Clinical RIMD 2210633 m»

Version one W

Version two m

Version three »’W»

AHPND

Version four m

Version five m
Version six

Version seven

Figure S1. Eight different versions of T6SS1 site two in clinical and AHPND strains of V.

parahaemolyticus. RIMD2210633 vp1415-vp1420 are labeled in blue and corresponding genes in
AHPND strains are labeled in blue when they are conserved (>90% identity) and other colors when
they are not conserved . The same color indicates identical or highly conserved genes (>90%

identity amino acid).
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Figure S2. AHPND-causing V. parahaemolyticus strains exhibit similar growth rate to the
RIMD2210633 clinical strain. Growth of indicated V. parahaemolyticus strains in LB (1% NaCl)
at 23°C (A) or MLB (3% NacCl) at 30°C (B) based on ODgponm absorbance measurements. Data

are mean = SD, n=3. Data are representative of three independent experiments.
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Figure S3. T6SSs of AHPND-causing V. parahaemolyticus strains are not active at 37°C. A.
Viability counts of V. cholerae prey before (Oh) and after (4h) co-culture with indicated V.
parahaemolyticus or V. alginolyticus attacker strains on MLB (3% NaCl) solid media at 37°C.
Data are representative of three independent experiments. B. Expression (Cell) and secretion
(Media) of T6SS1 component VgrG1 by the indicated V. parahaemolyticus strains grown in MLB
(3% NaCl) at 30°C and 37°C + 20 uM phenamil were analyzed by western blot using a-VgrG1
antibody. C. Expression (Cell) and secretion (Media) of T6SS2 component Hcp2 by the indicated
V. parahaemolyticus strains grown in MLB (3% NaCl) at 30°C and 37°C + 20 uM phenamil were
analyzed by western blot using a-Hcp2 antibody. LC: loading control.
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Figure S4. Multiple protein sequence alignment of (A) PirA and (B) PirB and their homologues.
PDB or accession number of each protein is listed before the species names. Sequence alignments
were limited to sequence ranges that correspond to the PirA and PirB structural domains, noting
the starting residue numbers to the left of the alignments. Residue positions are highlighted with
colors according to conservation: yellow for hydrophobic (including also S, T, W and Y), gray for
small, dark yellow for aromatic, or black for invariant polar. The helix pair (a4, a5) that includes
a conserved hydrophobic central helix (a5) corresponding to a region critical for pore formation in

the structurally related cry toxins is marked by * above the PirB alignment.



