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ST At NMM-4 8 A 1511100 mi + 2/ 77 E£0.1% (wt/vol)IZ, BR#EODy,
BREE H0.05& 4Bk S IZHEE

1EZBALA2h, 4h, 6h, 8BhIZEEE L, RNAprotect Bacteria Reagent

BiRY > T) T (Qiagen) TRNAZ R E1L
NucleoSpin RNA Il (MACHEREY-NAGEL) Z {8 FAL THH LRQ1
Total RNA i} DNase (Promega) CALER %, FHEL

SuperScript Il (Invitrogen) Z{E AL . 12 ugDRNAKLYACtDFET T
cDNAS X SR LTS5A4T—%5 B TE . NaOHTRNAZ 2%, QIAQuick PCR
Purification Kit (QIAGEN) Z{# AL TH5 8

" SRS 5 ugMDcDNAZ GeneChipWT DoubIe—Strand?d DNA Te[minal
MR AL - SNUZT Labeling Kit (Affimetrix) Z FALNTHT A1k - EAF AR5

INATVEZAE—2 3>

BA)GTLAF VT IZNAT) S, GeneChip
Hybridization, Wash, Stain Kit (Affimetrix) Z FLN TR H

e R

Fig.3-2. 4> 7 ) VI ~7— 2B E TOFIEDHE (A) & actinomicin D (B).
(A)3 BED pCARI {RFAE, FERFIEZ Z 210 0.1% (wt/vol) D N7 iR % & e 100 ml © NMM-4 %
{REEHIZHIHT OD600 23 0.05 & 7% X 9 ITHEE L T 30°C, 120 rpm TH;#E L, OD600 A JIE L722753 5,
22 P0G 2, 4, 6, 8 4 I L= #A L 0 total RNA ZHiH L, cDNA 248 L7=. = DEE,
actinomycin D (ActD) Z¥RINT 5 Z & T kK cDNA O &K EI 2 7. Z @ cDNA #Wrh{btk, £
FF TV L TCNNA T I I TN ERE L=, (B) ActD OfiEA E NMR (2 K-> CTHRG S
DNA (5° -GAAGCTTC-3* ) & DA% % 7~ 7 [Lian et al., 1996 (PDB: 1DSC)]. ActD (% DNA @
FAXTTT ) AZKEAE LT, DNA ORISR 2 LES 5.
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Fig. 3-3. BEE R SFRAD actinomycin D (ActD) FRINDFHER (k. 2009 4k HE 1350,
P. putida KT2440(pCAR1) Bk D =i~ 7 [ighia, W30 G 4 5[] 7% O total RNA Z I L, [Al—® RNA
BTN E ActD FEERIN (B) / #H1 (C) T cDNA 2 &k L, ZiZi% pCAR] O 2H FELYI| D35
SNTZHAZLEA Y TT LA (Affymetrix) (24 7 U S872. fERO RNA v v B X%, DL
AfOWFSE (Shintani ef al., 2010) T ActD FEIRMTHEG S N72T —# (A) & & HITRT. Ko x il
IZ pCAR1 D) 200 kb DIEEEA], yllllIs 7T o —T ORLIEV T T AEORE S E2ZNEFRELT
BY, BREHBIXIT /) 7— a7 ORF OKE S &2ET (HED ORF RO R ->T1DIZ/RZ
TW5L0LH5). xfillk ) EichhiEmro TEMNLA~, FIZHUID > THEMN D E~IRE
SND. ActDIRINC L O 7 o F o AUD T 7 VAENBEEE 2R U 7= i8Ik 2 /P Tl A TR,
ActD FEIRIMEZ & A EBER RGN 7 F V& RHITHR LR,
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3 L gan
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Fig.3-4. hRZLZA )77 L4 ED7O0—TDATA.

(A) ik DNA Oi#5IZ oW T 25 mer @ DNA 72 —7 73, KT2440 #£C 1,110,578 A&, PAOI #T
1,141,680 A, Pf0O-1 ¥KT 1,175,336 A&, 11 HHEE THE RO LN TS, 47 1 —7 3 perfect
match (PM) & miss match (MM) T 141 E 725 TEY, PM & MM O 7 FVICHBIZZBRD Hi
5HEXCDNABNATY LTWAD” ELTHIT S, B)#F 7 v—T7 0Dy 7 VEEERE LT,
% ORF NICAD B AT B —T7 ZHH LEN LDV 7 T IUEOHIfEEZGHHE L, & ® ORF Of%
FEL L.
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ene = 2 gene
gTh t .FE_J 29 | E 29 | pCAR1(+)
€ two E PCAR1(+) = I :
profiles are %27 227 The two
almostthe 2., | " s [0/ profiles are
same. £°2 4 6 8 £%2 1 & s different.
\ 2 Time (h) ) Time (h) )
d(max): A(sum):

The maximum of induction ratio

in each time point.

g 211,

e pCAR1(+)

'é‘ 29 r

g d

D97

=24
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two time series transcription profiles.

29 f——

N
a
l\) 4

Median of signal intensities

N

27'\-/\
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11

pCAR1( )

Tlme (h)

Fig. 3-7. pCAR1 Z{RF LIBICERE 707 7 1 IVHZE(L LB F OB EZE.
Panel (A) shows a example of RNA map of much affected genes (PA4582-4583, green) and less affected

genes (PA4579) by the carriage of pCARI1. The x-axis indicates the position of each chromosome, and the

y-axis indicates the signal intensities of hybridization with single-stranded cDNA. Each bar denotes the signal

intensity of each probe. Pentagons indicate the directions and locations of annotated genes. Panel (B) shows
transcriptional profiles of much affected gene (PA4582) and less affected gene (PA4579). Panel (C) shows
graphical explanation of A(sum) and d(max) values.
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Dr FN 7N 7Y

CAR1 equally 24 hr 24 hr 24 hr
P mixed
é é CoIony Colony

countingon LB Hybridization
. =
pCAR1(+) Monitor the ratio of ¢ 5
pCAR1-haboring cell
PCAR1(+)+(-) pCAR1(+)

(B)
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©
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=
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qé-)_'lo -
8 103
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Fig. 3-9. pCAR1 {R¥F#k & FEIRIFED competition assay (i, 2012 4R EUREE L)
(A) Competition assay O FIEDOHEEE. pCARI fRFHE & IERFFEZ OD TIRIFHEREIC/2 D L O ITIREG
L, anzigzWE—oRFRE T DRI CE R L7z, 24 i) 2 & 12 UERHIIZ 1/100 &
ZEEEMEVIE LR S, Aaft 144~168 BEfEFEE L7z, M XS OB A E 24 1A L T LB
ERIEHICBAA L, B Lcan=—% k) 2R K%Y, repd 851427 r—7¢ Lican=
ATV EAE— a3 ORER LY pCAR] REFEAREZNIE L=, (B)3 18 EF £ competition
assay OFEF. HEdhlE, A HFTO pCARI REFE R Z W) pCAR1 {RERRER TR L7
(competitive index) T LTV 5. pCARI LREFEAEIK S 4L 25 M 13 KT2440 £ >PAO1 £ > Pf0-1
RToHh o7, (C)KT2440 BRIZHWT, MEXAMFEHIREZ 12 KI5 L72BRORER. Ak E O’
b & AR EE=RBE ORI OBIfR A (D) IT-d . XM EREL 1/2 1L T L BIOHZHEZ LD
pCARL PREFIR DI L ITZE D L RN LD, WIKITEFERLEHE 0 ~ 12 KoM Z 2 2 &2
TR E 7.
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(A) QT-clusters in KT2440
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(B) QT-clusters in PAO1
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