SUPPLEMENTAL TABLE 1. Primers used for PCR amplification

Primer name

Sequences (5’-3’)*

Target sequences

FlgAl BamHI

AGTATGGATCCCGTCCTCGT

700 bp upstream of flgA 1 start codon,

Upstream FW CGTCCA extension towards gene

FlgAl Upstream  [TGAACATTTGAATCTCCTCA |figAl start codon, extension away from

Downstream RV~ [CATAGATTTCGTGGGTTTGG [gene (fused with flgA 1 stop codon)

FlgAl CCAAACCCACGAAATCTATG(flgA stop codon, extension away from

UpstreamDownstrea TGAGGAGATTCAAATGTTCA [gene (fused with flgA 1 start codon)

m FW

FlgAl Xbal AGCTTCTAGAAAATGAAAG |[700 bp downstream of flgA [ stop

Downstream RV~ |GAAAGTTTCGG codon, extension towards gene

FlgA1 Ndel FW ATTAATCATATGTTCGAAAA [fIgA1 start codon, extension towards
CATCAACGAA gene

FlgA2 6-His EcoRl [TATATTGAATTCTCAGTGATG](! bp upstream of flgA42 stop codon,

RV GTGATGGTGATGCGGGCCGC |extension towards gene
CCAGTTCGACGGGTT

FlgA2 Ndel FW ATTAATCATATGTTCAACAA |figA2 start codon, extension towards
CATCACTGACG gene

FlgA1l 6-His EcoRI [TATATTGAATTCTCAGTGATG|! bp upstream of flgA 1 stop codon,

RV GTGATGGTGATGCGGGCCGC |extension towards gene
CGAGCGCAATGGGGTC

IN70QFV CCACGGCTTGGTTCAGAAGA [Single mutation of the amino acid N
CCGCGAGG with Q at position 70 (forward)

IN70QRV CCTCGCCGGTCTTCTGAACC [Single mutation of the amino acid N
AAGCCGTGG with Q at position 70 (reverse)

IN115QFW CGAACCCTCACCTACCAGGA [Single mutation of the amino acid N
CACCGTCACCGGC with Q at position 115 (forward)

N115QRV GCCGGTGACGGTGTCCTGGT [Single mutation of the amino acid N
AGGTGAGGGTTCG with Q at position 115 (reverse)

IN172Q GGGTGACAACACCCAGGGG [Single mutation of the amino acid N
IACGCCACGG with Q at position 172 (forward)




N172Q

CCGTGGCCGTCCCCTGGGTG
TTGTCACCC

Single mutation of the aminoacid N
with Q at position 172 (reverse)

*Restriction endonuclease sites are underlined. Sequences encoding 6xHis tags are

italicized




Supplemantal Table 2. Complete list of identified peptides of Hfx. volcanii Flagellin A1. 35-kDa band from CsCl

purification was excised from the gel and analysed using a nanoLC-QIT-MS/MS after digestion with trypsin, endoproteinase
GIuC or double digestion with both enzyme.

