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pLux-Tet Waiting
pLux-Tet + GFP Working
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ccdB X2 Sequenced
pCon X8

pCon X8 + GFP

pCon + luxR

pCon X7 + luxl (AHL detection by 9 or GC-MS ?)
. pCon + [uxR + pLux-Tet + GFP (AHL)

10 pCon + luxR + pLux-Tet + ccdB X2 (AHL)
11.tetRX2

12.tetRX2 + pCon + |luxR + pLux-Tet (+ GFP)

13.(VR + pCon) X8 + tetRX2 + pCon + luxR + pLux-Tet
(+ GFP) (AHL/aTc)

14.(pCon X7 +) luxl + pCon + |luxR + pLux-Tet (+ ccdB)
15.VR X8

16.(VR + pCon) X8

17.tetR + pCon + luxl + pCon + |luxR + pLux-Tet (+ ccdB)
18.GFP + luxl + tetR + pCon + luxl + pCon + |luxR + pLux-Tet (+ ccdB)
19.(VR + pCon) X8 + tetR + pCon + luxl + pCon + [uxR + pLux-Tet (+ ccdB)

20.(VR + pCon) X8 + GFP + luxl + tetR + pCon + luxl + pCon + [uxR + pLux-Tet (+
ccdB)
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@ pLux-Te

K176000 X+P with nicks
Sequence OK

—iccdB——

P1010 in pSB1A3 in DB 3.1
Length OK

PSB1A3 X+P

~ Length OK

K176000 in pSB1A3
Sequence OK




113500 in pSB1A2
Sequence OK

113504 in pSB1A2
Sequence OK

113504 X+P
Sequence OK

K176000 in pSB1A3 S+P
Sequence OK

K176002 in pSB1A3
Sequence OK




@::> K145151 in pSB1A2 in _‘_ >_ in pSB1A2 in DB
ccdB DB 3.1 lacZa-ccdB 3.1

SeQu}an;go((i))g(F > Ligation
_ - ragment
B Length OK 7.7: Ligation; A
_‘_ B0034 in pSB1A2 ?%'_",{‘Aﬁ’n'i:_g?e N
Sequence OK Séduencing ’
‘ B0034 in pSB1A2 S+P | 11 Seruenee QK
Length OK
K145151 X+P
_E>' Length OK G.?: Ligation; B
Colony PCR
TacT 9B K176003 X+P 7.8: Mini-Prep;
aCLO=Ce Length OK Sequencing

7.11: Sequence OK]
—‘—j:>- K176010 in pSB1A2 in DB 3.%
= Sequencing

K176003 in pSB1A3 in DB 3.1
IacZa-ccd[I3>- Sequence OK




JB K176010 E+S
= Waiting 7.8: Digestion
lacZa- CCdE>' Wa|t|ng ﬁ?.& Digestion ]

B0O015 in pSB1AK3
Sequence OK

0¢¢

B0O015 in pSB1AKS3 E+X
Length OK

@ ==
IacZa-cch>—.~

('7.8: Ligation
7.9: Colony PCR,;
Mini-Prep .
7.10: Sequencing

\.7.13: Sequence OK

('7.8: Ligation
7.9: Colony PCR,;
Mini-Prep _‘_
7.10: Sequencing

\.7.13: Sequence OK

in pPSB1AK3 in DB 3.1
Waiting

in pPSB1AK3 in DB 3.1
Waiting
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J23119 in pSB1A2
Sequence OK

J23100 in J61002
Sequence ?

J23101 in J61002
Sequence OK

K176009 in J61002
Sequence OK

K176008 in J61002
Sequence OK

J23109 in J61002
Sequence OK

J23103 in J61002
Sequence OK

R0051 in pSB1A2
Sequence ?

MM

J23119 X+P
Sequence OK

J23100-J61002SF X+P
Sequence ?

J23101-J61002SF X+P
Sequence OK

K176009-J61002SF X+P
Sequence OK

K176008-J61002SF X+P
Sequence OK

J23109-J61002SF X+P
Sequence OK

J23103-J61002SF X+P
Sequence OK

R0051 X+P
Length ?



('7.7: Ligation

7.8: Colony PCR;
Mini-Prep

7.9: Sequencing
\.7-12: Sequence OK

J23119 in pSB1A3
Sequence OK

J23100 in K176007
Sequence ?

J23101 in K176007
Sequence OK

K176009 in K176007
Sequence OK

K176008 in K176007
Sequence OK

J23109 in K176007
Sequence OK

J23103 in K176007
Sequence OK

R0051 in pSB1A3
Ligation
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J23119 in pSB1A3 S+P
Length OK

J23100 in K176007 S+P
Digestion

J23101 in K176007 S+P
Length OK

K176009 in K176007 S+P
Length OK

K176008 in K176007 S+P
Length OK

J23109 in K176007 S+P
Length OK

J23103 in K176007 S+P
Length OK

R0051 in pSB1A3 S+P
Waiting

J23119 in pSB1A2 S+P
Sequence OK
has € %)
LT A

K176005 in pSB1A2
Sequence OK

has e %)

K176005 X+P
Length OK




(7.7 Ligation A |
7.8: Colony PCR; m_ K176005 in pSB1A3
Mini-Prep Mini-Prep

7.9: Sequencing
\7.12: Sequence OK

("7.7: Ligation .
7.8: Colony PCR;
Mini-Prep
K

K176011 in pSB1A3
Waiting

:

