Table 1.

SU

PPLEMENTARY MATERIAL

Plasmids and strains used in this study.

Plasmid Relevant genotype, features, markers Reference / construction
pQE30-YtvA pQE30 Pspac::ytvA, Amp This study

pDG148-Stu pDG148-Stu, Km Bacillus Genetic Stock Center
PYtvA pDG148-Stu Pspac::ytvA, , Km Avila-Perez et al ,2006
pYtvA-Y52F pDG148-Stu Pspac::ytvA-Y52F, Km This study

pYtvA-E56Q pDG148-Stu Pspac::ytvA-E56Q, Km This study

pYtvA-C62S pDG148-Stu Pspac::ytvA-C62S, Km This study

pYtvA-E105L pDG148-Stu Pspac::ytvA-E105L, Km This study

pYtvA-D109L pDG148-Stu Pspac::ytvA-D109L, Km This study

PYtvA-Q123A pDG148-Stu Pspac::ytvA-Q123A, Km This study

pYtvA-QI23N pDG148-Stu Pspac::ytvA-Q123N, Km This study

PYtvA-T167A pDG148-Stu Pspac::ytvA-T167A, Km This study

pYtvA-T167D pDG148-Stu Pspac::ytvA-T167D, Km This study

pYtvA-E168A pDG148-Stu Pspac::ytvA-E168A, Km This study

pYtvA-DI93N pDG148-Stu Pspac::ytvA-D193N, Km This study

pYtvA-S195A pDG148-Stu Pspac::ytvA-S195A, Km This study

pYtvA-S195D pDG148-Stu Pspac::ytvA-S195D, Km This study

pYtvA-E202A pDG148-Stu Pspac::ytvA-E202A, Km This study

pYtvA-T204A pDG148-Stu Pspac::ytvA-T204A, Km This study

B. subtilis strains

PB565
PB565 pDG148-stu
PB565 pYtvA

PB565 pYtvA-Y52F
PB565 pYtvA-E56Q
PB565 pYtvA-C62S
PB565 pYtvA-E105L
PB565 pYtvA-D109L
PB565 pYtvA-Q123A
PB565 pYtvA-Q123N
PB565 pYtvA-T167A
PB565 pYtvA-T167D
PB565 pYtvA-E168A
PB565 pYtvA-D193N
PB565 pYtvA-S195A
PB565 pYtvA-S195D
PB565 pYtvA-E202A
PB565 pYtvA-T204A
PB565 pYtvA-T204D

Relevant genotype, features, markers

ytvAAl::
ytvAAl::
ytvAAl:
ytvAAl::
ytvAAl::
ytvAAl:
YivAAl::
;lithAl :
ytvAAl:
ytvAAl:
ytvAAl:
ytvAAl::
ytvAAl::
ytvAAl::
ytvAAl::
ytvAAl::
ytvAAl::
ytvAALl:
ytvAAl::

ery amyE:
ery amyE:

ery amyE:

ery amyE:

ery amyE::
:Pctc-lacZ Cm trpC2, pDG148-Stu, Km
:Pctc-lacZ Cm trpC2, pYtvA, Km

ery amyE::
:Pctc-lacZ Cm trpC2, pYtvA-E56Q, Km
ery amyE::
ery amyE::
ery amyE::
ery amyE::
ery amyE::
:Pctc-lacZ Cm trpC2, pYtvA-T167A, Km
ery amyE::
ery amyE::
ery amyE::
ery amyE::
ery amyE::
ery amyE::
ery amyE::
ery amyE::

Pctc-lacZ Cm trpC2 host strain

Pctc-lacZ Cm trpC2, pYtvA-Y52F, Km

Pctc-lacZ Cm trpC2 , pYtvA-C62S, Km
Pctc-lacZ Cm trpC2, pYtvA-E105L,
Pctc-lacZ Cm trpC2, pYtvA-D109L, Km
Pctc-lacZ Cm trpC2, pYtvA-Q123A, Km
Pctc-lacZ Cm trpC2, pYtvA-Q123N, Km

