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APPENDIX A

Restriction mapping of plasmid pUC18

MNdel, Hg/EN 185
Nari 237

2622 Aarll  EE00109 2674 / ./ Banzsz
/ Mst! 259

2501 Sspl

2299 Xmnl

2180 Scal
puc”e i\ Poutl 631
2070 Pvul .,
2060 Avall”
(2.69°Kb)

At 606

1922 Mstl

1838 Avall
1020 Bgh

HoiEY 1387

Polycloning Sites
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1 F4 3 4 5 6 ¥

T Met Hte The Asn [ Ser Ser Ser Vat | Pro
ATG ACC ATG ATT ACG AAT (JCG ABC TCG GTA CCE™ GGG (GAT CCT CTA GAG TCG ACC TGC AGG CAT GCA AGC TTG GCA CTG GCC
L —t L —t !
| — L J L —_— —_ 1 | I
EcoRl Sacl Kani Smael BamH| Xoal Saf Pyt Sphl Hinditl
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APPENDIX B

Genotype markers of E.coli strain DHSa

DH5a genotype F <p80dlacZAM15 A(IacZYA-argF)Ul69 deoR relAl endAl
hsdR17(ry", my") phoA supE44 A thi-' orAS6 recAl

Symbol Description - Effect

lacZAM15 Partial deletion of f-D-,  Allow complementation of f-
galactosidase genc galactosidase activity by a-
complementation sequence in pUC
vectors. Allow blue/white selection for
recombinant colonies when plated on

X-gal.
deoR Involve the ability to grow ona
minimal medium and enhance the
uptake of larger plasmids.
endAl Endonuclease mutation  Improve the yield and quality of
plasmid DNA preparation.
hst Restriction negative and  Methylate the DNA but do not restrict.
Modification positive
- +
(rK s My )
supE Suppressor mutation Suppress ambet (BAG) mutation
thi-! Mutation in thiamine Thiamine required for growth in
metabolism minimal media
2rA96 DNA gyrase mutation This strain can be isolated by selecting
for mutants resistant to nalidixic acid.
recAl Recombination deficient Product of recA gene serves as a master

regulator of recombination. The recA
mutation stabilizes the DNA insert
carried in cloning vector.
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APPENDIX C

Stock solutions for colony hybridization

50X Denhardt’s solution

Ficoll type 400 ; ‘ 10 g/
polyvinylpyrrolidone | 10 g/l
Bovine Serum Albumin (Eraction V) ' 10 g/1

: Dissolve Ficoll type 400, polyviaylpyrrolidon and Bovine Serum Albumin in
dH,0, filter and store at-20°C

20X SSC
3 M NaCl - 175.3 g/l
0.3 M Na,C¢H0,.2H,0 88.2 g/l

: Dissolve NaCl and trisodium ¢itrate.2H,0 in dH,0 and adjust pH to 7.0 with a
few drop of HCI. Sterilize by autoclaving and store at room temperature.

20X SSPE, pH 7.4

3M NaCl 1753 ¢l
0.2 M NaH,PO,.H,0 27.6 g/t
0.02M EDTA 74 g1

: Dissolve NaCl, sodium phosphate and EDTA in dH,O and adjust pH to 7.4
with NaOH, (+.6,5.m) of a, 10.N-NaOH) Dispense into-aliquots, sterilize by
autoclaving and stored at room temperature.
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- APPENDIX E

Stock solutions for preparation of Sequencing gel

20% Acrylamide solution

Acrylamide . _ 193 g/l
N,N’ methylene bisacrylamide i~ 6.7 g/l
urea 46.7 g/l

Dissolve acrylamide, N;N méthylene bisacrylamide and urea in dH,0. Stir on
magnetic stirrer for 30.min of uniil the mixture become homogenous. Filter and
store at room temperature.

46.7% Urea solution
urea 467 g/l

Dissolve urea in dH,O. Stir on magnetic stirrer for 30 min or until the solution
become homogenous. Filter and store &t f60m temperature.

- 10X TBE
Tris base 121 g
EDTA 7.4 g/t
Boric acid 534/

Dissolve Tris base, EDTA and Boric acid in dH,0 and adjust pH to 8.3. Store
at room temperature.

10% Ammonium persulfate
Ammonium persulfate 1g/10 ml

Dissolve ammonium persulfate in dH20. The solution may be stored for
several weeks at 4°C.
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8% Acrylamide gel solution

20% acrylamide solution ' 35 ml
46.7% urea solution 44 ml
10X TBE 9ml
TEMED : 85 ul
10% ammonium persulfate 425 pl
Mix all above except 10% until ready to pour gel.
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