
Wash in 
RPMI/DMEM + 50 
µg.ml-1 ampicillin, 
then wash in SCFM 

Add 400µl SCFM + 0.8% (w/v) agarose to the wells of a 
24-well plate; UV for 10 minutes; then place tissue 

sections individually in the wells

Infect all tissues sections except 
those marked X with cells from a 
colony of your chosen bacteria, 

using a 29G needle attched to an 
insulin syringe

Mock-infect tissue sections marked 
X with a sterile 29G needle attched 

to an insulin syringe

Add 500 µl SCFM to 
each well; seal plate 

with an adhesive, 
breathable 

membrane; then 
incubate at 37°C for 

48 hours

Visually inspect 
plate: check that 
uninfected tissue 
sections do not 

show visible 
growth of your 
study bacteria

Rinse each 
tissue section in 
500 µl SCFM in 
the wells of a 
fresh 24-well 

plate

Add 500 µl SCFM + antibiotic to 
each well shaded in grey; add 500 

µl SCFM with no antibiotic to 
unshaded wells. Seal plate with a 

fresh adhesive, breathable 
membrane; then incubate at 37°C 

for desired treatment time

Transfer individual 
tissue sections to 

homogenisation tubes 
containing 1 ml PBS 
and 1 g metal beads; 
bead beat at 4 m.s-1

for 40 seconds 

Serially dilute 
homogenate and 
plate; incubate 

plates overnight at 
37°C

Count colonies 
and calculate total 
CFU in each tissue 

section

Fig. S1. Schematic of AST using the EVPL model. This shows an example experiment using tissue from two lungs (shown
in orange and purple) to test the effect of one antibiotic concentration on one bacterial isolate. Each treatment (antibiotic
or no antibiotic) is applied to five replica sections of tissue form each lung. Two tissue sections from each lung are used a
uninfected controls, growth of the study bacterium in these sections acts as a warning of contamination during any step
of the assay. Drawings of bronchioles, Petri dishes and 24-well plates are modified from Servier Medical Art under a CC-BY
licence; see http://smart.servier.com.

Wash in RPMI/DMEM 
+ 50 µg.ml-1 ampicillin, 
then  cut into ~5mm 

wide strips 

Dissect 
section of 
bronchiole

Wash in RPMI/DMEM 
+ 50 µg.ml-1 ampicillin, 

then cut into ~5mm 
squares

UV for 10 
minutes

Transfer tissue to the wells of a fresh 24-well plate


