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Figure S1. KEGG enrichment analysis of the WT and Astm1344 strains pathways
regulated in simulated host environment medium.

Related biological function of all 7 pathways are displayed in bar (A) and dot (B), and
bar height or dot size indicates the level of significance of enrichment. The flagella

assembly is most significant.



43
40 4
30+
27 27
@ 26
@
-
g
o
—
(=]
& 20+
2 18
=
= 16
b 1o 11 11
1
10 g 9
7 7
6
5
2 2
. B |
ol ==
¢ b E F & H i ook L m|n]o & & s T 0O ¥
COG/KOG categories
[ (c1Energy production and conversion I M1 Gell wallmembrane/envelope biogenesis
[T (D1 Gell eycle control, cell division, chromosome partitioning [l [N] Gell motiity
[ (81 Amino acid transport and metabolism B (01 Postiransiational modification, protein turnover, chaperones
- [F] Mucleotide transport and metabolism - [P] Inarganic ion transport and metabolism
- [G] Carbohydrate transport and metabolism - [Q] Secendary metabolites biosynthesis, transport and catabolism
- [H] Coenzyme transport and metabolism - [8] Function unknown
- [1] Lipid ransport and metabolism - [T] Signal transduction mechanisms
- [J] Translation, ribosomal structure and biogenesis - [U] Intracellular trafficking, secretion, and vesicular transport
- [K] Transcription - [V] Defense mechanisms
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Figure S2. COG/KOG categories analysis of the WT and Astm1344 strains in

simulated host environment medium.

Protein number with different functions are displayed in bar. The difference of cell

motility related proteins represents the greatest significant.
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Figure S3. The expression and purification of STM1344-FIhD complex.

STM1344-FIhD complex samples were separated by SDS-PAGE and shown after
coomassie blue staining. Lane Marker, protein marker; lane CE, the sample of cell
lysate after induction; lane S, the supernatant of cell lysate after centrifugation; lane F1,
the sample flow through Ni-NTA affinity column; lane Elu, purified STM1344-FIhD

complex.



Table S1. Strains and plasmids used in this study

No Strain/Plasmid Relevant characteristic(s) Source
1 | WT Salmonella Salmonella enterica serovar American Type
Typhimurium ATCC14028, no resistance | Culture

Collection

2 | Salmonella Astm1344 stm 1344 knockout strain, no resistance This study

3 | Salmonella Astm1697 stm1697 knockout strain, no resistance [1]

4 | Salmonella stml1344 knockout, stm1344/pBAD24, This study

Astm1344pstm 1344 Amp*
5 | Salmonella Astm1344pM1 | stm1344 knockout, stm1344 F181A & This study

A184E/pBAD24, Amp*

6 | E. coli BL21(DE3) T7 expression host, no resistance Takara Bio Inc.
7 | pGLO1 Expression Vector, Amp" [2]
8 | pET29b Expression Vector, Kana* Biofeng Inc.
9 | pBAD24 Expression Vector, Amp" Biofeng Inc.
10 | STM1344/pGLO1 STM 1344 cloned into pGLO1 [1]
11 | STM1697/pGLO1 STM1697 cloned into pGLO1 [1]
12 | stFIhD/pGLO1 stF1hD cloned into pGLO1 [1]
13 | stFIhD/pET29b stF1hD cloned into pET29b [1]
14 | STM1344/pBAD24 STM1344 cloned into pBAD24 This study
15 | STM1344 F181A&AI184E | STM1344 F181 A&A184E mutant protein | This study
/pBAD24 expression construct into pBAD24
16 | STM1344 F155Q/pGLO1 | STM1344 F155Q mutant protein This study
expression construct into pGLO1
17 | STM1344 F155S/pGLO1 STM1344 F155S mutant protein This study
expression construct into pGLO1
18 | STM1344 F168Q/pGLO1 STM 1344 F168Q mutant protein This study
expression construct into pGLO1
19 | STM1344 F168S/pGLO1 STM1344 F168S mutant protein This study
expression construct into pGLO1
20 | STM1344 E179R/pGLO1 STM1344 E179R mutant protein This study
expression construct into pGLO1
21 | STM1344 F181Q/pGLO1 STM 1344 F181Q mutant protein This study
expression construct into pGLO1
22 | STM1344 F181S/pGLO1 STM1344 F181S mutant protein This study
expression construct into pGLO1
23 | STM1344 A184E/pGLO1 | STM1344 A184E mutant protein This study
expression construct into pGLO1
24 | STM1344 F181Q&AI184E | STM1344 F181Q&A184E mutant protein | This study
/pGLO1 expression construct into pGLO1
25 | STM1344 F181S&A184E | STM1344 F181S&A184E mutant protein | This study
/ pGLO1 expression construct into pGLO1
26 | STM1344 F181A&AI184E | STM1344 F181A&A184E mutant protein | This study