Peptide MH+ DeltaM z P (pep) Sf XC DeltaCn
Trypsin
R.LAAGSGSVSLEDTTVKYLSETTAR.T 2456.25 0.70 3 757E-09 098 6.14 0.63
R.LAAGSGSVSLEDTTVKYLSETTAR.T 2456.25 1.23 3 1.02E-09 0.97 6.09 0.61
R.LAAGSGSVSLEDTTVKYLSETTAR.T 2456.25 1.23 3 212E-11 0.97 5.99 0.49
R.LAAGSGSVSLEDTTVKYLSETTAR.T 2456.25 1.06 3 463E-09 097 579 0.53
R.LAAGSGSVSLEDTTVKYLSETTAR.T 2456.25 1.41 3 4.48E-08 0.98 557 0.59
K.TGEERTVDQIFLTVR.L 1763.93 0.90 3 6.81E-04 0.98 555 0.45
R.LAAGSGSVSLEDTTVKYLSETTAR.T 2456.25 1.49 3 1.77E-13 097 5.51 0.51
R.LAAGSGSVSLEDTTVK.Y 1534.80 0.27 2 277E-06 0.98 5.42 0.72
R.LAAGSGSVSLEDTTVK.Y 1534.80 0.42 2 3.90E-09 0.98 5.37 0.68
R.LAAGSGSVSLEDTTVK.Y 1534.80 0.53 2 255E-08 0.98 5.32 0.67
R.LAAGSGSVSLEDTTVK.Y 1534.80 0.59 2 240E-09 098 524 0.71
K.TGEERTVDQIFLTVR.L 1763.93 0.67 3 1.20E-05 0.97 5.20 0.45
R.LAAGSGSVSLEDTTVK.Y 1534.80 1.31 2 1.54E-08 0.98 5.17 0.71
R.LAAGSGSVSLEDTTVKYLSETTAR.T 2456.25 1.44 3 4.86E-05 096 5.16 0.47
R.LAAGSGSVSLEDTTVK.Y 1534.80 0.61 2 430E-08 0.98 5.16 0.70
R.LAAGSGSVSLEDTTVK.Y 1534.80 0.44 2 243E-08 0.98 5.15 0.68
K.TGEERTVDQIFLTVR.L 1763.93 0.71 3 1.34E-02 0.96 5.08 0.36
R.LAAGSGSVSLEDTTVKYLSETTAR.T 2456.25 0.91 3 1.87E-05 0.95 5.05 0.54
K.TGEERTVDQIFLTVR.L 1763.93 0.83 3 1.74E-06 0.98 5.04 0.43
R.NGGTAQVILTM*PQQLAGKDNNDPIAL.- 2695.38 1.07 3 265E-07 097 5.01 0.59
R.NGGTAQVILTMPQQLAGKDNNDPIAL.- 2679.38 1.33 2 1.19E-04 0.96 5.00 0.62
R.LAAGSGSVSLEDTTVK.Y 1534.80 0.41 2 1.30E-05 0.98 498 0.71
R.LAAGSGSVSLEDTTVK.Y 1534.80 0.51 2 1.15E-06 0.98 4.96 0.70
K.TGEERTVDQIFLTVR.L 1763.93 1.33 3 5.19E-07 0.97 4.93 0.46
K.TGEERTVDQIFLTVR.L 1763.93 0.93 3 482E-07 097 492 0.44
R.LAAGSGSVSLEDTTVK.Y 1534.80 0.52 2 1.60E-09 0.97 4.90 0.71
R.LAAGSGSVSLEDTTVKYLSETTAR.T 2456.25 1.73 3 3.39E-05 0.96 4.83 0.63
R.LAAGSGSVSLEDTTVK.Y 1534.80 0.40 2 1.04E-08 0.97 4.81 0.68
K.TGEERTVDQIFLTVR.L 1763.93 0.76 3 2.05E-04 0.97 4.80 0.50
R.NGGTAQVILTM*PQQLAGK.D 1842.98 0.44 2 3.34E-07 0.97 4.73 0.50
