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Figure Legends
Figure S1. Yeast two-hybrid screen for host interaction partners of RtxA11491–1971. The DNA fragment encoding RtxA11491–1971 was cloned into the vector pLexA and the resulting bait plasmid was used to screen a HeLa cDNA library fused to the vector pYESTrp2. Yeast cells (EGY48/p8op-lacZ) were used for the two-hybrid assay. Double transformants were selected on inducing galactose/raffinose complete medium minus Uracil (Ura), tryptophan (Trp), leucine (Leu), and histidine (His) plates containing X-galactosidase [(Gal/Raf/-UHTL X-gal) and noninducing (Glc/-UHTL) to test reporter gene expression. Filamin binding to RtxA11491–1971 was detected in the yeast screen demonstrated by intense blue staining. This experiment was repeated multiple times with similar results.

Figure S2. (A) HeLa cells were infected with wt or rtxA1- strains at an MOI of 100 for indicated times. HeLa cell lysates and the precipitants of 300 μL culture supernatants were used for Western blotting of filamin A and actin. GAPDH was used as the loading control (Com: the complement strain of rtxA1-). (B) HeLa cells were infected with wt, rtxA1- or Vc N16961 at an MOI of 100 for 80 min. Host cell organelle marker proteins in the HeLa cell lysates and the culture supernatants were detected using specific antibodies to filamin A, actin, GAPDH, -tubulin, EGFR, TomB, or nucleophosmin by Western blot analysis. Data are representative of at least three independent experiments.

Figure S3. RtxA11491–1971 domain shows structural homology with FERM domain. (A) Polypeptide sequence alignment of V. vulnificus RtxA11491–1971 with ERM proteins. The amino acid sequences of V. vulnificus RtxA11491–1971 were compared with ERM-like protein from H. sapiens, ERM from C. elegans, moesin from M. musculus, moesin from B. Taurus, and a moesin isoform from D. melanogaster (corresponding protein accession numbers: WP_058645630.1, AAA36212.1, CCD62462.1, AAH47366.1, NP_001039942.1, and NP_001259361.1, respectively). Conserved residues are shaded; the darker the color, the more conserved the residue is. (B) Structural alignment of the RtxA11491–1971 with the 1isn (FERM) domain of the Nf-2 gene of M. musculus (pdb downloaded from https://www.ebi.ac.uk/pdbe/entry/ pdb/1isn/, green), of which the 3D structure was reported by X-ray crystallography. The RtxA11491–1971 3D structure was simulated by using the Phyre2 protein fold recognition algorithm (http://www.sbg.bio.ic.ac.uk/ phyre2/html/). For the structural alignment, MacPyMol Ver. 1.8 (http://pymol.org) was used. Data are representative of at least three independent experiments.
image5.jpeg




image1.jpeg
Gal/Raf/-UHTL plate

+ X-gal

Glc/-UHTL plate

o

1. Nucleoside diphosphate kinase
2, 3. Nucleophosmin, B23
4. Serpine
5,6,7. Filamin:
actin filament cross-linking protein




image2.jpeg
V.v - wt wt wt wt  wt rixAl- Com
time (min) 0 30 45 60 75 90 90 90

pellet —-— ~ — — — el Filamin A
supernatant T —— =
pellet
“ e
B-actin
supernatant —

pellet . — —— —— e G APDH





image3.jpeg
Cell pellet Supernatant
1 2 3 4 12 3 4
s el b W N Filamin A 280kDa
— —t . - o-tubulin 50kDa
— e . EGFR 170kDa
ane Gl G TomB 20kDa
— — i GAPDH 37kDa
— S S — Nucleophosmin 37kDa
kDa
460 — - &
268 _|
238 |
171 ==
117 —
71 —
. in 43kD
s P — 4 f-actin a
711 2 3 4 12 3 4
Cell pellet Supernatant

