Supplemental Table 1 Strains

Strain

Genotype

Reference

E. coli Topl0 DH5a

F mcrA A(mrr-hsdRMS-
mcrBC) e80lacZAM15

AlacX74 recAl araD139

A(ara-leu) 7697 galU galK

rpsL (StrR) endA1 nupG A-

Invitrogen, CA

E. coli inv110

F*  {traA36 proAB lacl,
lacZAM15} rpsL (Str™) thr leu
endA thi-1

lacY galK galT ara tonA tsx
dam dcm supE44 A(lac-
proAB)

A(merC-mrr)102::Tnl0 (Tet®)

Invitrogen, CA

H. volcanii DS70

[5]

H. volcanii H26 DS70 ApyrE2 [1]

VDC2177 H26 AHVO 2736 2]

VDC3226 H26 pJAM202c This work
VDC(C2329 H26 AHVO_1105 This work
VD(C2347 H26 AHVO_0156 This work
VDC2364 H26 AHVO_2493 This work
VDC(C2385 H26 AHVO_0236 This work
VDC2399 H26 AHVO_B0354 This work




VDC2414 H26 AHVO_0390 This work
VDC2452 H26 AHVO_2888 This work
VDC(C2457 H26 AHVO_0580 This work
VDC(C2459 H26 AHVO_1852 This work
VDC(C2469 H26 AHVO_1475 This work
VDC2476 H26 AHVO_2478 This work
VDC2506 H26 AHVO_0658 This work
VDC2514 H26 AHVO_2744 This work
VDC2517 H26 AHVO_0916 This work
VDC(C2527 H26 AHVO_1631 This work
VDC(C2545 H26 AHVO_2906 This work
VDC(C3241 H26 AHVO_2001 [2]

VDC(C3347 H26 AHVO_1717 This work
VDC(C3352 H26 AHVO_1716 This work
VDC3259 H26 AHVO_2001 pJAM202¢ | This work
VDC3265 H26 AHVO_2001 pGP109 This work
VDC3414 H26 AHVO_1105 | This work

AHVO_2008

VDC5203 H26 AHVO_2008 This work
VDC2554 H26 AHVO_0253 pIKB437 This work
VDC(C2552 H26 AHVO_2747 pIKB434 This work
VDC2556 H26 AHVO_0339 pIKB434 This work




Supplemental Table 2 Plasmids

Plasmid Description Reference
pJAM202 H. volcanii shuttle vector [3]
pTAI131 Amp"; ColEl [1]
pBY 158 pTAI131 derivative | [2]
containing the attCm"“Ccd®
cassette
pBY165.31 pTA131 AHVO_2001 [2]
pNABI135 pTA131 AHVO_2008 [4]
pGP068 pBY 158 AHVO_2747 This work
pGP041 pCR8/GW 1000BpUpDn A | This work
HVO_0929
pGP019 pCR8/GW  1000BpUPDn | This work
HVO_0929
pIKB264 pTA131 AHVO_1383 This work
pIKB103 pTA131 AHVO_2736 [2]
pIKB154 pTA131 AHVO_0156 This work
pIKB156 pTA131 AHVO_0574 This work
pIKB162 pTA131 AHVO_1105 This work
pIKB172 pTA131 AHVO_1594 This work
pIKB180 pTA131 AHVO_1979 This work
pIKB184 pTA131 AHVO_1173 This work
pIKB199 pTA131 AHVO_1852 This work




pIKB203 pTA131 AHVO_2888 This work
pIKB207 pTA131 AHVO_1475 This work
pIKB211 pTA131 AHVO_0697 This work
pIKB215 pTA131 AHVO_0236 This work
pIKB219 pTA131 AHVO_2493 This work
pIKB229 pTA131 AHVO_0339 This work
pIKB240 pTA131 AHVO_0580 This work
pIKB251 pTA131 AHVO_2906 This work
pIKB262 pTA131 AHVO_B0354 This work
pIKB265 pTA131 AHVO_0253 This work
pIKB268 pTA131 AHVO_1717 This work
pIKB271 pTA131 AHVO_3412 This work
pIKB274 pTA131 AHVO_0390 This work
pIKB276 pTA131 AHVO_1716 This work
pIKB290 pTA131 AHVO_1173 This work
pIKB304 pTA131 AHVO_2478 This work
pIKB315 pTA131 AHVO_0658 This work
pIKB415 pTA131 AHVO_1631 This work
pIKB417 pTA131 AHVO_0916 This work
pIKB418 pTA131 AHVO_2744 This work
pIKB371 HVO_0339 inserted | This work

