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Table S1: List of Primers

Primers Sequence

fabH Se for EcoRI"
fabH Se rev Kpnl“

aaaaaagaattcgtatataaccgaaaagtgactg
aaaaaaggtacccacaaatgcaaattgcgtcat

gutAEB pKD4 P1 atggtgcagagtggtttatcgggctgticcaaaagggeggagaggtgtitaagggcgacacggaaatgt
t

gutAEB pKD4 P2 cggatcccggcgcgatatcgtcggggacagggcctgccacatggacagtgcccaagccagggatgtaacgc

fabH Ec KO P1 cgccacattgecegegecaaacgaaaccgtticaaccatgggecgectaccetgtgacggaa

fabH Ec KO P2 ccgececcagatttcacgtattgatcggcetacgettaatgeatgaacttcatttaaatggegeg

pWebUp Seq cctgacgtctaagaaaccat

pWebDown Seq acacggtgcctgactgeg

PA3333 P1” tacaaaaaagcaggctccacctgcetgatgatgage

PA3333 P2° cccatccactaaatttaaatagetgeccaggecgecagac

PA3333 P3’ tatttaaatttagtggatgggatcgticcgacaatggactg

PA3333 P4’ tacaagaaagctgggtgaatacgagcgcgagtagaag

PA0999 P1 BamHI" cttagaggatccgagaacgagttcag

PA0999 P2° gtaggtcaggaccagcgacgtattgatgeg

PA0999 P3¢ cgcatcaatacgtcgetggtcctgacctac

PA0999 P4 Kpnl“ cttagtggtacccgtctcagtccagag

PA0998 P1 BamHI" cttagaggatccatctcgccgaacagatte

PA0998 P2° ggtcatcagggtgtagetgaactegttete

PA0998 P3¢ gagaacgagttcagctacaccctgatgace

PA0998 P4 EcoRI“
PA3286 P1 BamHI“

gcttatgaattcagttcgtcgagggattc
cttagaggatcctcagtgeggttttge

PA3286 P2° catgttcaggttggcctggtcgttgtactg
PA3286 P3“ cagtacaacgaccaggccaacctgaacatg
PA3286 P4 Kpnl“ cttagtggtaccgtagggcgeatatcg
PA5174 only for* tagggagaggatccecgtccgtgaagetege

PA5174 only rev*
pET24-PA5174 for”
pET24-PA5174 rev”

gtcacgacggatcccgccttttcegtigtg
aaggagatatacatatgtctcgactaccggtcat
gtgcggecgeaagcettgtcgageatgtcgetgaaa

PA5174 P1°¢ ggccagtgeccaagetcagaacccgaccaag
PA5174 P2° gaaaccaacaatgacc

Gent for PA5174° gtcattgttggtttccgagctcgaattgac
Gent rev PA5174° ggttatataccgtcaggcttgaacgaattg
fabH Ec for” tgacggtatataaccg

fabH Ec rev® gcaaattgcgtcatgt

PA5174 P3¢ catgacgcaatttgccatctacaacttcgg
PA5174 P4° acgaattcgagctcgagtaccaggcatgag
PA5174 pZEN for Ndel®  gttatgcatatgacgcgaacgactattc
PA5174 pZEN rev Xbal® gttatgtctagaggccttttccgttgtg

cvil P1¢ ggccagtgeccaagetaggtgttgtcccaag
cvil P2°¢ gtagagccgtctatgtacc

Gent for cvil
Gent rev cvil ¢
cvil P3¢
cvil P4¢

catagacggctctaccgagctcgaattgac
gaaactgaccgcttcggcttgaacgaattg
gaagcggtcagtttcctge

acgaattcgagctcggatttacgectgetg

“Cloned into vectors using PCR (overlap assembly if needed), DNA digestion, and T4 DNA ligase.
’ Cloned using the Gateway system (Invitrogen). Cloned using the In-Fusion system (Clontech).
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Table S2: P. aeruginosa PAO1 Cosmid Summary

P. aeruginosa PAO1 Insert

Cisooslgltled Genome Coordinates length  Orientation® COEI:IL pfl;ll)n;dnts
Left end® Right end” (bp)
pTMYcosl 5825905 5859122 33217 R Yes
pTMYcos2 5826015 5850856 24841 R Yes
pTMYcos3 2576368 2611546 35178 R No
pTMYcos4 5825903 5867229 41326 R Yes
pTMYcos5 5826022 5861271 35249 R Yes
pTMYcos6 5826020 5861972 35952 R Yes
pTMYcos7 5826085 5860971 34886 R Yes
pTMYcos8 5826052 5859591 33539 R Yes
pTMYcos9 5826002 5866799 40797 R Yes
pTMYcosl0 5825889 5861887 35998 R Yes
pTMYcosll 5825938 5863737 37799 R Yes
pTMYcosl2 3500948 3467718 33230 L No
pTMYcosl3 5863014 5826030 36984 L Yes
pTMYcosl4 5825990 5860787 34797 R Yes
pTMYcosl5 5825892 5859442 33550 R Yes
pTMYcosl6 2424390 2459310 34920 R No
pTMYcosl7 5826114 5868327 42213 R Yes

“ Determined with pWEBdown primer. ’ Determined with pWEBup primer. “ R- PA5174
is next to plasmid T7 promoter; L- PA5174 is next to M13 primer site. “ Rescues growth
of fabH depleted E. coli strain TMY 19.