R.LAAGSGSVSLEDTTVK.Y 1534.80 0.38 2 3.35E-07 0.98 4.71 0.69
K.TGEERTVDQIFLTVR.L 1763.93 0.74 3 4093E-06 096 4.71 0.37
R.LAAGSGSVSLEDTTVK.Y 1534.80 0.22 2 8.94E-11 0.97 4.70 0.73
R.NGGTAQVILTM*PQQLAGK.D 1842.98 0.55 2 3.89E-05 0.97 465 0.52
R.NGGTAQVILTMPQQLAGKDNNDPIAL.- 2679.38 1.19 2 3.90E-03 0.95 4.61 0.59
R.NGGTAQVILTMPQQLAGKDNNDPIAL.- 2679.38 1.36 3 228E-07 0.95 459 0.60
R.NGGTAQVILTM*PQQLAGK.D 1842.98 0.80 2 444E-07 0.95 458 0.50
R.LAAGSGSVSLEDTTVK.Y 1534.80 0.37 2 233E-07 0.97 4.55 0.65
R.LAAGSGSVSLEDTTVKYLSETTAR.T 2456.25 0.93 3 1.63E-06 0.95 455 0.66
R.TVDQIFLTVR.L 1191.67 0.51 2 947E-07 0.97 454 0.52
R.LAAGSGSVSLEDTTVK.Y 1534.80 0.30 2 219E-05 0.97 4.53 0.63
K.TGEERTVDQIFLTVR.L 1763.93 0.60 3 1.26E-03 0.97 4.0 0.43
R.NGGTAQVILTMPQQLAGKDNNDPIAL.- 2679.38 1.51 2 5.36E-05 0.93 448 0.56
R.LAAGSGSVSLEDTTVK.Y 1534.80 0.46 2 1.11E-06 0.96 4.44 0.66
K.TGEERTVDQIFLTVR.L 1763.93 0.86 3 547E-03 096 442 0.51
R.NGGTAQVILTMPQQLAGKDNNDPIAL.- 2679.38 1.43 2 4.96E-03 0.93 440 0.51
R.LAAGSGSVSLEDTTVKYLSETTAR.T 2456.25 0.52 2 471E-09 095 4.39 0.66
R.TVDQIFLTVR.L 1191.67 0.28 2 1.58E-04 0.98 4.39 0.59
R.LAAGSGSVSLEDTTVKYLSETTAR.T 2456.25 0.22 2 1.16E-08 0.94 437 0.60
R.NGGTAQVILTM*PQQLAGK.D 1842.98 0.38 2 563E-05 0.97 4.36 0.53
R.TVDQIFLTVR.L 1191.67 0.34 2 1.18E-04 0.98 4.35 0.58
R.LAAGSGSVSLEDTTVK.Y 1534.80 1.01 2 2.04E-09 0.96 435 0.69
R.LAAGSGSVSLEDTTVKYLSETTAR.T 2456.25 1.07 3 1.31E-08 0.94 435 0.56
R.NGGTAQVILTM*PQQLAGKDNNDPIAL.- 2695.38 1.78 3 1.25E-03 095 4.34 0.51
R.NGGTAQVILTM*PQQLAGKDNNDPIAL.- 2695.38 1.48 3 589E-05 095 4.34 0.53
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0.95
0.93
0.75
0.77
0.89
0.86
0.84
0.89
0.83
0.79
0.87
0.92
0.87
0.89
0.78
0.74
0.93
0.75
0.88
0.81
0.75
0.84
0.69
0.82
0.91
0.72
0.55
0.77
0.78
0.92
0.58
0.72
0.65
0.77
0.65
0.93
0.83
0.89
0.70
0.74
0.54
0.61
0.49
0.60
0.92
0.75
0.81
0.78
0.33
0.65
0.68
0.05
0.28
0.49
0.67
0.27

