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Plasmids 1: cll = cll{.97, cll1-g7, cll{-77, cll1-67, cll1-57, cll1_47, clI-3638, cllI-3639-3638+3639

BamHI| Ncol
38634 A-G 38642 A-G
v cl13639 cl13638
37203 38029 38036 |Cir-5TtoCat38359 QtoR Mto V 38650
| 38360
TCA ... taaggaggatccATGGTTCGTGCAAACAAACGCAA...GAG CGT TCT GAA CAA ATC CAG ATG GAG TTC TAA
RBS for cro M V R A N K R N ...E R S E Q I Q M E F stop
pR-sR'=> Fmet COOHA10
at 38023 of cll Cc
COOHAS5
Plasmids 2: cll-oop-p094, cll-oop-p045, cll-oop-p0-38383LK, cll-oop-p045-38683-87MH
38360 38599 38650 38675

3’ AUUUUUUGCGGGCCGCGCUUGGCUCGCAAGACUUGUUUAGGUCUACCUCAAGACUCCAGUAAUGACCUAGAUAGUUGS’ ppp
ATG. . .ACCAATAAAAAACGCCCGGCGGCAACCGAGCGTTCTGAACAAATCCAGATGGAGTTCTGAGGTCATTACTGGATCTATCAACag

M T N K K R P A ATEIZRSEQTI Q ME F stop
Fmet
of cll
pOA5- pO45-38683- 38720 38769
38683LK 87MH (attat to cgcgc) POASWT-TAA-BsiWl p094
(AtoT) |3ssss | |
gagtcattATGACAAATACAGCAAAAATACTCAACTTCGGCAGAGGTAACTTTGCCGGACAGGAGCGTAATGTGGCAGATCTCGATGATGGTTAA
taaTAC -10 for pO TGAGTT -35 for pO
M T N T AU K I ULNTFGURGNTFA AG G QEUZ RNV AUDTLTUDD G Stop
Fmet
of O

Plasmids 3: cll-cy3048, cll-cy2001, cll-cy42, cll-cy3001, sR-38339pE-cll, sR-38339pE-cll-oop-p094

38350 38354 38371 38380
38036 cy3048 cy2001 cy42 cy3001
37203 |BamHI Xbal 38339 (Atri G) (Tto G) 38360 (AtoT) (CtoT) 38650
TCA. . .ggatcc-tcta-tctaga-TATCTAAGGAAATACTTACATATG GTT CGT GCA AAC AAA CGC AAC GAG GCT...TTC TGA
pR-sSR—> tatgaa CGT TTG TTT GCG TTG CTC...
at 38023 10forpEWT M v R A N K R N E A F Stop
Fmet
of cll -35 for pE
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Figure S1. Sequence variations (1-3) of pclpR-cll-timm enabling cll expression arrangements. The point
mutations incorporated within c/l or promoter pO were described in [1-4]. The sequences in magenta
are RBS. For the plasmids in sequences 1 & 2 the RBS is identical to 8 bases of the RBS consensus
sequence for gene cro. Sequences in red are “-10” promoter regions (for pO, in plasmid sequence 2; for
pE, in plasmid sequence 3). The sequences in blue (underlined) are for “-35” region of pO promoter
(sequence 2) and the suggested -35 region for the pE promoter (in sequence 3) within the N-terminal
sequence of c/l. The sequence in green (shown sequence 2) represents the oop sequence encoding OOP
RNA. The Plasmids 1 include: cll, cll,.q, (deleting five amino acids from the carboxy-terminal end of cll),
cll1.87, clly.77, cllig7, Cllis7, clli47, cll-3638, cll-3639, cll-3638+3639. The sequence for Plasmids 2 include
the sequence 1 for WT cll plus the oop sequence that overlaps the carboxyl end of cll, plus the pO
sequence that overlaps with the sequence of N-terminal end of gene O: cll-oop-p094, cll-oop-p045, cll-
o0op-p045-38383LK, cll-oop-p0-38683-87MH. The sequence for Plasmids 3 include the WT pE promoter
from sR-38339-pE-cll, sR-38339pE-cll-oop-p094 and pE mutations cll-cy3048, cll-cy2001, cll-cy42, and cll-
cy3001.
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Aimma34ci12002 pfu spotted per overlay plate incubated at

