET 263

N
Shjct 4266445 GCAAGGCCGTTGCCAGACTTACAAGTGGEAGACCTTCCTGACCAGCGAGCTGCCGREET 4266386

Query 264 GGCTGCAGGCCCACAGGCACGTCAAGCCCACCOGAAGCGCCATCGTCGGTCTTTCGATGG 323

Sbjct 4266385 GGCTGCAGGCCAACAGGCACGTCAAGCCCACCGRAAGCGCCGTCRTCAGTCTTTCGATRG 4266326

Query 324 CTGCTTCTTCGGCGCTGACGCTRGCGATCTATCACCCCCAGCAGTTCGTCTACGCOGRAG 383

LCCERLEEEEELCEEEEEEEEEEEEL LT EEEEEFEEEEETETELETEETTE
Sbjct 4266325 CTECTTCTTCGGCGCTGACGCTGECGATCTATCACCCCCAGCAGTTCGTCTACGCGGEAG 4266266

Query 384 CGATGTCGGGLCTGTTGGACCCCTCCCAGGCGATRGGTCCCACCCTGATCGGCCTRGGA 443

Shjct 4266265 C(GATGTCGGGCCTGTTGGACCCCTCCCAGGCGATGGGTCCCACCCTGATCGGCCTRGLGA 4266206

Query 444 TGGGTGACGCTGGCGGCTACAAGGCCTCCGACATGTGGGGCCCGAAGGAGGACCCGGLGT 503
LELEEEECEEEEEEE LR EECEEEEELET L TEEL T

Sbjct 4266285 TGGETGACGCTGGCGGCTACAAGGCCTCCGACATGTGGGGCCCGAAGGAGGACCCGGLRT 4266146

Query 504 GTCGGGAA CGCCAACAACAC 563

Shjct 4266145 4266086

Query 564 GGETGTACTGCGGCAACGGCAAGCCGTCGGATCTGGGTGGCAACAACCTGCCGGCCAAGT 623
LLEELEEECCEERECEEEEE LT LT TEELET

Sbjct 4266885 GGGTGTACTGCGGCAACGGCAAGCCGTCGRATCTGRGTGGCAACAACCTGCCGGCCAAGT 4266626

Query 624 TCCTCGAGGGLTTCGTGCGGACCAGCAACATCAAGTTCCAAGACGCCTACAACGLLGETG 683

Shjct 4266025 TCCTCGAGGGCTTCGTGCGGACCAGCAACATCAAGTTCCAAGACGCCTACAACGCCGRTG 4265966

Query 684  GCGGCCACAACGGCGTGTTCGACTTCCCGGACAGCGGTACGCACAGCTGEGAGTACTGEE 743
LLEELUETECCEEECEEECEEEECEEFEEEEELEEEEEL L TEEL T

Sbjct 4265965 GCGGCCACAACGGCGTGTTCGACTTCCCGRACAGCGGTACGCACAGCTGRGAGTACTGRG 4265986
Query 744 GCGCGCAGCTCATCGCTATGAAGCCCRACCTGCAACGGGCACTGGGTGCCACGCCCAACA 8O3

Shjct 4265985 GCGCGCAGCTCAACGCTATGAAGCCCGACCTGCAACGGGCACTGGETGCCACGCCCAACA 4265846
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Lampiran 5. Komposisi Bahan

A. Komposisi Larutan Stok Dekontaminasi
Stok larutan NaOH-Sodium Sitrat:
NaOH 1N  :20gram, 500 ml akuades
Sodium Sitrat : 14,5 gram, 500 ml akuades
Stok larutan NaOH-NALC:
NaOH-Sodium sitrat : 100 ml
Massa NALC 1 gram
Larutan stok PBS buffer:
NazHPOs 1300 ml (0,947%)
KH2PO4 : 200 ml (0,947%)

PBS buffer : 500 ml (0,067 M, pH 6,8)

B. Komposisi Reagen Ekstraksi DNA
Sampel sputum : 200l

Enzim Proteinase K : 20ul

GSB buffer : 200l
Etanol absolut : 200l
W1 buffer : 400ul
Wash buffer : 600ul
Elusion buffer > 100pl

C. Komposisi Larutan Stok Primer
Massa primer kering : 0,23 mg (26,1 nmol)

Volume ddH20 261 ul



Konsentrasi stok 100 pl (261 pl)
Pengenceran larutan stok:

ViN1 = ViNg

V1 -100 =100 pul - 20

V1 =20 ul —» Volume ddH20 =80 pl

D. Komposisi PCR Mix

Enzim mytaq red 125 ul

Primer forward 10,5l
Primer reverse 10,5l
ddH20 219 ul
Sampel DNA :5ul

Volume Total 225 ul

E. Komposisi Gel Agarosa
Berat agarosa 2. gram

Volume TBE buffer : 100 ml
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Lampiran 6. Bahan yang Digunakan

A. Pewarnaan Ziehl-Neelson

B. Ekstraksi DNA
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Lampiran 7. Dokumentasi Penelitian

A. Dekontaminasi Sputum

B. Pewarnaan Ziehl-Neelsens
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C. Ekstraksi DNA
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