E.ADEM v0.0.4.1
Work Progress

2009.6.20

A N W W 1 o | Emm



2009.5.3
47 days

W W w B N n 1

131 days
2009.10.30



Scoring Function Reporter Quorum Sensing  Automatic Controller
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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
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K145151 in pSB1A2 in
_E>' DB 3.1

Sequence OK

@
@

_E>' K145151 X+P
= Length OK

B0034 in pSB1A2
Sequence OK

B0034 in pSB1A2 S+P
Length OK

r 3

I d|9>— K176003 X+P

Length OK

in pSB1A2 in
E:>' DB 3.1

Ligation

_ |aCZG-CCd:B>- K176003 in pSB1A

in DB 3.1
Sequencing

K176003 Fragment
lacZa-ccdB Length OK

/6.21: Ligation;

—‘— IacZa-ccd[B>—

in pPSB1A2 in DB
3.1
Ligation

6.21: Ligation;
Colony PCR
6.22: Mini-Prep;
Sequencing

.

6.25: Sequence OKJ

~

\

Colony PCR
6.22: Mini-Prep;
Sequencing

6.25: Sequence OK
: Y,

3 ‘ 6.20: Sequence OK }




= E+S
= Waiting 6.22: Digestion

0¢¢

lacZar- Ccd'-’>' Wa.t.ng ﬁ6.22: Digestion ]

B0O015 in pSB1AK3
Sequence OK

("6.22: Ligation
B2k Loy FEI: B0015 in pSB1AK3 E+X
Mini-Prep Length OK
6.24: Sequencing

\06.27: Sequence OK

ccdB

DB 3.1

("6.22: Ligation
6.23: Colony PCR; Waiting
Mini-Prep _‘_ IacZa-cch?>. In pSB1AK3
6.24: Sequencing in DB 3.1
\.6.27: Sequence OK Waiting

in pSB1AKS in
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J23119 in pSB1A2
Sequence OK

J23100 in J61002
Length OK

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 ?
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J23119 X+P
Sequence OK

J23100-J61002SF X+P
Length OK

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
Digestion



6.21: Mini-Prep;
Sequencing
6.24: Sequence OK

(6.21: Ligation

6.22: Colony PCR;
Mini-Prep

6.23: Sequencing

\ 6.26: Sequence OK

J23119 in pSB1A3
Sequence OK

J23100 in K176007
Mini-Prep

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
Waiting
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J23119 in pSB1A3 S+P
Length OK

J23100 in K176007 S+P
Waiting

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




>

(6.22: Ligation m_ K176005 in
6.23: Colony PCR; N PSB1A3
Mini-Prep ‘X( Mini-Prep
6.24: Sequencing m_ in pSB1A3

\.6.27: Sequence OK A x A Waiting

P\ X /N Mini-Prep
6.21: Mini-Prep: r VAo n pSE1A3
Sequencing X Mini-Prep
6.24: Sequence O x

P\ X 2N Mini-Prep

P Mini-Prep

/6.24: Ligation g X P |
6.25: Colony PCR,; |n.p.SB1A3
Mini-Prep | Pl Mini-Prep
6.26: Sequencing v X g

\.6.29: Sequence OK m_ in pSB1A3

LA Waiting



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

xR K176004 in pSB1A2
ux Sequence OK



K082014 X+P
Length OK

=

("6.22: Ligation

6.23: Colony PCR;
Mini-Prep

6.24: Sequencing
\06.27: Sequence OK

lux]-LVVA

luxI-LVA

6.21: Mini-Prep;
Sequencing
6.24: Sequence OK

._
(34
._

lux]-LVVA

s
=

lux]-LVVA

o
~e

("6.24: Ligation
6.25: Colony PCR,;
Mini-Prep
6.26: Sequencing
\.6.29: Sequence OK

lux]-LVVA

~e

lux]-LVVA

e

luxI-LVA

cossces

K082014 in pSB1AK3
Sequence OK

in pSB1A3
Mini-Prep

in pSB1A3
Waiting

in pSB1A3
Mini-Prep

in pSB1A3
Mini-Prep

in pSB1A3
Mini-Prep

in pSB1A3
Mini-Prep

in pSB1A3
Waiting
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Colony PCR
6.
Sequencing

~

21 | inatinn-
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22: Mini-Prep;

295: Sequence OK

K176000 in pSB1A3 E+X
Length OK

e

r’.
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K176004 E+S
Length OK

in pSB1A3
Ligation



in pSB1A3 E+X
Length OK

/6.21 : Ligation; \

Colony PCR
6.22: Mini-Prep;
Sequencing
Primer Design;
Sequencing

QZ&\/Sequence OK /
A
p .‘w G in pSB1A3
L 7 A Ligation
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lJuxR

X+P
Waiting

X+P
IacZa-cch>—.~ Waiting

= 6.24: Digestion |

~

< 6.24: Digestion

J

in pSB1A3 S+P
Waiting

\[6.24: Digestion |




("6.24: Ligation N
6.25: Colony PCR;
Mini-Prep

6.26: Sequencing

\6 28: Sequence OK /
—. luxR

T

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

IacZa-cch[3>-.—

IacZa-cch[3>-.—



1732081 in pSB1A3
K

Caniinanra N
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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 ﬁ 6.22: Digestion ]
Digestion

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

e

e

K176001 E+S <{6.22: Digestion ]

Digestion

A 4 7 in pSB1A3
LT A Waiting

v
\i 6.22: Digestion ]




("6.22: Ligation )
6.23: Colony PCR;
Mini-Prep

6.24: Sequencing
\6.27: Sequence OK /

) @ I @ o> @

—‘— tetR

in pSB1A3
Waiting

@ @ T ‘w

tetR-LV.
r‘wm— in pSB1A3
LT A

Waiting
tetR LV
‘ ' in pSB1A3
‘w m— Waiting

in pSB1A3
Waiting
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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
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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