Plasmid in 30°C 37°C 39°C
host cells

~16,000 ~160 ~16 ~16,000 ~160 ~16 ~16,000 ~160 ~16

594 [cll]

594 [Cl |1.gz]

594 [Cl |1.s7]

594 [Cl |1.77]

594
hflA::kan
[ci]

594
pcnB::kan[
cli]

594 rpoB
B8 [cll]

594 rpoB
D2 [cll]

594 rpoB
D2 [Cl |1.s7]

Figure S2. Deletions in cll, or host mutations influencing Cll complementation in trans. Complementation of the clI-
defect on the phage by the c// allele expressed from the plasmid was assessed by the ability of the spotted phage
to form clear, turbid, or no pfu at 37 and 39°C. High expression of the Cl,3, repressor made from the phage will
fully repress its oL (not assayed) and oR transcription, preventing phage growth (pfu formation). An intermediate
level of cll expression from the plasmid at 37°C can permit the otherwise clear plaque forming Aimm434 cll68 and
AimmA434cli2002 phages (seen at 30°C) to form turbid plaques at 37°C. In contrast, the expression of the cll allele
on the plasmid is blocked when the Ts CI857 repressor is active in cells grown at 30°C.
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AimmAa34cl12002 pfu spotted per overlay plate incubated at
Plasmid in host cells 30°C 37°C

39°C

~16,000 ~160 ~16,000 ~160 ~16,000

594 [cll-oop-p094]
(p680)

594 [cll-oop-p0O94-
38684-88MVIH]
(p681)

594 [sR38339-pE-
cll] (p747)

594 [sR38339-pE-cll-
oop-p0O94 (p748)

594 [cll-oop-
pO45WT]
(p763)

594 [cll-oop-p045-
38684-88MH]
(p759)

594 [cll-oop-p0O45-
38683LK] (p762)

Figure S3. Influence of pO variations on CII complementation in trans.

~160




Supplemental tables

Table S1. Gene expression units cloned within plasmid vector pcIpR-[]-timm.

Plasmid Strain Construction primer/ method employed

cll po679 L-Bam-cII and R-ClaBsi-cII copy from p27R
cIl-oop-p0O9%4 p680 L-Bam-cII and R-Bsi-O-Po copy from p27R
clI-oop-p0O94-38683-87MH po681 L-Bam-cII and R-Bsi-O-Po copy from p27RpO-
cllio p696 L-Bam-cII and R-Cla-Bsi-CIIA15

clli-87 p732 L-Bam-cII and R-Cla-Bsi-CIIA30

clli-77 p715 L-Bam-cII and R-Cla-Bsi-CIIA60

cllie7 p721 L-Bam-cII and R-Cla-Bsi-CITA90

clli-s7 p723 L-Bam-cII and R-Cla-Bsi-CIIA120

clli47 p724 L-Bam-cII and R-Cla-Bsi-CIIA150
cIl-oop-pO45SWT p763 L-Bam-cII and R-Bsi4SpoWT
clI-oop-p0O45-38383LK p762 L-Bam-clII and R-Bsi45p0o38383LK
cll-oop-p0O45-38683-87MH p759 L-Bam-cII and R-Bsi45p038684-88MH
cl1-3638 p756 L-Bam-cII and R-Bsi-cII-3638

cII-3639 p757 L-Bam-cII and R-Bsi-cII-3639

cI1-3638+3639 p758 L-Bam-cII and R-Bsi-3638+3639
sR-38339-clI-cy3048 p756 LXbal-38339-cy3048 and R-ClaBsi-cII
sR-38339-cII-cy2001 p765 LXbal-38339-cy2001 and R-ClaBsi-cII
sR-38339-cII-cy42 p764 LXbal-38339-cy42 and R-ClaBsi-cIl
sR-38339-cII-cy3001 p766 LXbal-38339-cy3001 and R-ClaBsi-cII
sR-38339-pE-CII p747 LBamXba38339 and R-nopo-Bsi-Cla (with WT clI stop)
sR-38339-pE-clI-oop-p0O9%4 p748 LBamXba38339 and R-Bsi-O-po (with WT cII stop)