between the Ndel BlpI sites

of pJAM202c




pIKB437 HVO_0253 inserted | This work
between the Ndel BlpI sites

of pJAM202c

pIKB367 HVO_1979 inserted | This work
between the Ndel BIplI sites

of pJAM202¢c

pIKB434 HVO_2747 inserted | This work
between the Ndel BlpI sites

of pJAM202c

pGP109 HVO_2001 inserted | This work
between the Ndel and Blpl

sites of pJAM202

Supplemental Table 3 Oligonucleotides

Oligonucleotide Sequence Purpose
Deletion constructs using In-fusion
HVO 1631 NF cgggeeccccctcgaggaggaagaccgtcgaaace Construction
HVO 1631 NR gacgcgttcatatgcgttccacaagecgatget of HVO_1631
HVO 1631 CF gcatatgaacgcgtctcgacgatctgttcgagtte deletion
HVO 1631 CR cgggctgcaggaattcgtaatcgegeectgactg construct,
pIKB415
HVO 0916 NF cgggccccccctcgageatcgaatcactecggetaca Construction
HVO 0916 NR gacgcgttcatatgcgtccaccacgtcgaage of HVO_0916




HVO 0916 CF gcatatgaacgcgtccctcccgeccttcgac deletion

HVO 0916 CR cgggctgcaggaattcaggatgeecgecttcgag construct,
pIKB417

HVO 2744 NF cgggecccccctcgagacggegtegaggaactc Construction

HVO 2744 NR gacgcgttcatatgcgaggtcgtegttcaggagtc of HVO_2744

HVO 2744 CF gcatatgaacgcgtcggctggtagaccgaggtgtt deletion

HVO 2744 CR cgggctgcaggaattctctcccgaccgttcgaaat construct,
pIKB418

HVO 2478 N Fwd cgggeeccccctcgaggaacgtgegggegaag Construction

HVO 2478 N Rev gacgcgttcatatgccgacgaaagegaggtgte of HVO_2478

HVO 2478 C Fwd gcatatgaacgcgtcgetgaggetcgecaacg deletion

HVO 2478 C Rev cgggctgcaggaattcgtccacatcactcgeacct construct,
pIKB304

HVO 1716 N_Fwd

cgggeecceccctegagegacgacgactaccacctg

Construction of

HVO 1716 N_Rev gacgcgttcatatgecgacgtgggttcggtagtca HVO_1716
HVO 1716 C Fwd gcatatgaacgcgtcgegaccegattecgta deletion
HVO 1716 C Rev cgggctgcaggaattcgttgtecctcgaaggegaag construct,
pIKB276
HVO 1717 N _Fwd cgggecceccctcgaggagegacctagaacgacacce Construction
HVO 1717 N_Rev gacgcgttcatatgcgcgaacagetcgtttatcg of HVO_1717
HVO 1717 C Fwd gcatatgaacgcgtcegactccacgtegacctet deletion
HVO 1717_C Rev cgggctgcaggaattcctcgaaggegtcgaagaact construct,
pIKB268