Pctc-lacZ Cm trpC2, pYtvA-T167D, Km
Pctc-lacZ Cm trpC2, pYtvA-E168A, Km
Pctc-lacZ Cm trpC2, pYtvA-D193N, Km
Pctc-lacZ Cm trpC2, pYtvA-S195A, Km
Pctc-lacZ Cm trpC2, pYtvA-S195D, Km
Pctc-lacZ Cm trpC2, pYtvA-E202A, Km
Pctc-lacZ Cm trpC2, pYtvA-T204A, Km
Pctc-lacZ Cm trpC2, pYtvA-T204D, Km
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Reference / construction

Akbar et al 2001
This study
This study
This study
This study
This study
This study
This study
This study
This study
This study
This study
This study
This study
This study
This study
This study
This study
This study



Primers:

Y52F

FW:5' —CTT TGT TCA AAT GAC CGG CTT CGA GAC CGA GGA AATTTITAG-3

RV:5' - CTA AAA TTT CCT CGG TCT CGA AGC CGG TCA TTT GAA CAAAG-3

E560

FW: 5 —CAA ATG ACC GGC TAC GAG ACC GAG CAA ATT TTA GGA AAG AACTGT CGC —
3 b

RV:5 —GAG ACA GTT CTT TCC TAA AAT TTG CTC GGT CTC GTA GCC GGT CATTTG -3’
C62S

FW: 5 — GAG GAA ATT TTA GGA AAG AAC AGT CGC TTC TTA CAG GGG AAAC-3
RV:5 —GTT TCC CCT GTA AGA AGC GACTGTTCTTTC CTA AAATITCCTC-3
E105L

FW:5 —GGA ACGATG TTC TGG AAT CTA TTA AAT ATT GAT CCA ATG GAA ATA GAG -3’
RV:5 —CTC TAT TTC CAT TGG ATC AAT ATT TAA TAG ATT CCA GAA CAT CGT TCC -3’
D109L

FW:5 —TGG AAT GAA TTA AAT ATT CTT CCA ATG GAA ATA GAG GAT AAA ACG-3
RV:5 —CGT TTT ATC CTC TAT TTC CAT TGG AAG AAT ATT TAA TTC ATT CCA - 3’
Q123A

FW: 5 — CGT ATT TTG TCG GAA TTG CGA ATG ATA TCA CCA AGC-3

RV:5 —GCT TGG TGA TAT CAT TCG CAA TTC CGA CAA AAT ACG -3’

Q123N

FW: 5 — CGT ATT TTG TCG GAA TTA ATA ATG ATA TCA CCA AGC -3’

RV:5 —CGT ATT TTG TCG GAA TTA ATA ATG ATA TCA CCA AGC -3’

T167A

FW: 5 —CCG CTA GTC GGA AAC CTG GCA GAG GAG CGA TTT AATTC-3

RV:5 —GAA TTA AAT CGC TCC TCT GCC AGG TTT CCG ACT AGC GG -3%

T167D

FW:5 —CTT CCG CTA GTC GGA AAC CTG GAT GAG GAG CGA TTT AATTCC AC-3’
RV: 5 —GTG GAA TTA AAT CGC TCC TCA TCC AGG TTT CCG ACT AGC GGA AG-3
E168A

FW: 5 — GCT AGT CGG AAA CCT GAC AGC AGA GCG ATTTAATTCCACTG -3’

RV: 5 —CAG TGG AAT TAA ATC GCT CTG CTG TCA GGT TTC CGA CTA GC -3’

D193N

FW: 5 — GAT GAT TAT TTG ATC ATT AAT TTA TCC GGATTGGCCC-3’

RV:5 -GGG CCA ATC CGG ATA AAT TAA TGA TCA AAT AATCATC-3’

S195A

FW: 5 — GAT TAT TTG ATC ATT GAT TTA GCC GGA TTG GCC CAA GTGAACG-3
RV:5-CGT TCA CTT GGG CCA ATC CGG CTA AAT CAA TGA TCA AAT AATC -3
S195D

FW:5 —GAT CAT TGA TTT AGA CGG ATT GGC CCA AG-3’

RV:5 —CTT GGGCCA ATC CGT CTA AAT CAATGATC -3

E202A

FW: 5 —GCC CAA GTG AAC GCA CAAACGGCCGACC-3

RV:5 —-GGT CGG CCGTITGTG CGTTCACTTGGG C-3

T204A

FW: 5 —GCC CAA GTG AAC GAA CAA GCG GCC GAC CAAATTTTC-3’

