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Supplementary Figure 1: Workflow of the python script used to identify candidate essential
domain-containing (EDC) genes in B. cenocepacia K56-2. The script used a csv file loaded with
Tn-Seq read counts against each gene and a genbank file (.gb) of the B. cenocepacia K56-2
genome. First, the entire annotated genome of B. cenocepacia K56-2 was loaded, and the
sequencing reads were mapped. Then, the insertion site counts from the Tn-Seq dataset were read
and the number of insertions at each base pair of the genome was recorded. Finally, the script
iterated over every gene and split the genes into two halves, calculating two parameters: min reads
(the minimum number of reads to call out one end as non-essential). and ‘min ratio’ (the minimum
ratio of reads between the two equal parts). The ‘min reads’ was set to 14% of the length of each

half and ‘min ratio’ was set to 0.
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Supplementary Figure 2: Domain organization of the candidate EDC genes with Tn-Seq reads

mapped to the corresponding genes. Tn-Seq reads were from * were mapped to the candidate EDC

genes individually using Bowtie2 °.

BCALO585

BCAL1788

BCAL0990

%
R

BCAL2958

BCAL1424

BCAM1451

Condition — (-) Rhamnose — (+) Rhamnose

BCAL1585

A

BCAM1502

BCAM1624

~
~
-

pgRNA-nantarget

g)
—

BCAM1749

QU43_RS62245

BCAS0417

WQ49_RS31735

~

R

b) Cendition — (<) Rhamnose — (+) Rhamnose
BCAL0233 BCALO243 BCALOZAS BCALOZ50 BCALD296
B i .
0s 9915 o8 90 a9 5% i
oo =
BCAL0S58 BCALOBTE BCALOS0 BCAL1503. BCAL1508
1.0 " 4
254% o,
f B0
05 e a2 50
00, g =
BCAL2199 BCALZ3 BCAL2715 BCAL2925 BCALI270
Eio
§ 46.7%
91.7%
Q os 98.3% L ELY 91,13
o
00
BCAL3328 BCAL2169 BCAMOSA9 BCAMI0EE BCAM1545
by 0%
"
05 56 fo1.1% L
00
BCAM2599 BCAS0158 K56-2WT paRNA-nentarget Qw3 Rseeie ©
10
i 0%,
05 72%
00 .
[ T 15 20 25

10 15 20 250 5 10 15 20 25 ¢ 5 10 15 20 5 10 16 20 250 5 1

250
Time (h)

1~

Q0 5 1015 20 250 5 10 15 20 250 5 10 15 20 25
ime (h)

S

K56-2 WT

/.

0 5 10 15 20 25

Supplementary Figure 3: CRISPRi mediated knockdown of the candidate genes resulted in

growth defect in B. cenocepacia K56-2. Positions of the sgRNAs targeting candidate EDC genes

that demonstrated growth defect (a) and genes that did not (c). SRNAs were designed to target a

region close to the start codon and juxtapose to the putative transcription start site on the non-

template strand (NT). Transcriptional inhibition of the candidate genes resulted in growth defect
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in 27 candidate genes mutants. Percent numbers inside the plots indicate percent inhibition (b). 13
genes did not exhibit any conditional growth phenotype (d). Growth inhibition of at least 25%
compared to the dCas9 uninduced condition was considered as growth defect. Overnight culture
of the CRISPRI mutants, B. cenocepacia K56-2 wild-type (K56-2 WT) and a mutant harbouring
non-genome targeting gRNA (K56-2/pgRNA-nontarget) were back diluted to ODgoonm 0f 0.01 and
grown in LB supplemented with trimethoprim 100pg/mL for 20-24h with and without the dCas9
inducer, rhamnose. Results the average of three independent biological replicates. Error bars

indicate mean + SD.
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