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Table S1 Specification of TaqManTM Primer Probes
	Product
	Target
	Product ID

	Taqman Probe
	Abcb1a (P-gp)
	Rn01639253

	Taqman Probe
	Abcc4 (Mrp4)
	Rn01465702


	Taqman Probe
	Aqp1
	Rn00562834

	Taqman Probe
	Cubn
	Rn00584200

	Taqman Probe
	Lrp2 (megalin)
	Rn00578067

	Taqman Probe
	Slc22a1 (Oct1)
	Rn00562250

	Taqman Probe
	Slc22a2 (Oct2)
	Rn00580893

	Taqman Probe
	Slc22a3 (Oct3)
	Rn00570264

	Taqman Probe
	Slc22a6 (Oat1)
	Rn00568143

	Taqman Probe
	Slc22a7 (Oat2)
	Rn00585513

	Taqman Probe
	Slc22a8 (Oat3)
	Rn00580082

	Taqman Probe
	Slc47a1 (Mate1)
	Rn01460731

	Taqman Probe
	Slc5a2 (Sglt2)
	Rn00574917

	Taqman Probe
	Slco4c1 (Oatp4c1)
	Rn01427754

	Taqman Probe
	Ggt1
	Rn00587709

	Taqman Probe
	Tbp
	Rn01455646

	Taqman Probe
	Rplp0
	Rn03302271





Table S2 Specification of primary and secondary antibodies
	Primary antibodies
	Secondary antibodies/ Staining dyes

	Target
	Manufacturer
	Dilution
	Name
	Manufacturer
	Dilution

	ZO-1
	Cell Signaling Technology
#D6L1E
	1:200
	Goat anti-rabbit Alexa FluorTM 647
	Invitrogen
#A27040
	1:500

	Lotus T. Lectin
	Vector Laboratories
#B-1325-2
	1:300
	Streptavidin 
Alexa FluorTM 647
	Invitrogen
 #S21374
	1:1000

	Ki-67
	ThermoFisher
#PA5-19462
	1:100
	Goat anti-rabbbit
Alexa FluorTM 647
	Invitrogen
#A27040
	1:500

	Lrp2
	ThermoFisher
#BS-3909-R
	1:100
	Goat anti-rabbbit
Alexa FluorTM 647
	Invitrogen
#A27040
	1:500

	occludin
	ThermoFisher 
#33-1500
	1:150
	Goat anti-mouse
Alexa FluorTM 488
	ThermoFisher
#A21121
	1:500

	-
	-
	-
	Phalloidin
Alexa FluorTM 488
	Invitrogen
#A12379
	1:400

	-
	-
	-
	Hoechst 33342
	Invitrogen
#H1399
	1:1000

	-
	-
	-
	Albumin from BSA
Alexa FluorTM 647
	Invitrogen
#A34785
	25 µM

	Imaging Protocol by Sjögren et al. (2018)

	-
	-
	-
	Hoechst 33342
	Invitrogen
#H1399
	1:1000

	-
	-
	-
	MitoTrackerTM Orange CMTMRos
	Invitrogen
#M710
	1:2000

	-
	-
	-
	TOTOTM-3 Iodide
	Invitrogen
#T3604
	1:1000

	-
	-
	-
	Phalloidin
Alexa FluorTM 488
	Invitrogen
#22287
	1:400





Table S3 Exposure compound classification and concentration range
	Compound
	Drug Class
	Classification
	Concentration range (µM)
	Solvent