K176012 in pSB1A3
Ligation

:

7.9: Sequencing
\.7.12: Sequence O

7.7: Mini-Prep;
Sequencing
7.9: Measurement

7.10: Sequence O '

K176013 in pSB1A3
Sequence OK

K176014 in pSB1A3
Mini-Prep

:

K176015 in pSB1A3
Mini-Prep

:

"7.8: Ligation
7.9: Colony PCR; K176016 in pSB1A3
Mini-Prep Sequencing

4\4‘4\4\2“4\4‘4

_i

7.10: Sequencing
\.7.13: Sequence OK K176017 in pSB1A3

Waiting

M
:
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_‘_ xR 10462 in pSB1A2
X Sequence OK
_‘_ xR 10462 X+P
X Length OK
J23119 in pSB1A2 S+P
Length OK

(7.7: Ligation

7.8: Colony PCR;
Mini-Prep

7.9: Sequencing

\.7.12: Sequence OK
‘_ xR K176004 in pSB1A2
ux Ligation




K082014 X+P
Length OK

7.7: Mini-Prep
7.8: Digestion

/7 .8: Ligation
7.9: Colony PCR;
Mini-Prep
7.10: Sequencing
7.11: Measurement
\7.13: Sequence OK

e

luxI-LVA

luxI-LVA

lux]-LVVA

lux]-LVVA

lux]-LVVA

lux]-LVVA

luxI-LVA

cossces

K082014 in pSB1AK3
Sequence OK

K176018 in
pSB1A3
Ligation
K176019 in
pSB1A3
Ligation
K176020 in
pSB1A3
Ligation
K176021 in
pSB1A3
Ligation
K176022 in
pSB1A3
Ligation
K176023 in
pSB1A3
Ligation
K176024 in
pSB1A3
Waiting



K176000 in pSB1A3 E+X
Length OK

Dt

/7.8 Ligation I

7.9: Colony PCR: 7 S Dligresion, ]

Mini-Prep

7.10: Sequencing
7.11: Measurement ‘_
\7.13: Sequence OK

e -8

K176004 E+S
Length OK

in pSB1A3
Ligation



K176002 in pSB1A3 E+X
Length OK

/7 .8: Ligation \
7.9: Colony PCR;
Primer Design;
Mini-Prep

7.10: Sequencing

7.11: Measurement

Q13:\/Sequence OK /
A
p._ — Vv in pSB1A3
)V‘ Ligation
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lJuxR

X+P
Waiting

X+P
IacZa-cch>—.~ Waiting

= 7.10: Digestion

~

47.10: Digestion

J

in pSB1A3 S+P
Waiting

\[7.10: Digestion |




in pSB1A3 in DB 3.1
Waiting

‘— luxR

in pSB1A3 in DB 3.1
Waiting

(=

luxR

in pSB1A3 in TOP10
Waiting

> @ =

in pSB1A3 in TOP10
Waiting
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1732081 in pSB1A3
K
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tetR-LV, S0101 in pSB1A2
Sequence OK

tetR

I\

tetR 1732081 E+S
Sequence OK

S0101 E+S
Sequence OK

tetR-LV.

$838

K176001 in pSB1AK3
Sequence OK

tetR-LV, K176006 in pSB1AK3

Sequence OK

tetR

@
@



C—‘—E}.—
tetR v K176006 E+S ﬁmo: Digestion ]
Digestion

TR in pSB1A3 E+X
Waiting . .
7.10: Digestion J

e

e

K176001 E+S <{7.10: Digestion ]

Digestion

A 4 7 in pSB1A3
LT A Waiting

v
\i 7.10: Digestion ]
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in pSB1A3

Waiting
—‘— tetR-LV. ‘—
in pSB1A3

Waiting

e
e

L 2Ce 2
AT A

@
AT A
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mcaps

in pSB1A3
Waiting

A

v

@

A

tetR-LV.

in pSB1A3
Waiting

v



RELRRRERR

E+S
Waiting
E+S
Waiting
E+S
Waiting
E+S
Waiting
E+S
Waiting
E+S
Waiting
E+S
Waiting
E+S
Waiting

pSB1A3 E+S
Digestion

ALLALLL

in pSB1A3
Waiting
in pSB1A3
Waiting
in pSB1A3
Waiting
in pSB1A3
Waiting
in pSB1A3
Waiting
in pSB1A3
Waiting
in pSB1A3
Waiting
in pSB1A3
Waiting
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J23119 in pSB1A3 E+X

Digestion

J23100 in K176007 E+
Digestion

J23101 in K176007 E+
Digestion

J23107 in K176007 E+
Digestion

X

X

X

K176008 in K176007 E+X

Digestion

J23109 in K176007 E+
Digestion

J23103 in K176007 E+
Digestion

R0051 in pSB1A3
Waiting

X

X

in pSB1A3

\AlaitinA
vvailll |H

in K176007
Waiting

in K176007
Waiting
in K176007
Waiting
in K176007
Waiting
in K176007
Waiting
in K176007
Waiting

in pSB1A3
Waiting


















C0261 in pSB1A2
_‘_ luxI-LVA Sequence OK