Table S2. Oligonucleotides used for plasmid construction and sequencing.

Primer Name

5’ to 3’ Sequence

L37904+18 gctgctcttgtgttaatgg

R-153-19 gaagacagtcataagtgegg

L-Bam-ClI atatggatccatggttcgtgcaaacaaacgcaacgaggctctacg

R-ClaBsi-ClI atatatcgatcgtacgttagaactccatctggatttgttcagaacgctcgg
R-Bsi-45poWT atat cgtacgttactgccgaagttgagtatttttgctgtatttgtcataatgactcectgt

R-Bsi-45p038383LK

atatcgtacgttactgccgaagttgagtatttttgctgtatttgtcataaAgactcctgt

R-Bsi-45p038684-88MH

atatcgtacgttactgccgaagttgagtatttttgctgtatttgtcGCGCGgactcctgt

R-Cla-Bsi-ClI

atatatcgatcgtacgttagaactccatctggatttgttcagaacgctcgg

R-Cla-Bsi-CllA15

atatatcgatcgtacgttattgttcagaacgctcggttgccgecgggegtttttt

R-Cla-Bsi-ClIA30

atatatcgatcgtacgttaggttgccgecgggcgttttttattggtgagaatcge

R-Cla-Bsi-ClIA60

atatatcgatcgtacgttaaatcgcagcaacttgtcgcgccaatcgagecatgtc

R-Cla-Bsi-ClIA90

atatatcgatcgtacgttacatgtc gtcgtcaacgaccccccattcaagaacagce

R-Cla-Bsi-CllA120

atatatcgatcgtacgttaaacagcaagcagcattgagaactttggaatccagtc

R-Cla-Bsi-ClIA150

atatatcgatcgtacgttaccagtccctcttccacctgetgatctgegacttatc
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L-BamXba38339new

atatggatcctctatctagatatctaaggaaatacttacatatggttcgtgc

R-noPo-Bsi-Clal atatatcgatcgtacgtcagaactccatctggatttgttcagaacgctcggt
R-Bsi-O-Po atatcgtacgttaaccatcatcgagatctgccacattacgctcctgtecgge
R-Bsi-ClI-3638 atatcgtacgttagaactccaCctggatttgttcagaacgctcgg
R-Bsi-ClI-3639 atatcgtacgttagaactccat ctggattCgttcagaacgctcgg

R-Bsi-3638+3639

atatcgtacgttagaactccaCctggattCgttcagaacgctcgg

LXbal-38339-cy3048

atattctagatatcttaggaaGtacttacatatggttcg

LXbal-38339-cy2001

atattctagatatcttaggaaatacGtacatatggttcgtgc

LXbal-38339-cy42

atattctagatatcttaggaaatacttacatatggttcgtgcTaacaaacgcaacgaggc

LXbal-38339-cy3001

atattctagatatcttaggaaatacttacatatggttcgtgcaaacaaacgTaacgaggctctacgaatc

L-Bam-OOP#1 atatggatcctggctcgattggegegacaagt
L-Bam-OOP#2 atatggatccgttgacgacgacatggctcgat
R-Cal-0 atatatcgattatagatccaccccgtaaatccagtc
R-Clal-36P atatatcgattacctgctgtacctgeggcttttcgteg
R-Clal-63P atatatcgattacttcgttctggtcacggttagcec
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