HVO 339 N _IfKO _Fwd

cgggecccccctegagtecgaggetcacgtacagtee

HVO 339 N IfKO Rev

gacgcgttcatatgccgecagataggtcgtacaca

HVO 339 C _IfKO Fwd

gcatatgaacgcgtcatcgctaagecgcetegtt

HVO 339 C IfKO Rev

cgggctgcaggaattcacggtccatgetcgatatgt

Construction
of HVO_339
deletion
construct,

pIKB229

HVO_ 1475 N_IfKO_Fwd

cgggccceccctegagagtegacgacgaccaacac

HVO 1475 N_IfKO Rev

gacgcgttcatatgcagttcgacttccacgacgag

HVO_1475_C_IfKO_Fwd

gcatatgaacgcgtcggtactgttcgagegagacct

HVO 1475 C IfKO Rev

cgggcetgcaggaattcgaacccaccecgttagatta

Construction
of HVO_1475
deletion
construct,

pIKB207

HVO 0697 N _IfKO Fwd

cgggecccccctcgageccttggaggtegactacg

HVO 0697 N IfKO Rev

gacgcgttcatatgctcaggagatgcaacagcaac

HVO 0697 C IfKO Fwd

gcatatgaacgcgtccageccctcgatgaggac

HVO 0697 C_IfKO Rev

cgggctgecaggaattcgteccetacgtcaacgtcac

Construction
of HVO_0697
deletion
construct,

pIKB211

HVO 0253 N _IfKO Fwd

cgggecccccctcgaggtcaacgeggagtictgg

HVO 0253 N _IfKO Rev

gacgcgttcatatgcgtctcggtecgggtagacg

HVO 0253 C_IfKO Fwd

gcatatgaacgcgtcgacatcgaggcegtggttaga

HVO 0253 C _IfKO Rev

cgggctgcaggaattcgtcgegeacaaactcgte

Construction
of HVO_0253
deletion
construct,

pIKB265

HVO 0236 N_IfKO Fwd

cgggecccccctecgaggtgagecgtgtgcttacaga

HVO 0236 N IfKO Rev

gacgcgttcatatgccctgtgtggggttgtagaaga

HVO 0236 C IfKO Fwd

gcatatgaacgcgtcgctgagatacgecgaggtgac

Construction
of HVO_0236

deletion




HVO 0236 C IfKO Rev | cgggctgcaggaattcgcgagageagttggagaaac construct,
pIKB215
HVO 2493 N IfKO Fwd | cgggcccccectegagecagagagegacagttgacga Construction
HVO 2493 N IfKO Rev | gacgcgttcatatgccgtetgtctgggegaact of HVO_2493
HVO 2493 C IfKO Fwd | gcatatgaacgcgtcgettgtcgaggttgacgac deletion
HVO 2493 C IfKO Rev | cgggctgcaggaattcgcacccageatggatatgtt construct,
pIKB219
HVO 574 N IfKO Fwd | cgggcccccectegagegacggegageagtte Construction
HVO 574 N IfKO Rev | gacgcgttcatatgcgatttcggtcatctcgggta of HVO_0574
HVO 574 C IfKO Fwd | gcatatgaacgcgtccgaggatgegetcgac deletion
HVO 574 C IfKO Rev | cgggctgcaggaattcgegecaggegaacctce construct,
pIKB156
HVO 1979 N IfKO Fwd | cgggccccccectcgagecgacgatggegtgtt Construction
HVO 1979 N IfKO Rev | gacgcgttcatatgcaggacgagecgttcgag of HVO_1979
HVO_1979_C_IfKO_Fwd | gcatatgaacgcgtcagacaggcgtcgcagace deletion
HVO 1979 C IfKO Rev | cgggctgcaggaattccggagaacagaagcgagaag construct,
pIKB180
HVO 1105 N IfKO Fwd | cgggccccccctcgagggcecatgecgtagagace Construction
HVO 1105 N IfKO Rev | gacgcgttcatatgcccggaggtcgtecaaatce of HVO_1105
HVO_1105_C IfKO_Fwd | gcatatgaacgcgtccgeggacgaagagtgag deletion
HVO 1105 C IfKO Rev | cgggctgcaggaattcgagaacgctgggcgaag construct,
pIKB162
HVO 1383 N IfKO Fwd | cgggccccccctcgagagecgacgecgacac Construction




HVO 1383 N IfKO Rev | gacgcgttcatatgcccgtggacgaggagtatcac of HVO_1383
HVO 1383 C IfKO Fwd | gcatatgaacgcgtccaccggetacctegtgtt deletion
HVO 1383 C IfKO Rev | cgggctgcaggaattccgtggegetttetgtte construct,
pIKB
HVO 0658 N IfKO Fwd | cgggccccccctcgagegetegtggcecatctte Construction
HVO 0658 N IfKO Rev | gacgcgttcatatgcgacgacctcgtcttcgactt of HVO_0658
HVO 0658 C IfKO Fwd | gcatatgaacgcgtccgecacgeggaagtcct deletion
HVO 0658 C IfKO Rev | cgggctgeaggaattccacgagegegacgac construct,
pIKB315
HVO 1173 N IfKO Fwd | cgggccccccctcgagagettggaggagecgtagat Construction
HVO 1173 N IfKO_Rev | gacgcgttcatatgcgacgtgegtcgtcatee of HVO_1173
HVO 1173 C IfKO Fwd | gcatatgaacgcgtcccgaaaaccgggtggt deletion
HVO 1173 _C IfKO Rev | cgggctgcaggaattcgaggtcgtcgttgtecate construct,
pIKB265
HVO 1852 N IfKO Fwd | cgggcccccectegaggegegetegatgtagtg Construction
HVO 1852 N IfKO_ Rev | gacgcgttcatatgcatccgegagggagteg of HVO_1852
HVO 1852 C IfKO Fwd | gcatatgaacgcgtcecggetgtegetggaac deletion
HVO 1852 C IfKO Rev | cgggctgcaggaattcgtttccgecegtegta construct,
pIKB199
HVO 2906 N IfKO Fwd | cgggcccccectegagegacaccgetacttteteca Construction
HVO 2906 N IfKO Rev | gacgcgttcatatgcgetgacgggcegtgtte of HVO_2906
HVO 2906 C IfKO Fwd | gcatatgaacgcgtcgeegtgttggeggtate deletion
HVO 2906 C IfKO Rev construct,

