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Fig S1. Y. pseudotuberculosis nagC possesses a putative nagC binding site (green box) in the nagC promoter region, with only 2
mismatches (red) to the consensus (A). Full expression profiles of NagC in the Y. pseudotuberculosis parent (WT) and nagC mutant with

increasing concentrations of GICNAc at 26°C and 37°C (B).
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Fig S2. Full expression profiles of ytbl and ypsl/ in the Y. pseudotuberculosis parent (WT), nagC mutant and complement at 26°C

and 37°C (A-D).



Expression of P,c:/ux in the WT at 37°C

1.6%x10%5

1.2%x105

8.0x10%

RLU / ODggo

4.0x10% g1

0 2 4 6 8 10

12

14

16

18

—o— 0.0 mM GIcNAc
—— 0.3 mM GIcNAc
—— 1.0 mM GIcNAc
—+— 5.0 mM GIcNAc

Expression of Py,::/ux in the WT at 37°C

3.2x10%-
o 24x10%-
2
i
O 16x104-
2
Z
8.0x10%
0_
0 2 4 6 8 10
Time [h]

12

14

16

18

—o— (0.0 mM GIcNAc
—— (0.3 mM GIcNAc
—— 1.0 mM GIcNAc
—+— 5.0 mM GIcNAc

B

RLU / ODggo

RLU / ODggo

Expression of Py,:lux in AnagC at 37°C

1.0%107

7.5%10°+

5.0x108

25x105- gy

—o—0.0 mM GlcNAc

10 12 14 16 18
Time [h]

——0.3 mM GlcNAc
—e— 1.0 mM GlcNAc
—+—5.0 mM GlcNAc

Expression of Pyy,z::lux in AnagC at 37°C

5.2x10%

3.9%10%+

2.6%10%

1.3x10%

0

—o— 0.0 mM GIcNAc
——0.3 mM GIcNAc
—— 1.0 mM GlcNAc
—+— 5.0 mM GIcNAc

Fig S3. Full expression profiles of ytb/ and ytbR in the Y. pseudotuberculosis parent (WT) and nagC mutant in increasing GIcNAc

concentrations at 37°C (A-D).
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Fig S4. Expression as AUC of yps/ and ypsR in the parent (WT) and nagC mutant with increasing GIcNAc concentrations at 37°C (A-D).
The full expression profiles reveal the profiles of the curves over 18 h (E-H).
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Fig S5. Expression as AUC of ytbl, ytbR, ypsl and ypsR in the parent (WT) and nagC mutant with increasing GIcNAc concentrations at

26°C (A-H).
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Fig S6. Full expression profile of ytbl, ytbR, ypsl and ypsR in the parent (WT) and nagC mutant with increasing GIcNAc concentrations at
26°C (A-H). Use in conjunction with Fig. S5.
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Fig S7. Full expression profile of nagC in the parent and ytbl, ytbR, ypsl and ypsR quorum sensing mutants.



Table S1. Plasmids

Name Description Source
pUC4K Source of kanamycin resistance cassette Pharmacia
pAJIDA434 )\-reo_l recomblnrase plasmid inducible with [1]
arabinose (Tm")
pGEM-T Easy Ampicillin” PCR product cloning vector Promega
PUC18R6KT::Tc mini Tn7 | Source of mini Tn7 transposon [2]
pUX-BF13 Ori; mini-Tn7 helper plasmid, encodes
PTNS2 TnsABC +D transposase complex to catalyze high [2]
frequency insertion (Amp")
Suicide vector containing mobRK2, oriR6K and
pDM4 sacBR (Cm") [3]
pBluescript Il KS+ Vector containing the luxCDABE
pBluelux r [4]
operon (Amp’)
pHG327 Low copy number cloning vector (Amp") [5]
pSB2020 Gfp vector for labelling (Amp") [6]
oHP276 ]E)u}éli\locn-slocgt;g:mde vector containing a promoter::lux 4]
pHP277 ]E)u}éli\é(glo(?t;lsjglde vector containing a promoter::lux [4]
pKNG101 suicide vector containing a promoter::lux
pHP278 fusion of ytbl [4]
pKNG101 suicide vector containing a promoter::lux
pPHP279 fusion of ytbR [4]
PHG::Phms:iux pHG327 containing the hmsHFRS promoter fusion | This study
DM4 Suicide vector containing a promoter::lux .
PDM4::Pnagc:iux FUSiOﬂ of nagC (Cm") gap This StUdy
DAW1 Tn7 suicide vector containing a parental copy of This study
nagC for complementation.
1. Derbise A, Lesic B, Dacheux D, Ghigo J-M, Carniel E. A rapid and simple method for

inactivating chromosomal genes in Yersinia. Fems Immunology and Medical Microbiology
2003;38(2):113 - 116.

2. Choi KH, Gaynor JB, White KG, Lopez C, Bosio CM et al. A Tn7-based broad-range
bacterial cloning and expression system. Nat Methods 2005;2(6):443-448.

3. O'Toole R, Milton DL, Wolf-Watz H. Chemotactic motility is required for invasion of the host
by the fish pathogen Vibrio anguillarum. MolMicrobiol 1996;19(3):625 - 637.

4, Atkinson S, Chang CY, Patrick HL, Buckley CMF, Wang Y et al. Functional interplay
between the Yersinia pseudotuberculosis YpsRIl and YtbRI quorum sensing systems modulates
swimming motility by controlling expression of flhDC and fliA. MolMicrobiol 2008;69(1):137-151.

5. Stewart GSAB, Lubinskymink S, Jackson CG, Cassel A, Kuhn J. pHG165 - a pBR322 copy
number derivative of pUCS for cloning and expression. Plasmid PMID - 3012611 1986;15(3):172 - 181.

6. Qazi SN, Rees CE, Mellits KH, Hill PJ. Development of gfp Vectors for Expression in Listeria
monocytogenes and Other Low G+C Gram Positive Bacteria. Microb Ecol 2001;41(4):301-309.




Table S2. Primers

Name

Sequence (5’-3)

Restriction
Site

Source

nagC-ko-F

GGCGGACAAGCACAAATTGGTA
ACGTGGATCTGGTAAAACAACT
CAAGGAGAAAGCCACG
TTGTGTCTCAA

This study

nagC-ko-R

AGTTTCTAGCAAACGTTGCAGC
AAGACACCATTGAGCATAGCGC
GCTTAGCTTAGAAAAACTCATC
GAGCAT

This study

nagC-comp-F

CTCGAGCGGTATCCGATTTGCG
ACC

Xhol

This study

nagC-comp-R

GGATCCGGTCACTATAACATGG
CTGTGG

BamHl

This study

nagC-lux-F

CTCGAGCGGTATCCGATTTGCG
ACC

Xhol

This study

nagC-lux-R

GGATCCGGTACCCCTCGTTGCC
ATTAACGATGG

Kpnl, BamHI

This study

VG-Phms-F2-Apal

ATTTCTGGGCCCTTCATTGTATCGT
AGCCCGGATAAAAC

Apal

This study

VG-Phms-R-Xhol

GCGTTATCTCGAGTATAACC
CTTAAGCCAGCAACTTGTTT
GA

Xhol

This study




