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APPENDIX A

Culturing media

1. Non sporulating agar, 1 liter

Soluble starch

Yeast extract

Yeast extragft’
NaCl
3. Oatmeal agar, 1 liter .,
Oatmeal . :ﬁ » g
Trace salt solution 22T
Agar ‘ .
.Y
Adjust with=:

¥
Boil oatmeal in a water , at oclave before add trace salt solutio

L “ﬂ"ﬂ”ﬁl"?‘ﬂ EWITW g7

80, 7H,0

ammmmummmaﬂ

ZnSO, 7H,0 01 g



APPENDIX B

Dot Blot hybridization buffers

1. Standard hybridization buffer

5x SSC (0.075M Sodium Git

SDS, 0.02% (WA

3. Buffer 2 (Blocking solution)
@

1X blocking solutio eﬁ") malel

4. Buffer 3 (Detec i0
0.1MT
0.1M NaCr

FUHININITNYINT

Adjust with NaOH to pH 9

’ Waﬂ%’ﬂﬁﬁﬂ‘imﬂﬁﬂﬂmﬁ&l

0.3% Tween 20 (VIV)

maleic acid buffer
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APPENDIX C

Map of pCR®4-TOPO®

pGR°4-TOPO® Map The map bclow shows the fea K  pCR?4-TOPO® and the sequence

( ] estriction sites are labeled to indicate the
e of pCR®*4-TOPO® is available for
rogen.com) or by contacting

T3 priming site

r

STCA GAATTAACCC TCACTARAGG

FICGAGT CTTRATTGGG AGTGATTICC

EcoR | Ml;n
1

PCR - AlYEEdole bidesed

Ll TTCCCG CTTAAGCGLT

M13 Forward (-20) priming sila

y 1
A TTCACTGGCC GICGTTTTAC
| AAGTTACCGG CAGCAARATG

201

Comments
3956 nucleotides

Pe

lac promoter rﬂ bases 2+
CAP bindin bases 95-132
RNA polymerase binding site: bases 133- 178
Lac repressor bn ite: bases 179-199

Mﬁﬂmﬂ%}mwmm

portion of fusion: bases 217-497
ccdB portion of fusion: bases 50

3 Rt iInInenay

priming site: base:
M13 Forward (-20) priming site: bases 355-370
Kanamycin promoter: bases 1021-1070
Kanamycin resistance gene: bases 1159-1953
Ampiciliin (bla) resistance gene: bases 2203-3063 (c)
Ampiciliin (bfa) promoter: bases 3064-3160 (c)
pUC origin: bases 3161-3834

(c) = complementary strand
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