
High titer phage stock 

t 
Plate I 00 µI of phage with 400 µI of M. Smegmatis (OD600 = 1.0) using 

double agar method, incubate for 48 h at 37°C 

t 
Grow through colonies 

t 
Pick colonies using a sterile inoculating 

loop. 

t 
Streak colonies on a 7H 11 agar plate 

t 
Pick a single colony and subculture in 7H9 

media 

t 
Once OD 600= 1.0. Create a lawn of cultured 

bacteria using the double agar method 

t 
Spot test I 0µl of each phage onto bacterial 

lawn. 

t 
After 48 h incubation at 37°C check for 

plaque formation 

t 
No grow through colonies 

t 
Incubate for further 48 h at 37°C 

t 
No grow through colonies 

t 
Discard plates 

Figure S1. Flow chart illustrating the protocol to produce resistance bacterial strains 

and test their susceptibility to mbps 
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1 High 1iter phage slock 

1 Spot test JO-fold serial dilution onto connucnt 
lawns of M. smegmatis (00600= 1.0) 

! 
� Incubate for 48 h at 37 °C 

J 
Overgrowth of bacterial cells 

surrounded by the 1.0ne of clearing 
caused by phage infection and 

lysis 

! 
Pick colonies from inside the plaque using 

a sterile inoculating loop. 

! 

I' Streak colonies on a 71-111 agar plate 

! 
Pick a single colony and streak across 

7HI I plate 

! 
12 Pick a single colony and streak across 

7HI I plate 

! ! 

! 
15 Clear plaques with no overgrowth 

� 

her 48 hours I ----------- I' lncubale for fun 

! 
r, L No grow through colonies 

! 
l"io L Discard plates 

Pick a Single colony from streak plate using a 
sterile inoculating loop and plated onto 7H 11 plate 

without bacteria 

Pick a Single colony from streak plate using a 
sterile inoculating loop and plated onto 71-111 plate 

with confluent lawn of M. smegmatis 

! ! 

C Incubate for 48 h at 37 °C r Incubate for 48 h a1 37 °C 

! ! ! ! 
No colonies fonned I " Colonies formed 19 Lysis in zone around colony ,. No Lysis in zone around 

(condition 2 met ) formed (condition I met) 

! ! ! 
Lysogeny uncontim1ed I :u Conditions I & 2 met. Lysogcny confirmed. Take 2J 

single colony form purified lysogen plate and culture 
in 7H9 media 

,. 
! 

400 µI of each lysogcn (OD600 =I .o). was pla1ed 
using the double agar method. 

! 
2� Spot-tesl a I 0µ1 of a 10-fold serial dilu1ion of each 

phage and ,1 negative control of buffer were onto each 
lysogen-agar lawn 

,, 
! 

I 0-fold serial dilution of lysogcns 
plated using double agar method 

! 
"' L Incubate for 24 h at 37 °C 

! 

colony 

! 
Lysogeny unconfim1cd 

! 
,. 

CFUs counted to calculate CFU mL-1 

28 After 24h incubation at 37 "C 
check for plaque formation 

! l 
Calculate MOI for each phage-lysogen assay by initial # phages in 1he 
lowest dilution causing complete lysis (box 28) / the initial# of 
lysogcns added (box 24) 

J 
1

31 Assigned a susceptibility score 
based on the MOI calculated 

Figure S2. Flow chart illustrating the protocol to produce lysogens and test 
their susceptibility to mbps