/ pGLO1

expression construct into pGLO1
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Table S2. Primers used in this study

No Oligonucleotide Sequence Application
1 | gapa-5 gaccttcgatgatgccgaag gPCR

2 | gapa-3 gccaggacatcgtttccaac gPCR

3 | stm1344-5 cagcagcgagctgaaatgatc gPCR

4 | stm1344-3 cgcaaacatcgcctcagtatc gPCR

5 | stm1697-5 ccaccacgatcttgtcac gPCR

6 | stm1697-3 ctgctgcgccattagtttgc gPCR

7 | flhD-5 cgcctcggtatcaacgaaga gPCR

8 | flhD-3 ctccgcecagtttgaccatct gPCR

9 | fliA-5 cttacccagtttggtgcg gPCR

10 | fliA-3 cgagcaactggtgttaac gPCR

11 | fliz-5 cagaactggcggtaaaggg gPCR

12 | fliZz-3 catttcccacgatctgctge gPCR

13 | fliC-5 cgcagtaaagagaggacg gPCR

14 | fliC-3 gggcaacaccgtaaacaacc gPCR

15 | STM1344-pGI01-F ATAGGATCCatgattgcttcacttgatgagc Gene Clone
16 | STM1344-pGI01-R ATACTCGAGTTAtcgctgaacgagtttaatgagc Gene Clone
17 | STM1344-pBAD24-F ATAGAATT Catgattgcttcacttgatg Gene Clone
18 | STM1344-pBAD24-R AAGCTTAAGCTTTTAaacgagtttaatgagctggc | Gene Clone
19 | STM1344-F155Q-F acaaaagctattCAGgatgggcttttc Gene Clone
20 | STM1344-F155Q-R gaaaagcccatcCTGaatagcttttgt Gene Clone
21 | STM1344-F155S-F acaaaagctattAGCgatgggcttttc Gene Clone
22 | STM1344-F1555-R gaaaagcccatcGCTaatagcttttgt Gene Clone
23 | STM1344-F168Q-F ttggataaaaatCAGattcagcagcga Gene Clone
24 | STM1344-F168Q-R tcgctgctgaatCTGatttttatccaa Gene Clone
25 | STM1344-F168S-F ttggataaaaatAGCattcagcagcga Gene Clone
26 | STM1344-F168S-R tcgctgctgaatGCTatttttatccaa Gene Clone
27 | STM1344-E179R-F atgatctcattcCGAccattcatgcac Gene Clone
28 | STM1344-E179R-R gtgcatgaatggTCGgaatgagatcat Gene Clone
29 | STM1344-F181Q-F tcattcgaaccaCAGatgcacgctatc Gene Clone
30 | STM1344-F181Q-R gatagcgtgcatCTGtggttcgaatga Gene Clone
31 | STM1344-F181S-F tcattcgaaccaAGCatgcacgctatc Gene Clone
32 | STM1344-F181S-R gatagcgtgcatGCTtggttcgaatga Gene Clone
33 | STM1344-A184E-F tcattcgaaccaCAGatgcacGAAatcgttgcccag Gene Clone
34 | STM1344-A184E-R ctgggcaacgatTTCgtg Gene Clone




