sl10822M-FW
sll0822M-RV
sll0822R4
sl10822A4
KmHinCFW
KmHinCRV

sl0822FL1:
sl10822FL2:

hox promoter

pSB2A hox1 Fw
pSB2A hox2 Fw
pSB2A hox3 Fw
pSB2A hox4 Fw
pSB2A hox5 Fw
pSB2A hox7 Rv

sl10822 promoter
SnaBIFW22
SnaBIRV22

qPCR

HoxE Left

HoxE Right

HoxF Left

HoxF Right

Hox s111222 Left
Hox sl11222 Right
HoxU Left

HoxU Right
HoxY Left

HoxY Right

Hox ss12420 Left
Hox ss12420 Right
Hox s111225 Left
Hox s111225 Right
HoxH Left

HoxH Right
RnpB Left

RnpB Right

Supplemental Table 1: Sequence of the PCR primers used in this study

Gene inactivation of sll0822

GCCTGGGCCAATTGATATCC
GCTGCCATCCTGTTGCCATT
GGGCTTGGTTGCGTTCCCGGGAGCCATTCAAGTTTTC
AGGTGGGGGCTTGGCTCCCGGGAACGTAAGGCTAATT
GGCGCTGAGGTCGACCTCGTGAAGAAG
ACCTGCAGGGGGTCGACGGAAAGCCAC

TCACCGAAAACTCATATGGCTAAATCAAACGC
CATTAGTCCCAGCGAATTCGCCTTACTCTTCT

Cloning of hox and sll0822 promoter regions in the promoter probe vectors

GCGCTGTAAATAAAAGCCGGCATTGATAATTTATTTCTCG
CCCTAGAAATCACTTGTTAACAACACCCAGAACCTAGTAAC
GGCTAGCAATTGGGGTCGCGACTATTTTC
CACTAAAGGGAAGTTCGCGATATTAATTTAGTTACG
TGATGTAACAATGCCGGCAACCAACTAGAGATTC
CGATCGGTGGCAGACGTCATGGAAAAATCCTCA

AGCCATCCTTTACGTACAACTATCCCAT
CGTTTGATTTTACGTATCAAGTTTTCGG

GCCCATCCTAGTGGAGACAA
GGTAAAAAGTCGCCACTCCA
TGAAATGACCCCAGAGGAAG
ATACCTTCGAGGATGCGATG
TGCTATGGCTATCCCCTCTG
AGCTCCCTTGGTTTTCCATT
GTTTGTGCATGGTGGAAGTG
ATTCACAGTTGCCGTTAGCC
CTCAAGGAATACCCGGACAA
AGAACCGGATCGCTACCTTT
CCCCAGAGGAGCAAAAGTTA
TCTTGGGTTCTTTCCTCACG
TGTCCGACTTCTTGTTGGGTA
AGCAATTTGGGCTTGAGTGT
CTGCGCCGTTTAATGAATTT
CACTGACCAAGCAGAGTGGA
GTGAGGACAGTGCCACAGAA
GGCAGGAAAAAGACCAACCT

Smal
Smal
Hincll
Hincll

Cloning of sll0822 coding sequence at Ndel-EcoRlI sites of pFCl1 for heat inducible overexpression of AbrB2

Nael
Hpal
Nrul
Nrul
Nael
Zral

SnaBI
SnaBI



Cloning into pET14b for over-expression and purification of 6His-SI10822 from E.coli

abrB2-Ndel-Fw

abrB2-BamHI-Rv :

GAATTCCATATGGCTAAATCAAACGCAACC
CGGGATCCTTACTCTTCTTCGTCGTCAGCCC

Promoter fragments for EMSA

hox promoter

Hox_gelshift Fwl
Hox_gelshift Fw2
Hox_gelshift Fw3
Hox_gelshift Rv4
Hox_gelshift Rv5
Hox_gelshift Rv6

abrB2 promoter:
0822 gelshift Fw
0822 gelshift Rv

CGATATTAATTTAGTTACGAAATATTAACAAAATCTAGTGC
ATTAAGTAATCGACATTGAAGAAAGCTAAAGATTT
CAACCAACTAGAGATTCCATTCGTTATTG
CCTTCATTGTTACATCAACTTTTAAAAAGTGAG
CCTTAGTCGGGAAAGAATTTGTGTG
GTCATGGAAAAATCCTCAAAAAGGAGC

CAACTATCCCATTAAATTAACTATTTATTT
TCAAGTTTTCGGTGATTGAG

0822 gelshift mid Fw AAGCAGGGTAGCAAGGA
0822 gelshift mid Rv CTACCCTGCTTATATTACACG

Control hoxY protein coding sequence:

hoxY Fw
hoxY Rv

TTGGTTCTGATCTCAAGGAATACCCG
AATACGGTGGGCATCGGG
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A

Molecular ratio

jd4 unlabelled/labelled DNA 0 0 00 0 010100
AbrB2/labelled probe DNA 0 1 01 0 1 1 1
. " AbrB2-DNA complexes
Free probe —> | & Uu “
Oct2A BS hoxY jd4

(39bp) (350 bp) (343 bp)

B Molecular ratio
jddDNA 1 1 1 1 1 1
Oct2ABSDNA 0 0 0 10 10 10
BSA 010 0 0 10 0
AbrB2 0 010 0 0 10

- L € AbrB2-jd4 complexes

Free probe W
(jd4) ———> -

Free probe

©Oct2a) —> L

Fig. S2. Electrophoretic migration-shift assay showing that AbrB2 binds specifically onto the

hox-promoter DNA.

(A) Analysis of the electrophoretic mobility of various DIG-labelled DNA fragments following
incubation with or without the 6xHis-tagged AbrB2 regulator or the BSA control protein. The
tested DNA probes are namely: Oct2A DNA binding sequence (control DNA provided by
Roche), segment of hoxY protein coding sequence (prepared with the PCR primers presented
in Table S1) and the jd4 segment of the hox-operon promoter, which was also used as an un-
labelled specific DNA competitor. The size of the three DNA fragments used as probes of
AbrB2 binding are indicated underneath. Arrows indicate the positions of free DNA probes and
the jd4-AbrB2 retarded complexes.

(B) Analysis of the electrophoretic mobility of the DIG-labelled jd4 promoter region in presence
(competition) or absence of Oct2A DNA binding sequence, following incubation with or
without the 6xHis-tagged AbrB2 regulator or the BSA control protein. Arrows indicate the
positions of free DNA probes and the jd4-AbrB2 retarded complexes.
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