Table S3: Relative abundance of fatty acids in P. aeruginosa PAO1 KASIII domain ORF

mutants “
Fatyaa  PAOLwt  TMTIS  TMTO2  TMTOL ~ TMT12 ng(lf
NB52019” APA099S APA0999 APA3333 APA32SE’ I
10:0 30H 2001017 338 348 2.89:090 3012025 3.6l
12:0 3.6840.12 407 442 3.65:099 3.59+046  4.90
12:0 20H 5.13:0.65 542 605  487+1.14 5.16£028  6.32
12:0 30H 4574017  5.00 544 4724071 5.14:0.15  5.74
16:1 wlc 9.68:0.07  10.08 9.58  11.75:0.09 8.75:+134  11.05
16:0 33734054  33.25 3317 31924050 31.4+1.05 3124
17:0 cyclo w7c  2.14+0.71 1.92 239 1104026  1.824026 1.8
5l o7 32854277  32.44 3034 35.55:4.07 34.88:042 31.69
19:0 cyclo w7c 2.95+0.80 2.44 3.02 1.28+0.04  3.85+£2.21 1.85

a

Biomass scraped from LB agar plates. ” From two independent experimental replicates.
“ APA0998 APA0999 APA3333 APA3286



Supplementary Figure 1

Section 1
m1 10 20 30 40 50 50 70 87
b2323 (1) ~------=-----emeeeeeeceecceceeecceecemeeeeeeeeeee e eeeeeeeeseseseeeeeececccccee——————-
b1095 (1) ~=========---eeeeeeeeceeccccceeceeeeeseeeeeeeeeeeeeeeeemeeeeeeseseeeeeeeeeececccceee—————-
LS e T T
PA2965 (1) == === = m e s e s e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e —— s m—e -
PAS174 4 HE 2 M TPI RIFASTLVR

Consensus (1)

Section 2
160 174
b2323 DT TGOV -~ - -~ —
b1095 2 G8s G 1Bk s AFPAT KFAGH v RilFNBE DI 1S RREIEEEEE
PA1609 AGREGC IESPUEERY
PA2965 AT
PAS174 ) JHWE
Consensus (88) KRRVVITGLGILS
Section 3
(175) 175 180 10 50 261
b2323 (66) - ----- sl E’V.(E‘SPEAY!\'N---E BRSNS c i< BV e v v EES VS s
b1095 (69) ------ IDAF DSGLEpESRAN AZ L v N VIR T TRgNeIv A
PA1609 (66) ————-- 1 DR\ TPEQISN----FRT[cS T ) E[RGVESSIGIENR T 580G S TS
PA2965 (69) - ----- DLF vTDafR----= vide s Theliv S
PA5174 (175) GELYN S8 R[S Skyep$ WK T I VDNV QP DEpNy guEv SPRQLPLGFNSMPTD
Consensus (175) RFM N KG RRISPF V

(262) 262
b2323 (144) fc
b1095 (145) [E

C

v

PA1609 (142)
PA2965 (145)
PAS174 (262) FINERYVLES V(g 4cRls
Consensus (262) 2 LA FGI GVNYSISSACAT H IG AIEQI G ADVVVAGGSE

n 1

v

(349) 349
2323 (222) FEUA =EOISRAT: E ST EHA B VI - - - - Beagirc 3N
b1095 (223) |QuK Sh:8sle GG A AP A LESS
PA1609 (220) P4 ESlE ARIYAEIVGYGHTS DGy isuiyap SR BlcAHR CMfelo A L%
PA2965 (223)
PAS174 (349) PF

DVFE
JGFGMSSDGEF MTAP G GAARCM NAL VGLD

(436) 436 450 460 A7k 480 490
[P XYERENNYT S T PG DVEE LAA T RE BRIGE
SOCEREND) T S T PAGDEA E A VRIWI FGE b8V SSTRSMTGHRLGAAGAYES 1YS I LILRWAVP P T INL DN

PA1609 (298) TST?‘GDVAEIGV E I ATISSTKSLSGHSLGAAG EAIYLL EG:

NgsAN1Dp

PA2965 (306) kicky M
PAS5174 (436) Gl T AR K AFRG HS L
Consensus (436) TSTPAGDVAEI AVE A AISSTKSMTGHSLGA

(523) 523 - 40 550 560 570 580 590
2323 (380) B=[# N G N A T L VMR K e TP

(610) 610 520 634
b2323 (407) ~ == ==-=--=-=--------———-
b1095(414) ——-----------------------

PA1609 (406) ————--==--==-===—=====———--

PA2965 (415) ~ == ==-==-----------——————

PAS174 (610) EQVIVPGFSQPLVYKKDARFSDMLD
Consensus (610)

Supplementary Figure 1: Protein sequence alignment of KASI/Il domain proteins in P.
aeruginosa and E. coli MG1655. Identical amino acid residues are highlighted in black and
conservative substitutions are in gray. Red asterisks denote active sites amino acid residues in
E. coli FabB (Cys163-His-298-His-333) (86). b2323- E. coli MG1655 FabB; b1095- E. coli
MG1655 FabF; PA1609- P. aeruginosa PAO1 FabB; PA2965- P. aeruginosa PAO1 FabF;
PAS5174- P. aeruginosa PAO1 FabY.