3.31
3.26
3.20
3.14
3.13
3.12
3.10
3.08
3.08
3.01
3.01
3.00
2.99
2.99
2.99
2.98
2.95
2.94
2.93
2.90
2.88
2.87
2.87
2.86
2.86
2.76
2.74
2.70
2.70
2.68
2.68
2.67
2.66
2.65
2.64
2.62
2.61
2.59
2.59
2.56
2.54
2.53
247
2.39
2.36
2.36
2.32
2.31
2.30
2.29
2.26
2.23
217
2.1
2.06
2.05
1.91
1.79
1.77
1.77
1.75
1.72
1.72
1.70

0.66
0.57
0.63
0.57
0.43
0.56
0.43
0.54
0.52
0.58
0.33
0.46
0.67
0.60
0.59
0.50
0.51
0.52
0.64
0.54
0.47
0.50
0.44
0.57
0.50
0.16
0.69
0.54
0.55
0.59
0.13
0.50
0.53
0.36
0.31
0.57
0.47
0.43
0.46
0.61
0.46
0.38
0.45
0.51
0.54
0.29
0.43
0.56
0.29
0.53
0.35
0.56
0.58
0.31
0.27
0.39
0.50
0.56
0.60
0.16
0.39
0.30
0.63
0.44



R.TVDQIFLTVR.L 1191.67  -0.02 1  9.04E-01 0.11 1.66 0.26
K.DNNDPIAL.- 871.42 0.17 1 209E-02 0.39 1.58 0.48
K.DNNDPIAL.- 871.42 -0.08 1 1.79E-01 049 1.54 0.44
GluC D.ITSRNGGTAQVILTM*PQQLAGKDNNDPIAL .- 3152.64 1.66 3 299E-01 095 5.16 0.58
D.ITSRNGGTAQVILTM*PQQLAGKDNND.P 2758.38 1.97 3 2.04E-03 094 423 0.49
D.ITSRNGGTAQVILTMPQQLAGKDNNDPIAL .- 3136.64 1.06 3 234E-04 091 4.04 0.56
D.ITSRNGGTAQVILTMPQQLAGKDNNDPIAL .- 3136.64 0.92 3 1.54E-05 0.84 3.40 0.41
E.DTTVKYLSE.T 1055.53 0.18 2 3.62E-04 094 3.31 0.48
D.ITSRNGGTAQVILTMPQQLAGKDNNDPIAL .- 3136.64 1.26 3 8.28E-04 083 3.31 0.53
E.DTTVKYLSE.T 1055.53 0.27 2 3.81E-04 0.94 3.15 0.47
D.ITSRNGGTAQVILTM*PQQLAGKDNNDPIAL.- 3152.64 1.31 3 1.80E-02 0.77 3.12 0.38
E.DTTVKYLSE.T 1055.53  -0.01 2 3.66E-04 0.93 292 0.54
E.GDNTNGTATGQTVKLD.| 1591.76 1.13 2 432E-03 0.74 2380 0.33
E.DTTVKYLSE.T 1055.53  -0.15 1 4.60E-04 0.80 240 0.48
E.DTTVKYLSE.T 1055.53 0.52 1 6.40E-02 0.82 227 0.52
E.GDNTNGTATGQTVKLD.| 1591.76 1.34 2 1.02E-02 0.23 2.15 0.20
Trypsin and GluC
R.NGGTAQVILTMPQQLAGKDNND.P 2285.12 1.39 3 7.88E-05 098 598 0.58
R.NGGTAQVILTMPQQLAGKDNND.P 2285.12 0.37 2 8.14E-07 0.97 5.61 0.58
R.NGGTAQVILTMPQQLAGKDNND.P 2285.12 0.73 3 3.63E-04 097 558 0.62
R.NGGTAQVILTMPQQLAGKDNND.P 2285.12 1.58 3 147E-03 098 538 0.55
R.NGGTAQVILTM*PQQLAGK.D 1842.98 0.24 2 256E-06 0.98 5.25 0.53
R.NGGTAQVILTMPQQLAGKDNND.P 2285.12 0.24 2 424E-06 0.96 5.20 0.60
R.NGGTAQVILTMPQQLAGKDNND.P 2285.12 1.03 2 149E-05 096 5.15 0.60
R.NGGTAQVILTMPQQLAGKDNND.P 2285.12 1.42 3 211E-03 0.96 5.00 0.54
R.NGGTAQVILTM*PQQLAGKDNNDPIAL.- 2695.38 0.94 3 207E-05 097 497 0.61