RV:5 —GAA AAT TTG GTC GGC CGC TTG TTC GTT CACTTG GGC -3

T204D

FW: 5 —GGC CCA AGT GAA CGA ACA AGA CGC CGA CCA AATTTITCAAGC-3
RV:5 —GCT TGA AAATTT GGT CGG CGT CTT GTTCGTTCA CTT GGG CC -3
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pPpOE30YtvA
FW: 5 — GGG GTC GAC TTA CAT AAT CGG AAG CACTITAACG-3¥

RV:5 — CCC GGA TCC ATG GCT AGT TTT CAA TCA TTT GGG -3’

Figure 1. Alignment of YtvA 4556 and MtRsbS¢. 13 (PBD 2VY9) chain A.

2VY 9A -PILKVDD-YWVVAIEETLHDQSVIQFKEELLHNI TGVAGKGLVIDISALEVVDSFVTRV 63
YtvA TPIVPIRNGISALPLVGNLTEERFNSIVCTLTNILSTSKDDYLI IDLSGLAQVNEQTADQ 206
*roooro LK oors L L * oot L. Fokk Lk ok ks
2VY 9A LIEISRLAELLGLPFVLTGIKPAVAITLTEXGLDLRGXATALNLQKGLDKLKNL ARXEQR 123
YtvA IFKLSHLLKLTGTELIITGI KPELAMKMNKLDANF SSLKTYSNVKDAVKVLPIM------- 261
. Sk ak K caakkkkk k. .. . * k.. . * .

Figure 2. Alignment of YtvA, RsbS and RsbR paralogs. Underline residues are conserved Threonines.
Bold residues negative charges residues.

YkoB EPGEKQKWADL IVKVFDFT I YTFVDHAEMNAKQQLNAQREMI LELSSPVITLSKSTALLP 179
YojH KSEEAEDLYHAL IKAFDLV IHIFIEEMYKNTSLQLQAQKDMI TELSAPVIVLFHSVGLLP 179
YghA SIQEFYEWSRILNQN IDE I IEVFTEEYHQVTMIQLNAQKEMINELSAPIMPITDGIGILP 174
RsbR PDQESTEL IWQIDRFFSP INTE IFNQYS I SWEKTVSLQK IALQELSAPL IPVFENITVMP 164
RSDS e MRHPKIPILKLYN-CLLVS 18
YtvA ENEDKTYFVGIQND I TK-————————- QKEYEKLLEDSLTEITALSTPIVPIRNGISALP 161
*-. -
YkoB LVGD IDTERAKF I LENTLQACAKRRVEHL L IDLSGVVVVDTMVAHQIFKLIEALNLIGVR 239
YojH L 1GDIDTVRAKL IMENTLHQCAKKKVTQLY IDLSGVAV IDTMVAHQLFSLIEALRLIGVS 239
YghA LVGE IDTHRART I LESVLEQCSALKLSYLFLDISGVPIVDTMVAYQIFKVIDSTKLLGIE 234
RsbR LVGT IDTERAKR IMENLLNGVVKHRSQVVL 1D ITGVPVVDTMVAHH I IQASEAVRLVGAK 224
RsbS I1QWELDDQTALTFQEDLLNK I YETGANGVV IDLTSVDMIDSF IAKVLGDV I TMSKLMGAK 78
YtvA LVGNLTEERFNSIVCTLTNILSTSKDDYLIIDLSGLAQVNEQTADQIFKLSHLLKLTGTE 221
- .*.. -

YkoB STLSGIRPE IAQTAVQLGIDFSNITIKTNLAQALNYHQ--—————————- 277

YojH STLSGIRPE IAQTAVQLGLSFEG I SLRSTLASAIASDLKLKKYV---———- 282

YghA T11SGIRPEIAQTVVKLGLDFSNVKTEQSLAKALANKGFK IKEC----—— 278

RsbR CLLAGIRPEIAQTIVNLGIDLSQVITKNTLQKG IQTALEMTDRKIVSLGE 274

RsbS VVLTGIQPAVAVTL IELGIALEE IETALDLEQGLETLKRELGE----——— 121

YtvA L1ITGIKPELAWKVMNKLDANFSSLKTYSNVKDAVKVLP IN=~--~~-~~- 261

--** * -* -* -
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