1: HeLa mock

2: wt 80 min

3: rtxA1- 80 min

4: Ve N16961(El tor type) 80 min




image4.jpeg
Vibrio vulnificus

Homo sapiens
Caenorhabditis elegans
Mus musculus

Bos Taurus

Drosophila melanogaster

Vibrio vulnificus

Homo sapiens
Caenorhabditis elegans
Mus musculus

Bos Taurus

Drosophila melanogaster

Vibrio vulnificus

Homo sapiens
Caenorhabditis elegans
Mus musculus

Bos Taurus

Drosophila melanogaster

Vibrio vulnificus

Homo sapiens
Caenorhabditis elegans
Mus musculus

Bos Taurus

Drosophila melanogaster

Vibrio vulnificus

Homo sapiens
Caenorhabditis elegans
Mus musculus

Bos Taurus

Drosophila melanogaster

Vibrio vulnificus

Homo sapiens
Caenorhabditis elegans
Mus musculus

Bos Taurus

Drosophila melanogaster

- --—-AEKRMAQMQEDMERARLELAEAHNT I ——HSLEAQLKQLOLARQALEQKEYELR - —————————————————~— ELTAQLQSE
EKEELMERLKQIEEQTKKAQQELEEQTRRA——LELEQERKRAQSEAEKLAKERQEAE ——————————————— EAKEALLQASQDQ
EKEELMERLKQIEEQTRKAQQOELEEQTRRA—-LELEQERKRAQSEAEKLAKERQEAR - —————————————— EAKEALLQOASRDQ
———-YEDRLKOMQEDMERSQRDLLEAQDMI ——RRLEEQLKQLOAAKDELELRQKELQ-—————————————————= AMLORLEEA
—————— LDDAKQLANDKIAAAKQTQFDNNSKVKESVAK---SEAGVAQGE-—----QONRAGAEQD IAEAKADAETRKADAVAKS—N

}\KTQEQLAI.EMAELTARI S—QLEMAR-—
KKTQEQLASEMAELTARIS—QLEMAR-—
KNM--— —EAVEKLRLEEBIMAK@&EVQR- =y

DI-PSFNL—---IGDSLSFDFKDTDMKR————————————————~— LSMEIEKEKVEY - ——————————— M-
D-ETATDDE-—-DNGATELTNDADQN-—————————————————— VP-QHELERVTA-——————————— A-
——EQDEQDE---NGAEASAELRADAM-—————————————————— AKDRSEEERTTE-———————————— A—
——EHDEQDE---NGAEASAELRADAM-—————————————————— AKDRSEEERTTE-———————————— A-
NEEELTNGD---AGGDVSRDLDTDEH-—————————————————— IK-DPIEBRRTL-———————==== ¥
GRFSEGLSEQEQEALEGATNAVNRLQINAG-—————-—-— IRGKNSGSTITSMFTET 1925

NELhTEIEALhLKERETALDILHNENSD-j
DMLTRELDSVKDQNAVTDYD
hALTSELANARDESRKTANUMIHAE MR
KALTSELANARDESKKTANDMI
KALKQDLAQSRDETKETANDKIHRE

SSKHNT IKKLTLOSAKSRVA- FFEEL 595
G-RDKYKTLRQIRGGNTKRRID-QYENM 563
G-RDKYKTLRQIRQGNTKQRID-EFESM 577
—RDKYKTLRQIRQ@TKQRID—EIESM 577
G-RDKYKTLREIRKGNTKRRVD-QFENM 584

YSDKEFTIKPLDKKIDV]
FNDKKFVIKPIDKKAPD
FNDKKFVIKPIDKKAPD:
FNDKKFVIKPIDKKAHD]
SFSEKKFI IKPIDKKAPD

SERR—AKEADQLKODLOEAREAERRAKQKLLEIATKPTYPPMNPIPAPLPP
TTIVERQLATOIHSQOHTD ——————————————
SEAVEWQORAQOMVOEDLE-——-KTR-———-AE-——-LKTAMS—---TPHVAEPAEN
SEAVEWQORKAQOMVOEDLE-— —KTR- ———AE-—--LKTAMS—-—--TPHVAEPAEN
{——DEETKRLODEVEDARRKQAEAAAA--—-LLAASTTPQHHHVAEDENE

HYSNSHHVSNGHAH

410

1794

493
464
478
478
484

539
508
522
522
529