cgggctgecaggaattcccgagatattcaccgacgag




pIKB251

HVO 0156 N_IfKO Fwd

cgggecccccctcgagagegacatcgaactcteg

HVO 0156 N_IfKO Rev

gacgcgttcatatgcgtgcggtacgtgcatctg

HVO 0156 C IfKO Fwd

gcatatgaacgcgtcceccgaccagttcgacgac

HVO 0156 C IfKO Rev

cgggctgecaggaattccgagagtggaactgegagtc

Construction
of HVO_0156
deletion
construct,

pIKB154

HVO 1594 N_IfKO Fwd

cgggecccccctcgaggatgeccgagaggaacac

HVO 1594 N_IfKO Rev

gacgcgttcatatgcaaaaaggectectegtegt

HVO_1594_C _IfKO_Fwd

gcatatgaacgcgtccgtctacccgcaccacaac

HVO 1594 C IfKO Rev

cgggctgecaggaattctattccggtttgacgaggtc

Construction
of HVO_1594
deletion
construct,

pIKB172

HVO 2747 N _IfKO Fwd

cgggecccccctcgagecgaactecttttggaacat

HVO 2747 N_IfKO Rev

gacgcgttcatatgcgaaggaggtcatcgtcgag

HVO 2747 C_IfKO_Fwd

gcatatgaacgegtcgtggeggagtacgtcgag

HVO 2747 C_IfKO Rev

cgggcetgecaggaattccgettcaacggtctcace

Construction
of HVO_2747
deletion
construct,

pGP035

ORF02092 N _IfKO Fwd

cgggecccccctcgagegacggegageagttc

ORF02092 N _IfKO Rev

gacgcgttcatatgcgatttcggtcatctcgggta

ORF02092_C IfKO Fwd

gcatatgaacgcgtccgaggatgecgetegac

ORF02092_C IfKO Rev

cgggctgcaggaattcgegeaggegaaccte

Construction
of HVO_2888
deletion
construct,

pIKB207

HVO 580 N _IfKO Fwd

cgggeccccectcgagegecegtttcggagett

HVO 580 N IfKO Rev

gacgcgttcatatgcgcacttgtcgcactccatt

Construction

of HVO_0580

10




HVO_580 C _IfKO_Fwd

gcatatgaacgcgtcggaagtgccgactcatcg

deletion

construct,
HVO 580 C IfKO Rev | cgggctgecaggaattcgtggectcgtecacateac

pIKB240
HVO B0357 N Fwd cgggececcccctcgagagegegaggtegtactee Construction
HVO _B0357 N Rev gacgcgttcatatgcccgegaggaacactacgg of
HVO B0357 C Fwd gcatatgaacgcgtcegtgatgacgtactgggtga HVO_B0357

deletion
HVO B0357 C Rev cgggetgecaggaattccgacgactggtacgagaaca construct,

pIKB262
HVO 0339 N Fwd cgggccccccctcgagtctatctccaccggtecttg Construction
HVO 0339 N Rev gacgcgttcatatgegegggacttgaccttcatac of HVO_0390
HVO 0339 C For gcatatgaacgcgtccgacgacctcttcgagttct deletion

construct,
HVO 0339 C Rev cgggctgecaggaattcgetgacgaacgtcggact

pIKB274

Deletion constructs, synthes

ised using methods other than In-Fusion

tgtA2HVUPF tctagaggtgattaccacgcgeaag
tgtA2ZHvUPR ggatccgcgtgaacctcgaagtagt
tgtA2HvDSoll aatggatcctcgaagggtaattcgg
tgtA2HvDSol2

aatgcggecgcaagcettcggeagtegegtgttgatg

Construction
of HVO_2008
deletion
plasmid,

described in

[4]

