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Lampiran 1. Skema Kerja Penelitian

Ligasi Gen Rv1926¢ ke Vektor Kloning pGEM-T Easy

l

Transformasi Pada Sel Kompeten E. coli JM 109

l

Karakterisasi Hasil Kloning Rekombinan

|

|

PCR Koloni

PCR lIsolasi Plasmid Rekominan
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l

Elektroforesis Gel Agarosa
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Lampiran 2. Kondisi PCR dan Primer untuk Amplifikasi

Amplifikasi Sebanyak 30 siklus

Pra Denaturasi 94°C 10 Menit
Denaturasi 94°C 1 Menit
Annealing 56°C 1 Menit
Ekstensi 72°C 1 Menit
Ekstensi Akhir 72°C 10 Menit

Primer Forward

5'- CAGCAGGATCCCGCCTATCCCATCACCGGA -3

Primer Reverse

5'- GCCCAAGCTTCGGCTCCCAAATCAGCAG -3

o

ror

[ -I
A%
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Lampiran 3. Komposisi Bahan

1. Reaksi Ligasi

1 ul 2x rapid ligation buffer
- 1 pl plasmid pGEM-T Easy
- 5 ul produk PCR

- 1 pl Enzim T4 DNA Ligase

- 2 ul nuclease free water

2. Transformasi
- 40 ul X- gal
- 100 ul IPTG

- 20 pl Ampisiln

3. Isolasi Plasmid Rekombinan

uffer P1 250 pl

uffer P2 250 pl

uffer N3 350 pl
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- Buffer PE 750 ul

- Buffer EB 30 ul

4. Medium Luriah Bertani (LB)
a. LB Cair
- 19 NaCl
- 0,59 Bacto tryton
- 0,5 g Bacto yeast
- 100 mL Akuades
b. LB Padat

- 0,5 g NaCl

0,5 g Bacto tryton

1,75 g Bacto agar

0,25 g Bacto yeast

50 mL Akuades
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5. PCR Mix

12,5 ul enzimGo Taq Green Master Mix

0,5 ul Primer forward

0,5 pl Primer reverse

- 8,5 ul Nuclease Free Water

3 ul Sampel DNA

REMT128 (g
‘mm-m'c

|

\garosa 2 %

2 g Agarosa

D mL Buffer TBE 1x
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- 2 ul EtBr

7. Elektoforesis Gel
- 2 ul Loading Dye
- 10 ul Sampel DNA

- 4 ul Marker 100 bp/ 1000 bp
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Lampiran 4. Prosedur Kerja

1. Ligasi Produk PCR yang Dimurnikan ke Vektor Kloning pPGEM-T Easy

Ligasi DNA orf Rv1926¢ ke vektor kloning pGEM-T Easy

2. Persiapan Sel Kompeten

2018-11-19 12:08

Kultur Escherichia coli JM 109 pada medium LB padat

coli JM 109 dipindahkan ke tabung eppendorf untuk siapa disentrifugasi
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3. Transformasi Produk yang Diligasi ke Escherichia coli Strain Jm 109

Produk ligasi dimasukkan kedalam sel kompeten dan diinkubasi dalam es

Proses transformasi dengan menggunakan Heat Shock
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4. Karakterisasi

a. PCR Koloni

2018-11-23 09:13

Persiapan reagen-reagen PCR Mix untuk PCR koloni

b. Isolasi Plasmid Rekombinan

Proses isolasi plasmid rekombinan dengan menggunakan kit miniprep (Qiagen)
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Lampiran 5. Genom Rv1926¢

atgaagctcaccacaatgatcaagacggcagtagcggtcgtggecatggeggecatcgegacctttgcggeaccg
gtcgegttggetgectatcccatcaccggaaaacttggcagtgagcetaacgatgaccgacaccgttggecaagtegt
gctcggetggaaggtcagtgatctcaaatccagcacggeagtcatceceggetatccggtggecggecaggtetgg
gaggccactgccacggtcaatgegattcgcggeagegtcacgeccgeggtetcgeagttcaatgeccgeaccgec
gacggcatcaactaccgggtgctgtggcaagecgegggecccgacaccattagecggagecactatcceccaagge
gaacaatcgaccggcaaaatctacttcgatgtcaccggeccatcgecaaccatcgtcgegatgaacaacggeatgg
aggatctgctgatttgggagecgtag

fror]

f
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Lampiran 6. Peta Vektor pGEM-T Easy

5.D. pGEME-T Easy Vector Map and Sequence Reference Points

Xmnl 2002

Scal 1880

pGEM=-T Easy
Veclor
{3015EBp)

pPGEM®-T Easy Veclor sequence reference points:

T7 RNA polymerase transcription initiation site
multiple cloning region

5P RNA polymerase promoter (-17 to +3)

5P RNA polymerase ranscription initiation site
pUC/M13 Reverse Sequendng Primer binding site
lacZ start codon

lac operator

fiHlactamase coding region

phage f1 region

lac operon sequences

pUC/M13 Forward Sequencing Primer binding site
T7 RNA polymerase promoter (-17 to +3)

|
lacyt
T

i 1 stan
Apal 14
Aaill 20
Sphl 26
BstZl | A
Mool a7
ill BstZl | 43
Mot 43
Sacll 449
EcoRI | 52
Eoon | 70
Matl 7T
BsiZl 7T
Pstl A
Sall 90
Mdal a7
Zacl| 100
Bzidl | 118 fsl
Ml 127 b
TSF‘E 144 %
1
10-128
130-158
141
176-197
180
200-216
1337-197
2380-2835
2836-2996, 166-395
20402072
20003

| :
| ™8 = _""" _.-'I
=~ =

o
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Lampiran 7. Hasil Blast dari Primer Forward dan Primer Reverse

[EDownload ~ Graphics  sortby: | E value [~]
Sequence ID: Query 104993 Length: 330 Number of Matches: 4
Range 1: 1 to 18 Graphics W Next Match Previous Matc
Score Expect Identities Gaps Strand
36.2 bits{18) 1e-07 18/18(100%) 0/18{0%) Plus/Plus

w2

|
Sbjct 1 GCCTATCCCATCACCGEA

Hasil BLAST primer forward Rv1926¢

Download ~ Graphics

Sequence ID: Query 245159 Length: 390 Number of Matches: 1

=4

Range 1: 3732 to 390 Graphics Mext Match Previous M
Score Expect Identities Gaps Strand

36.2 bits{18) le-07 18/18(100%) 0/18{0%) Plus/Minus
R iy .

Sbjct 398 CGEGCTCCCARATCAGCAG

Hasil BLAST primer reverse Rv1926¢
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