Supplementary Material

Table S1 Margin-of-Exposure approach applied to in vitro PODs derived from in vitro KE dose-response data
and plasma/serum concentrations (Cmax Or Css) achieved in humans and animals exposed to therapeutic or
known nephrotoxic doses of polymyxin B and colistin.

Plasma/Serum

Treatment KE B[E/l,\%o Concentration MOE
(UM]
RPTEC/TERTT / Human
KE1 42 10-74
Polymyxin B KE2 6.8 0.57-4102 17-19
KE3 14.2 35-249
KE1 4.3 0.5-10.2
Colistin KE2 - 042-81064 -
KE3 23.5 29-560
NRK-52E / Rat
KET 13.7 19-20
Polymyxin B KE2 5.8 70-710 0.8
KE3 19.9 2.8
KE1 36.2 35-71
Colistin KE2 19.7 51-10.4 9 1.8-37
KE3 135.5 13.0-26.6
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Figure S1 High content screening of the effect of various nephrotoxins on the lysosomal AOP in RPTEC/TERT
cells. The spider-web diagrams show image analysis data of triplicate experiments for representative
concentrations. Cells were treated for 24 hours, except for PB for which the treatment was shortened to six
hours due to severe cytotoxicity. All compounds were tested in the range 7.8 to 2000 uM, except for CdCl,
and 4-aminophenol, for which the concentration range tested was smaller due to cytotoxicity. The dotted
frames group selected compounds according to reported mode of action: the first two rows show compounds
thought to act through the lysosomal AOP, while the other compounds are considered to act primarily via
inhibition of mitochondrial DNA polymerase y (middle frame including C, T, Td) or via covalent protein binding
(bottom frame including TCVC, APAP, 4-AP). V = vancomycin; G = gentamicin; Cd = cadmium(ll) chloride;
PBn = polymyxin B nonapeptide; PB = polymyxin B; Col = colistin; C = cidofovir; T = tenofovir; TDF = tenofovir
disoproxil fumarate; TCVC = S-(1,2,2-trichlorovinyl)-L-cysteine; APAP = acetaminophen; 4-AP = 4-
aminophenol; UC = untreated control cells; CW = cells per well; NA = nuclei area; NI = nuclei intensity; LC =
lysosomes per cell area; LI = lysosome integrated intensity; LA = total lysosome area.