UpDn_HVOB2736_fwd

ctg gag gat gtc gcc ctc gc

Construction

11




UpDn_HVO2736 rev gac ggt cag gtg cgc cce
RevPCR_HVO2736 fwd | gacgcggcccgegaggaa
RevPCR_HVO2736 rev | ttcggtcatgggatggatac

of HVO_2736
deletion
plasmid,

described in

2]

Gene deletion verification

HVO_ 2478 Int Fwd gaggtactcggtegetgtet Internal

HVO 2478 Int Rev ggattccctcgacgagttc checks for
HVO_2478

HVO 2478 Ext Fwd acgtcgtacagcgtgcatc External

HVO 2478 Ext Rev gacgtggacaccgtectct checks for
HVO_2478

HVO 1105 Int F ccgacgcagacatcgaact Internal

HVO 1105 Int R ccgtctgaaagtcgagceatce checks for
HVO_1105

HVO 1105 fwd gcactgttgaacgacctcct External

HVO 1105 rev ctgtcggagcgaaaagagac checks for
HVO_1105

HVO _B0357 Int F aggtcgtacgtctcgttcgt Internal

HVO B0357 Int R ggtcgggctgtacttcttca checks for
HVO_B0357

HVO B0357 Ext F cggacagtcgtatgtgcaac External

HVO B0357 Ext R cgacgactggtacgagaaca checks for

12




HVO_B0357

HVO 1594 int Fwd gcatcctggaactcgaagac Internal

HVO 1594 int Rev aggtgcaggtggagtagacg checks for
HVO_1594

HVO 1594 ext Fwd cggcttaaacgtgtagactge External

HVO 1594 ext Rev ggactcagttcgatgacgttc checks for
HVO_1594

HVO 0253 Int F aacgcgtcttcgacatcaa Internal

HVO 0253 Int R gtegtegtgetegtetaace checks for
HVO_0253

HVO 0253 Ext F cgggaccggaattaagagtt External

HVO 0253 Ext R tgccatgtcagtaagccaag checks for
HVO_0253

HVO_ 2493 Int Fwd cgtctttgaggtcgtggag Internal

HVO 2493 Int Rev cgaaggctcgaaagagtacg checks for
HVO_2493

HVO 2493 Ext Fwd gttcctcggcetacteegtct External

HVO 2493 Ext Rev gcctetgacagcagceaaata checks for
HVO_2493

HVO 1173 int Fwd gggtcatcctaccggacaac Internal

HVO 1173 int Rev gccgggacgactttettg checks for
HVO_1173

HVO 1173 Ext fwd gcgataccgacgaggagtc External

13




HVO 1173 Ext rev ggtcctcgtageagtccatc checks for
HVO_1173

HVO 1852 Int F cgaactcgacttccgggta Internal

HVO 1852 Int R gtgtccegactggtgtacg checks for
HVO_1852

HVO 1852 Ext fwd gagtacctcggectectctc External

HVO_ 1852 Ext rev ctccaactcaggagcgaaag checks for
HVO_1852

HVO 2888 Int F cggaagtcctccagacacat Internal

HVO 2888 Int R tcgaacagcttcgacacatc checks for
HVO_2888

HVO 2888 Ext fwd gaagtcgaagtgggcgacta External

HVO 2888 Ext rev ctcggctacgagacgaagag checks for
HVO_2888

HVO 0580 Int Fwd ctcttaccgecgagtttcace Internal

HVO 0580 Int Rev accgcgaacttctccagtt checks for
HVO_0580

HVO 0580 Fwd ttcgcgatatgctcaatgaa External

HVO 0580 Rev cgcggtagagttcggagtag checks for
HVO_0580

HVO 0339 Int F ctcttaccgcgagtttcace Internal

HVO 0339 Int R accgcgaacttctccagtt checks for
HVO_0339

14




HVO 0339 Ext F gttcatgccgttttcgtact External
HVO 0339 Ext R cgacagtcatcgtgaaatcg checks for
HVO_0339
HVO 0697 Int F gttgctgttgcatctectga Internal
HVO 0697 Int R ctaccacctcaccgacacct checks for
HVO_0697
HVO 0697 Ext F cccgacgtagtgttccatet External
checks for
HVO 0697 Ext R gacaagccgacgaagaagac
HVO_0697
HvO 1383 Int F cggacctcttcaaccacttc Internal
HvO 1383 Int R tcgttgaagtccatetgteg checks for
HVO_1383