R.NGGTAQVILTM*PQQLAGKDNNDPIAL .- 2695.38 1.26 3 1.88E-07 098 4.94 0.65
R.NGGTAQVILTM*PQQLAGK.D 1842.98 0.46 2 2.75E-08 0.97 4.90 0.53
R.LAAGSGSVSLEDTTVK.Y 1534.80 0.41 2 9.39E-08 0.97 4.87 0.64
R.LAAGSGSVSLEDTTVK.Y 1534.80 0.19 2 5.74E-07 0.97 4.85 0.58
R.NGGTAQVILTM*PQQLAGK.D 1842.98 0.41 2 1.68E-05 0.97 4.81 0.50
R.NGGTAQVILTM*PQQLAGK.D 1842.98 0.88 2 550E-05 0.97 4.74 0.54
R.NGGTAQVILTMPQQLAGKDNNDPIAL.- 2679.38 1.24 2 3.31E-03 0.93 4.68 0.66
R.NGGTAQVILTMPQQLAGKDNND.P 2285.12 1.60 3 226E-03 093 465 0.45
R.NGGTAQVILTM*PQQLAGKDNNDPIAL.- 2695.38 0.31 3 530E-05 095 464 0.60
R.NGGTAQVILTMPQQLAGKDNND.P 2285.12 1.61 3 5.14E-05 095 4.60 0.55
R.LAAGSGSVSLEDTTVKYLSE.T 2027.02 1.03 2 2.08E-05 0.96 4.57 0.63
R.NGGTAQVILTM*PQQLAGK.D 1842.98 0.85 2 6.80E-08 0.96 4.52 0.50
R.NGGTAQVILTMPQQLAGKDNND.P 2285.12 1.38 2 206E-05 0.95 4.51 0.54
E.ERTVDQIFLTVR.L 1476.82 0.56 2 497E-06 0.97 4.49 0.43
R.NGGTAQVILTM*PQQLAGKDNNDPIAL.- 2695.38 0.47 2 1.79E-04 0.94 444 0.63
R.TVDQIFLTVR.L 1191.67 0.37 2 T7.22E-04 0.97 4.43 0.50
R.NGGTAQVILTMPQQLAGKDNND.P 2285.12 1.73 2 4.08E-02 0.93 442 0.48
R.NGGTAQVILTMPQQLAGKDNNDPIAL.- 2679.38 1.34 2 295E-04 091 439 0.54
R.NGGTAQVILTM*PQQLAGKDNNDPIAL .- 2695.38 1.55 3 158E-06 095 438 0.64
R.NGGTAQVILTMPQQLAGK.D 1826.98 0.68 3 490E-02 094 4.36 0.32
R.NGGTAQVILTMPQQLAGK.D 1826.98 0.72 3 459E-03 095 4.36 0.48
R.NGGTAQVILTM*PQQLAGKDNND.P 2301.12 1.37 2 3.71E-07 0.95 4.35 0.46
R.NGGTAQVILTMPQQLAGKDNNDPIAL .- 2679.38 1.46 2 143E-04 091 432 0.59
R.TVDQIFLTVR.L 1191.67 0.27 2 3.19E-04 0.97 4.29 0.58
R.NGGTAQVILTM*PQQLAGKDNNDPIAL .- 2695.38 0.48 2 3.71E-03 094 426 0.65
R.TVDQIFLTVR.L 1191.67 0.81 2 213E-03 0.96 4.26 0.47
R.LAAGSGSVSLE.D 990.51 0.05 2 1.28E-05 0.97 424 0.42
R.NGGTAQVILTM*PQQLAGK.D 1842.98 0.68 2 3.65E-04 094 4.20 0.53
R.LAAGSGSVSLE.D 990.51 0.10 2 1.12E-05 0.97 4.18 0.40
R.NGGTAQVILTMPQQLAGKDNNDPIAL.- 2679.38 1.50 3 3.08E-05 0.93 4.11 0.47
R.LAAGSGSVSLE.D 990.51 0.10 2 1.65E-05 0.97 4.07 0.42
R.TVDQIFLTVR.L 1191.67 0.78 2 4.85E-04 0.97 4.06 0.52
R.LAAGSGSVSLE.D 990.51 0.13 2 3.02E-06 0.97 4.02 0.37
R.NGGTAQVILTMPQQLAGKDNNDPIAL.- 2679.38 1.60 2 1.70E-04 0.87 4.01 0.56
R.NGGTAQVILTM*PQQLAGKDNNDPIAL.- 2695.38 1.48 2 3.91E-04 0.90 4.00 0.64



