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Fig. S1 phiCDKHO1 morphology observed using a transmission electron microscope Tecnai Spirit BioTWIN
microscope (FEI) at an acceleration voltage of 120 kV. Phage particles were stained with 2% uranyl acetate.



Table S1. ORFs locations, transcriptional orientations, sizes of encoded proteins, possible function, BLAST hit, alignment and E value

Coding Protein Accession Alignment E
Locus tag region (bp)  Strand size Predicted functional BLAST hit [source organism]?® number (%ID) value
(aa)

phiCDKHO1_01 4-576 + 190 tail protein - partial phage tail protein [Clostridioides difficile] MBH6979172.1 190/636  3e-125

(100%)
phiCDKHO01_02 611-2944 + 777 hypothetical protein hypothetical protein [Clostridioides difficile] WP_021411116.1 777/777 0.0

(100%)

phiCDKHO1_03 2959-3285 + 108 hypothetical protein hypothetical protein [Clostridioides difficile] WP_021411117.1 108/108 2e-69
(100%)

phiCDKHO1 04 3311-3463 + 50 hypothetical protein hypothetical protein [Clostridioides difficile] WP_021372475.1 50/50 3e-25
(100%)

phiCDKHO1_05 3527-3793 + 88 holin putative holin [Clostridium phage phiCD24-1] CEK40241.1 88/88 2e-63
(100%)

phiCDKHO1_06 3728-3504 + 268 N-acetylmuramoyl-L-ala N-acetylmuramoyl-L-alanine amidase WP_021411118.1 268/268 0.0

nine amidase [Clostridioides difficile] (100%)

phiCDKHO1_07  4644-4820 - 58 AbrB/MazE/SpoVT AbrB/MazE/SpoVT family DNA-binding WP_021411119.1 58/58 2e-33
family DNA-binding domain-containing protein [Clostridioides difficile] (100%)

domain protein

phiCDKHO01_08 4821-4988 - 55 hypothetical protein hypothetical protein [Clostridioides difficile] WP_021411120.1 55/55 2e-28
(100%)

phiCDKHO1_09 5065-5193 - 42 membrane protein putative membrane protein [Clostridioides difficile EQJ50015.1 42/42 le-09

P24] (69.05%)
phiCDKHO1_10 5517-5702 - 61 Peml protein Peml [Clostridioides difficile] WP_077725908 61/61 le-34
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0.0
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0.0

3e-108

le-37

7e-127

0.0

0.0



phiCDKHO01_63 38080-40839

phiCDKHO1_64 40826-41131

phiCDKHO1_65 41149-43368

phiCDKHO1_66 44414-45076
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(100%)
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220/169
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0.0

7e-69

0.0

1le-92



Table S2. CRISPR spacer analysis

A. phiCDKHO1 CRISPR-spacer sequences

spacerl: cattattaagtcaaatgttgatgtaactgaacttaa
spacer2: agtatatctaatataaatgagttcttagttaaccc

spacer3: tggacgagtatatctgaaggtgttagtagtgcttg

spacerd: gaattgaatgataaacaaaaaaaagcatgtaatgaac

spacer5: gctcataataaccataagcgcttttggttaaatttaa

B. Spacer match on published C. difficile phage genomes

phiCDKHO1
spacerl
spacer2
spacer3
spacerd4
spacer5
phi027
phiC2
phiCD111
phiCD119
phiCD146
phiCD24-1
phiCD27
phiCD38-2
phiCD481-1
phiCD505
phiCD506
phiCD52
phiCD6356
phiCDHM1
phiCDHM11
phiCDHM19
phiE16
phiMMPO1
phiMMP02
phiMMPO03
phiMMP04
phiSemix9P1
phiCD630-01
phiCD630-02
philLIBA2945
phiLIBA6276

5 Hits
100%
100%
100%
100%
100%
No Hit
No Hit
No Hit
No Hit
No Hit
No Hit
No Hit
No Hit
No Hit
No Hit
No Hit
No Hit
No Hit
No Hit
No Hit
No Hit
No Hit
No Hit
No Hit
No Hit
No Hit
No Hit
No Hit
No Hit
No Hit
No Hit

Length

36
35
35
37
37

Start
30230
30296
30361
30426
30493

End
30265
30330
30395
30462
30529

C. Spacer match on published C. difficile strain genomes*

spacer2
CP028529.1

CP019858.1
CP016104.1
CP019469.1
LK933005.1
LK932396.1
LK932486.1
CP028361.1
FN665652.1

1 Hit

100%
100%
100%
100%
100%
100%
100%
100%
100%

E value
1le-08
3e-08
3e-08
3e-09
3e-09



CP029154.1
CP020424.2
spacer5

CP028529.1
CP019858.1
CP019469.1
LK933005.1
LK932396.1
LK932486.1
CP049958.1
CP028361.1
FN665652.1

100%

100%

1 Hit

97.14%
97.14%
97.14%
97.14%
97.14%
97.14%
97.14%
97.14%
97.14%

*removing phiCDKHO1 containing strains