HvO 1383 Ext fwd gctagcacggctectacaac External
HvO 1383 Ext rev cggtcgtgaactcctettte checks for
HVO_1383
HVO 0156 Int Fwd ggtacttgacgaagccgaag Internal
HVO 0156 Int Rev acgctgtccaaggagttcag checks for
HVO_0156
HVO 0156 _Ext Fwd gatgcagcagatgcacgta External
checks for
HVO 0156 Ext Rev gacgtgcgaggactcacc
HVO_0156
HVO 0658 Int fwd gtggagaccgactgtgtgg Internal
HVO 0658 Int rev cgaactcgactcgctgaac checks for

15




HVO_0658

HVO 0658 Ext fwd gttcgggtggatacaggaga External
HVO 0658 Ext rev agaactcgtggtggagttgc checks for
HVO_0658
HVO 0236 Int Fwd caacgccctcatgtacgac Internal
checks for
HVO 0236 Int Rev ccgaagtcctetgtcacctc
HVO_0236
HVO 0236 _Ext fwd cggaccggaacatctcag External
HVO 0236 Ext rev gtacgagcatacccgttcgt checks for
HVO_0236
HVO 2906 Int FWD gagcaactcgtcgaaaaagc Internal
checks for
HVO 2906 Int Rev acttcggcatctacgaccte
HVO_2906
HVO 2906 Ext fwd agttcttgcggttgatggag External
HVO 2906 Ext rev gacaccgagtcttcgaccte checks for
HVO_2906
HVO 1594 Int Fwd gcatcctggaactcgaagac Internal
checks for
HVO 1594 Int Rev aggtgcaggtggagtagacg
HVO_1594
HVO 1594 Ext Fwd ttcagcgaaccagacgctac External
HVO_ 1594 Ext Rev cggtctttgatttgggactg checks for
HVO_1594
HVO 1475 int Fwd aactccttgctcecttegtt Internal

16




checks for

HVO 1475 int Rev gtctegetegaacagtaccee
HVO_1475
HVO 1475 Ext fwd gacgtgacagtcgaggtggt External
HVO 1475 Ext rev agtacgegtggagccactac checks for
HVO_1475
HVO 0574 Int Fwd agttcccgcetggagacagt Internal
checks for
HVO 0574 Int Rev cgaagtcgagtcgttcgte
HVO_0574
HVO_ 0574 Ext fwd agtccgagcctcgaagagtt External
HVO 0574 Ext rev aggacagtcgcaagtccagt checks for
HVO_0574
HVO 1631 Int Fwd aggacctgtccctcgtaggt Internal
HVO 1631 Int Rev aacagatcgtcgaagccatc checks for
HVO_1631
HVO 1631 Ext Fwd gctacctgtgecctgaatgt External
HVO 1631 Ext Rev gggaactcctgtgegataga checks for
HVO_1631
HVO 0916 Int Fwd ctcccagtcgaccttgatgt Internal
HVO 0916 _Int Rev tcgcggagttctacacgag checks for
HVO_0916
HVO 0916 Ext Fwd cgtccacaagagctacatcg External
HVO 0916 _Ext Rev gggtaatctcacgcaatggt checks for
HVO_0916

17




HVO 2744 Int Fwd tcgtagccggtgaagcetact Internal
HVO 2744 Int Rev gggatgaacacctcggtcta checks for
HVO_2744
HVO 2744 Ext Fwd gtcttcgaccagegtgttet External
HVO 2744 Ext Rev gtgcgeccgtggatagac checks for
HVO_2744
HvO 0253 Ext F cgggaccggaattaagagtt External
checks for
HvO_ 0253 Ext R tgccatgtcagtaagccaag
HVO_0253
HvO 0253 Int F aacgcgtcttcgacatcaa Internal
checks for
HvO 0253 Int R gtcgtegtgctegtctaace
HVO_0253
HVO 1979 Ext Fwd cgacgattctcgaagcetgat External
checks for
HVO 1979 Ext Rev gtcgagcaggacgaagtagg
HVO_1979
HVO 1979 Int Fwd gggtgatactgctcgatggtce Internal
checks for
HVO 1979 Int Rev gtgcagttcctectcgacat
HVO_1979
HVO 2747 Int Fwd aaaagtcccgttcegctact Internal
HVO 2747 Int Rev acgaaatcctcaacgtcgtc checks for
HVO_2747
HVO_ 2747 Ext Fwd gcgaggttcgattcgaggtc External
HVO 2747 Ext Rev tcgaggcgaggcggaagage checks for
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HVO_2747