E.RTVDQIFLTVR.L
R.NGGTAQVILTM*PQQLAGKDNNDPIAL .-
R.TVDQIFLTVR.L
R.NGGTAQVILTMPQQLAGKDNNDPIAL .-
R.NGGTAQVILTMPQQLAGKDNNDPIAL .-
R.TVDQIFLTVR.L

E.RTVDQIFLTVR.L

E.RTVDQIFLTVR.L

E.RTVDQIFLTVR.L

R.TVDQIFLTVR.L

E.ERTVDQIFLTVR.L
R.NGGTAQVILTM*PQQLAGKDNNDPIAL.-
E.GDNTNGTATGQTVKLD.I
E.GDNTNGTATGQTVKLD.I
R.NGGTAQVILTMPQQLAGKDNNDPIAL.-
E.ERTVDQIFLTVR.L
R.LAAGSGSVSLE.D

R.LAAGSGSVSLE.D
E.ERTVDQIFLTVR.L
R.NGGTAQVILTMPQQLAGKDNNDPIAL .-
E.RTVDQIFLTVR.L

R.TVDQIFLTVR.L

E.RTVDQIFLTVR.L
R.LAAGSGSVSLEDTTVKYLSE.T
R.NGGTAQVILTMPQQLAGKDNNDPIAL.-
R.LAAGSGSVSLEDTTVKYLSE.T
E.RTVDQIFLTVR.L

E.RTVDQIFLTVR.L

E.RTVDQIFLTVR.L

E.RTVDQIFLTVR.L

E.ERTVDQIFLTVR.L

R.TVDQIFLTVR.L

E.RTVDQIFLTVR.L
R.NGGTAQVILTM*PQQLAGKDNNDPIAL .-
E.ERTVDQIFLTVR.L

R.TVDQIFLTVR.L
R.NGGTAQVILTM*PQQLAGKDNND.P
E.DTTVKYLSE.T
R.NGGTAQVILTM*PQQLAGKDNNDPIAL.-
E.ERTVDQIFLTVR.L

E.DTTVKYLSE.T

E.ERTVDQIFLTVR.L
E.GDNTNGTATGQTVKLD.I
R.NGGTAQVILTMPQQLAGK.D
R.NGGTAQVILTMPQQLAGKDNND.P
R.NGGTAQVILTMPQQLAGK.D
R.NGGTAQVILTMPQQLAGKDNND.P
E.DTTVKYLSE.T

E.ERTVDQIFLTVR.L

E.DTTVKYLSE.T

E.ERTVDQIFLTVR.L

E.DTTVKYLSE.T
E.GDNTNGTATGQTVKLD.I
E.RTVDQIFLTVR.L
R.NGGTAQVILTM*PQQLAGKDNNDPIAL .-
R.LAAGSGSVSLEDTTVKYLSE.T
R.NGGTAQVILTMPQQLAGKDNNDPIAL.-
R.NGGTAQVILTMPQQLAGKDNNDPIAL.-
R.NGGTAQVILTMPQQLAGK.D
R.NGGTAQVILTMPQQLAGK.D
R.NGGTAQVILTM*PQQLAGKDNNDPIAL .-
R.NGGTAQVILTMPQQLAGKD.N
E.DTTVKYLSE.T
E.GDNTNGTATGQTVKLD.I

1347.77
2695.38
1191.67
2679.38
2679.38
1191.67
1347.77
1347.77
1347.77
1191.67
1476.82
2695.38
1591.76
1591.76
2679.38
1476.82
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990.51
1476.82
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1347.77
1191.67
1347.77
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1347.77
1347.77
1347.77
1347.77
1476.82
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1347.77
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1591.76
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1347.77
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2695.38
1942.01
1055.53
1591.76