	Bisacodyl
	Stimulant laxative
	Non-nephrotoxicant
	0.7-167
	DMSO

	Cisplatin
	Antineoplastic
	Nephrotoxicant
	2-500
	Medium

	Cyclosporin A
	Immunosuppressant
	Nephrotoxicant
	0.7-167
	DMSO

	Ibandronic acid*
	Bisphosphonate
	Nephrotoxicant
	6-1500
	DMSO

	Nadolol
	Beta blocker
	Non-nephrotoxicant
	0.7-167
	DMSO

	Puromycin
	Antibiotic
	Nephrotoxicant
	0.7-167
	DMSO

	Tenofovir
	Antiviral
	Nephrotoxicant
	0.7-167
	DMSO

	Zoledronate
	Bisphosphonate
	Nephrotoxicant
	0.7-167
	DMSO

	Zomepirac
	NSAID
	Non-nephrotoxicant
	0.7-167
	DMSO


*Not used and/or classified in Sjögren et al. (2018), classification and concentration range based on Valencia et al. (2024) and internal discussions.



Figure S1
[image: ]
Figure S1 Optimization of cell culture conditions. rPPTEC in different seeding densities and after different maturation times, stained for ZO-1 (A), F-actin (B), LTL (C) and Ki-67 (D). Image analysis of the letter staining is presented in (E). Scale bar in A-C indicates 50 µm, scale bar in D indicates 100 µm.


Table S4 Calculated safety margins between IC50, EC50 and LEC values and Cmax values of validation compounds
[image: ]
*values for F-actin intensity of cisplatin not available, since curve fitting was not accurate. Cases in which the safety margin could not be calculated because the IC50, EC50 or LEC lies above the highest tested concentration have been marked ‘>HC’.  Cases in which the safety margin could not be calculated because the IC50, EC50 or LEC lies below the lowest tested concentration have been marked ‘<LC’.  


Figure S2
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Figure S2: example of deduction of lowest effective concentration (LEC) from dose-response curve of nephrotoxicant cisplatin in rPPTEC.


Figure S3
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Figure S3 Dose-response curves of high-content imaging endpoints after 48h exposures of nephrotoxicants and non-nephrotoxicants in rPPTEC. (A) Dose-response curves of nuclear count and TOTO3-Ionide intensity and (B) dose-response curves of F-actin and MitoTracker intensity (n=3).


Figure S4
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Figure S4 Dose-response curves of high-content imaging endpoints after 72h exposures of nephrotoxicants and a non-nephrotoxicant in rPPTEC and HRPTEC. (A) Dose-response curves of nuclear count and TOTO3-Ionide intensity and (B) dose-response curves of F-actin and MitoTracker intensity in rPPTEC and HRPTEC (n=3). (C) IC50 and EC50, and (D) LEC values corresponding to the displayed dose-response curves, where the lowest value between rPPTEC and HRPTEC for each compound has been highlighted by orange shading. *Curve fitting for F-actin intensities in rPPTEC and HRPTEC after cisplatin exposure not accurate, # decrease observed for cyclosporin A exposure in HRPTEC. 
image1.tiff




image2.tiff
IC50 EC50  [IC50 EC50 |[EC50 |EC50 |LEC

Cmax| Nuclear MitoTrac| Nuclear MitoTrac|

[Compound  |(uM) |ATP LDH count |[TOTO3 [F-actin |ker IATP LDH lcount [TOTO3 |F-actin [ker
20,7 2,95 2,24 4,22 6,38 Excl* 2,79 1,03 1,04 0,16 5,16 Excl* 1,28
1 4,20 1,50 1,90 >HC >HC 6,20 2,30 1,10 0,70 6,30 1,00 5,80
1,5 >HC 11,13 3,93 >HC 4,60 25,20 3,93 8,00 <LC 37,47 <LC 13,87
1,14] >HC >HC >HC >HC >HC >HC >HC >HC 45,96 >HC 49,12 >HC|
Nadolol 0,81 >HC >HC >HC >HC >HC >HC >HC >HC >HC 144,0741 >HC >HC|
Zomepirac 27,2 >HC >HC >HC >HC 2,87 >HC 3,98 >HC1,819853 >HC 2,21 >HC]
Bisacodyl 0,15 >HC >HC >HC >HC 462,67 >HC 972,00 >HC 390,6667 >HC 364,00 >HC]
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