HVO 1717 _Ext Fwd tcgcgeaccgcaatgagcett External
checks for
HVO 1717 Ext Rev aggttctggaacgcctgcaa HVO_1717
Internal
HVO 1717 Int Fwd acgagctgttcgcgtcgett
checks for
HVO_ 1717 Int_Rev acacgtcgctgtcgecggatt
HVO_1717
HVO 1716 _Ext Fwd geegtegtgetcgaagagaa External
checks for
HVO 1716 Ext Rev ggcgactctgctcacctact HVO_1716
HVO 1717 Int Fwd acgaactctacgegctccac Internal
checks for
HVO 1717 Int Rev ggcgactctgctcacctact HVO_1716
HVO 0929 Int Fwd tgctcgteggegactegace External
checks for
HVO 0929 Int Rev tcgcgaacgtegecgtgaat HVO_0929
HVO 0929 Ext Fwd gaataaaaccgaacccggtege External
checks for
HVO 0929 Ext Rev ggcatcgcgaaggaaatcaac HVO_0929

pJAM202c¢ cloning

HVO 0253 Ndel Fwd

atgccatatgatgagcgacgacgtaca

HVO 0253 Blpl Rev

atgcgctgagttacgcgtcgtegtegtgct

Cloning  of
HVO_0253

into pJAM202
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Hvo 2747 ndei fwd

atgccatatgatgacacgtacggagagegg

Cloning

Hvo 2747 blpi rev atgcgctgageetgtcegtegegtecgacga HVO_2747
into pJAM
HVO 0339 Ndel Fwd atgccatatgatgaccgtcatcggectcga Cloning  of
HVO 0339 BIpl Rev atgcgctgagtcagegcteccgggtgcgt HVO_0339
into pJAM202
Hvo697 fwd atgccatatgatggacgacatcgaaatcga Cloning  of
Hvo697 rev atgcgctgagtcagecgatgtaccggaggt HVO_0697
into pJAM202
HVO 1979 Ndel Fwd atgccatatgatgccatatgatgagcatccttgagg Cloning  of
HVO 1979 Blpl Rev atgcgctgagatgegcetcagetcagtecttgaagaa HVO_1979
into pJAM202
HVO 2001 Fwd gctcagetacgtcgggtgaacctaaga Cloning  of
HVO_2001
HVO_ 2001 Rev catatgcgcgaccacttcgaactc
into pJAM202
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Supplemental Table 4 Salt and temperature tolerance of tested deletion mutants

26°C

Strain 12% 14% 16% 18% 23% 25%
H26 + + + + -
HVO_0916 : - - - -
HVO_1631 - - - - -
HVO 2477 + ++ ++ ++ -
HVO_2493 ¥ n ¥ " 3
HVO_1105 + + n + -
HVO_1105 + + + + -
HVO_2008

HVO_2001 - - - - -
HVO_2008 = + = = -
HVO_1717 + + + + -
HVO_1716 + + n + -
HVO_0253 + + + + -
HVO_1803 + + + + -
HVO_B0354 + + * + :
HVO_1594 + ¥ n " §
HVO_0390 = + = = -
HVO_2888 + + + + -
HVO_1378 + + n + -
HVO_1852 + + + + -
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HVO_0658 + + + + - -
HVO_2478 + + + + - -
HVO_2736 + + + + - -
HVO_ 1475 + + + + - -
HVO_0236 + + + + - -
30°C

Strain 12% 14% 16% 18% 23% 25%
H26 ++ ++ ++ ++ - -
HVO_0916 - - - - - -
HVO 1631 ++ ++ ++ ++ - -
HVO 2477 ++ ++ ++ ++ - -
HVO 2493 ++ ++ ++ ++ - -
HVO 1105 ++ ++ ++ ++ - -
HVO_1105 ++ ++ ++ + - -
HVO_2008