0.43
1.65
0.84
1.81
1.50
0.14
0.54
0.35
0.35
0.14
0.84
0.87
1.71
1.58
2.00
0.24
0.21
0.06
0.80
1.88
0.40
0.43
0.45
0.39
0.98
-0.22
0.49
0.61
0.58
0.44
0.42
0.12
0.97
0.95
0.48
0.68
1.42
0.28
0.64
0.68
0.40
0.40
1.41
1.99
-0.05
1.48
1.15
0.16
0.86
-0.04
1.88
0.73
1.45
0.49
1.91
1.12
1.58
1.35
1.14
1.1
1.19
1.56
0.11
1.19
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1.72E-04
6.85E-04
7.29E-06
1.67E-04
1.51E-03
1.58E-04
4.77E-03
1.46E-03
6.10E-04
6.83E-03
1.18E-08
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4.37E-02
6.24E-03
3.71E-05
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5.81E-03
1.69E-03
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1.07E-04
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4.24E-01
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2.33E-07
2.70E-03
3.86E-04
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0.55
0.51
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0.29
0.47
0.33
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0.49
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0.34



R.NGGTAQVILTM*PQQLAGKDNNDPIAL .-
R.NGGTAQVILTMPQQLAGKDNNDPIAL .-
R.NGGTAQVILTMPQQLAGKD.N
R.NGGTAQVILTM*PQQLAGKDNNDPIAL .-
R.LAAGSGSVSLEDTTVKYLSE.T
R.NGGTAQVILTMPQQLAGK.D
R.NGGTAQVILTMPQQLAGKDNNDPIAL.-
R.NGGTAQVILTM*PQQLAGKDNNDPIAL .-
R.TVDQIFLTVR.L

E.ERTVDQIFLTVR.L
R.NGGTAQVILTMPQQLAGK.D
R.NGGTAQVILTM*PQQLAGKDNNDPIAL.-
R.NGGTAQVILTMPQQLAGKDNND.P
D.TTVKYLSE.T
R.NGGTAQVILTM*PQQLAGKDNNDPIAL.-
R.LAAGSGSVSLEDTTVK.Y
R.NGGTAQVILTMPQQLAGKDNNDPIAL .-
D.TTVKYLSE.T

R.TVDQIFLTVR.L

K.DNNDPIAL.-

K.DNNDPIAL.-

K.DNNDPIAL.-

D.QIFLTVR.L

K.DNNDPIAL.-

R.LAAGSGSVSLE.D

R.LAAGSGSVSLE.D

2695.38
2679.38
1942.01
2695.38
2027.02
1826.98
2679.38
2695.38
1191.67
1476.82
1826.98
2695.38
2285.12
940.50
2695.38
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0.63
1.39
1.51
1.71
1.58
1.09
0.87
1.49
1.14
0.39
1.76
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0.31
0.23
0.57
1.23
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1.1
0.97
-0.22
0.88
-0.04
1.03
0.01
-0.37
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5.76E-05
1.93E-06
4.85E-04
3.15E-02
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0.85
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0.01
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0.09

*methionine oxidation
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Fig.s1 A
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Figure S1. Growth rates of most ag/ mutants do not correlate to motility
defects. Hfx. volcanii H53 (wt) and Aagl strains were grown on 1.5% MGM agar
medium at 45°C for 4 days (A). Growth curves of Hfx. volcanii H53 (wt) and Aagl/
strains incubated in MGM liquid media at 45°C (B). Cell densities were determined by

