Plasmid constructions

Plasmids pF-M4G, pF-M84L, pF-M84l, and pF-FS, are derivatives of pMYSH6504, a vector
carrying the entire virF gene of S. flexneri (1). Mutations in virF were introduced with the Quick-
change 11 XL mutagenesis kit (Agilent) as detailed in Table S3. Plasmids pFL-1A and pFL-4A are
virF-lacZ in-frame fusions after the first (-289 to +64) or the fourth (-289 to +73) ATG codon,
respectively; pFL-M4G is a pFL-4A derivative with the M4G substitution (primers: ML-296/ML-
297); Translational virF-lacZ fusions were constructed as follows: p.irr-lacZ was constructed by
inserting a fragment from -289 to +104 of virF (relative to +1 of the transcript) in frame to lacZ in
the vector pRS414 (2) (primers: ML-496/ML-QH7). To obtain pRS-6504, pRS-M81L, pRS-M4G
and pRS-FS, fragments from -289 to +405 of virF were PCR-amplified on pMYSH6504, pF-M81L,
pF-M4G, pF-FS, and pF-M81L-FS template DNA, respectively, using oligo pairs reported in Table
S3, and inserted in-frame to lacZ gene in pRS414.

Plasmid pyirs-lacZ carries a virB-lacZ translational fusion and was obtained by cloning a fragment
containing the virB promoter region and the first 7 codons of virB (primers: bx5-bx6) into pRS414.
Transcriptional virF-lacZ fusions: virF fragments from +70 to + 405, +145 to +405, + 205 to + 405,
and +305 to + 405, were PCR-amplified on pMYSH6504 and cloned upstream of the lacZ gene in
pRS415 (2), resulting in pRS-F(+70), pRS-F(+145), pRS-F(+205), pRS-F(+305), respectively
(primers: Table S3). Mutation of the =10 element (CATTAT to CGTTAT) in the plasmid pRS-
F(+205 —10mut) was introduced with the Quick-change Il XL mutagenesis kit (Agilent) as detailed
in Table S3.

Plasmids pAC-30 and pAC-21 are pGIP7 (3) derivatives encoding VirFszo (primers : ML-333/ML-
336) or VirF,; (primers: ML-335/ML-336), respectively, under the control of a Ptac promoter;
pAC-T730-FT and pAC-T7-HH-21-FT are pACYC184-derivatives with T7 promoters (primers:
ML-438/ML-566): the former carries the full virF sequence (start +1), the latter has the shorter virF
sequence (start +309), preceded by a hammerhead ribozyme sequence to produce the leaderless

MRNA R2. Briefly, complementary oligos containing the T7 promoter and hammerhead sequence



were annealed and cloned in pACYC184 (primers : ML-U6/ML-U13). The hammerhead sequence
was designed as in (4) and is shown in Figure S4. The resulting plasmid was digested with
Kpnl/BamHI taking advantage of the Kpnl site present in the hammerhead sequence, and a PCR
product of virF (starting at +309) (primers: ML-U7/ML-U8) followed by the 3xFT was inserted,

generating pAC-T7-HH-21-FT.
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