HVO 2001 ++ ++ ++ ++ - -
HVO 2008 ++ ++ ++ ++ - -
HVO 1717 ++ ++ ++ ++ - -
HVO 1716 ++ ++ ++ ++ - -
HVO 0253 ++ ++ ++ ++ - -
HVO 1803 ++ ++ ++ ++ - -
HVO_B0354 ++ ++ ++ ++ - -
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HVO 1594 ++ ++ ++ ++ - -
HVO 0390 ++ ++ ++ ++ - -
HVO 2888 ++ ++ ++ ++ - -
HVO 1378 ++ ++ ++ ++ - -
HVO 1852 ++ ++ ++ ++ - -
HVO 0658 ++ ++ ++ ++ - -
HVO 2478 ++ ++ ++ ++ - -
HVO 2736 ++ ++ ++ ++ - -
HVO 1475 ++ ++ ++ ++ - -
HVO 0236 ++ ++ ++ ++ - -
37°C

Strain 12% 14% 16% 18% 23% 25%
H26 ++ ++ ++ ++ - -
HVO_0916 - - - - - -
HVO 1631 ++ ++ ++ ++ - -
HVO 2477 ++ ++ ++ ++ - -
HVO 2493 ++ ++ ++ ++ - -
HVO 1105 ++ ++ ++ ++ - -
HVO_1105 ++ ++ ++ + - -
HVO_2008

HVO 2001 ++ ++ ++ ++ - -
HVO 2008 ++ ++ ++ ++ - -
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HVO 1717 ++ ++ ++ ++ - -
HVO 1716 ++ ++ ++ ++ - -
HVO 0253 ++ ++ ++ ++ - -
HVO 1803 ++ ++ ++ ++ - -
HVO_B0354 ++ ++ ++ ++ - -
HVO 1594 ++ ++ ++ ++ - -
HVO 0390 ++ ++ ++ ++ - -
HVO 2888 ++ ++ ++ ++ - -
HVO 1378 ++ ++ ++ ++ - -
HVO 1852 ++ ++ ++ ++ - -
HVO 0658 ++ ++ ++ ++ - -
HVO 2478 ++ ++ ++ ++ - -
HVO 2736 ++ ++ ++ ++ - -
HVO 1475 ++ ++ ++ ++ - -
HVO 0236 ++ ++ ++ ++ - -
44°C

Strain 12% 14% 16% 18% 23% 25%

H26 ++ ++ ++ ++ ++ +
HVO 0916 + + ++ ++ + -
HVO_ 1631 ++ ++ ++ ++ ++ -
HVO 2477 ++ ++ ++ ++ ++ +
HVO 2493 ++ ++ ++ ++ ++ +
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HVO_ 1105 ++ ++ ++ ++ ++ +
HVO 1105 ++ ++ ++ ++ ++ +
HVO_2008

HVO 2001 ++ ++ ++ ++ ++ +
HVO_2008 ++ ++ ++ ++ ++ +
HVO 1717 ++ ++ ++ ++ ++ +
HVO 1716 ++ ++ ++ ++ ++ +
HVO_ 0253 ++ ++ ++ ++ ++ +
HVO 1803 ++ ++ ++ ++ ++ +
HVO B0354 ++ ++ ++ ++ ++ +
HVO 1594 ++ ++ ++ ++ ++ +
HVO_0390 ++ ++ ++ ++ ++ +
HVO_ 2888 ++ ++ ++ ++ ++ +
HVO 1378 ++ ++ ++ ++ ++ +
HVO_1852 ++ ++ ++ ++ ++ +
HVO 0658 ++ ++ ++ ++ ++ +
HVO 2478 ++ ++ ++ ++ ++ +
HVO 2736 ++ ++ ++ ++ ++ +
HVO 1475 ++ ++ ++ ++ ++ +
HVO_0236 ++ ++ ++ ++ ++ +

50°C
Strain 12% 14% 16% 18% 23% 25%
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H26

++

++

++

HVO_0916

HVO_1631

++

++

++

HVO_2477

++

++

++

HVO_2493

++

++

++

HVO_1105

++

++

++

HVO_1105

HVO_2008

++

++

++

HVO_2001

++

++

++

HVO_2008

++

++

++

HVO_1717

++

++

++

HVO_1716

++

++

++

HVO_0253

++

++

++

HVO_1803

++

++

++

HVO_B0354

++

++

++

HVO_1594

++

++

++

HVO_0390

++

++

++

HVO_2888

++

++

++

HVO_1378

++

++

++

HVO_1852

++

++

++

HVO_0658

++

++

++

HVO 2478

++

++

++

HVO_2736

++

++

++
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HVO 1475 - ++ ++ ++
HVO_ 0236 - ++ ++ ++
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