measuring optical densities at 600 nm.
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Fig. S2
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Theoretical Experimental _:_Peptides Theoretical Experimental _:_Peptides
Trypsin Trypsin and GluC
245625 245695 3 RLAAGSGSVSLEDTTVKYLSETTART 194201 194326 3 RNGGTAQVILTMPQQLAGKD.N
695 17648 3 KIGEERTVDQIFLTVRL 2502 228651 3 RNGGTAQVILTMPQQLAGKDNND.P
153050 153506 2 RLAAGSGSVSLEDTTVK.Y 28512 228549 2 RNGGTAQVILTMPQQLAGKDNNDP
269538 269645 3 RNGGTAQVILTM*PQQLAGKDNNDPIAL - HOLI2 2301583 RNGGTAQUILTMTPQQLAGKDNND.P
267938 268070 2 RNGGTAQVILTMPQQLAGKDNNDPIAL- 14298 186222 RNGGIAQUVILTMIPQQLAGK.D
18295 18654 2 RNGGTAQVILTMAPOQLAGKD 29535 269631 3 RNGGTAQVILTMPQQLAGKDNNDPIAL -
267938 268073 3 RNGGTAQVILTMPQQLAGKDNNDPIAL.- 202702 2027662 RLAAGSGSVSLEDTIVKYLSET
WoLer 1908 2 RTVDQILTVRL 194201 19206 2 RNGGTAQVILTMPQQLAGKDN
245625 245677 2 RLAAGSGSVSLEDTTVKYLSETTART 153480 15385212 RLAAGSGSVSLEDTIVE.Y
695 196040 2 KIGEERTVDQIFLTVRL 195801 195856 2 RNGGTAQVILTMPQQLAGKDN
29538 209644 2 RNGGTAQVILTM*PQQLAGKDNNDPIAL - 70382080612 RNGGTAQUILTMPQQLAGKDNNDPIAL -
336475 336639 3 KLDITSRNGGTAQVILTMPQQLAGKDNNDPIAL. #7082 147738 2 EERTVDQIFLTVRL
153450 153466 | RLAAGSGSVSLEDTTV.Y 239927 239949 3 DITSRNGGTAQVILTMPQQLAGKDN
153450 153606 3 RLAAGSGSVSLEDTTVK.Y 269538 2609585 2 RNGGTAQVILTMPQQLAGKDNNDPIAL-
18298 18495 3 RNGGTAQVILTM*PQQLAGK.D HOLET 92082 RTVDQIFLIVRL
w047 9101 2 KYLSETTART 182698 182766 3 RNGGTAQVILTMPQQLAGK D
2695 1977 3 RNGGTAQVILIMPQOLAGK.D 20112 230248 2 RNGGTAQVILTM*PQQLAGKDNNDP
182698 182774 2 RNGGTAQVILTMPQQLAGK.D 92031 99036 2 RLAAGSGSVSLED
Holer 19173 1 RTVDQIFLTVRL 267938 268085 3 RNGGTAQVILTVIPQQLAGKDNNDPIAL -
Sotss 050 2 KLDITSRN 134777 134821 2 ERTVDQIFLTVRL
i 9127 1 KDNNDPAL. 134777 13831 3 ERTVDQIFLTVRL
w047 0045 1 KYLSETTART 159176 159334 2 EGDNTNGTATGQTVKLDI
147682 147706 3 EERTVDQIFLTVRL
10555 105580 2 EDTTVKYLSET
Gue 182698 1$11 2 RNGGTAQVILTMPQOLAGK.D
315264 3154313 DITSRNGGTAQVILTMPQQLAGKDNNDPIAL- 94050 94073 2 DITVKYLSET
275838 276035 3 DITSRNGGTAQVILTMPQQLAGKDNNDP 75639 75628 1 DNNDPIAL-
313664 313770 3 DITSRNGGTAQVILTMPQQLAGKDNNDPIAL - 87142 87239 1 KDNNDPIAL-
105553 10570 2 EDTTVKYLSET 83740 §72¢ 1 DSFEVINEQ
159176 159289 2 EGDNTNGTATGQTVKLDI H9LET 19160 1 RTVDQIFLTVRL
10553 105537 1 EDTTVKYLSET §76.53 1649 1 DQIFLTVRL
990.51 99052 1 RLAAGSGSVSLED

Fig. S2. Nano-LC-QIT-MS/MS analysis of in-gel digest of 35 kDa Hfx. volcanii

FlgA1 protein. CsCl-gradient centrifugation of purified proteins from Hfx. volcanii

supernatant fractions were separated by LDS-PAGE, and, after staining with Coomasie

brilliant blue, protein bands were digested and peptides analyzed by mass spectrometry.

Comparison of base peak profiles of Hfx. volcanii wild-type (top) and ag/B-null mutant

(below) indicates that FIgA1 peptides are missing in the 4ag/B mutant strain; m/z’s of

identified FIgAl peptides are indicated (A). Corresponding peptide sequences are

summarized (B). Peptides were obtained after enzymatic digestion with only trypsin, only

endoproteinase GluC, or double digestion with both enzymes.




