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against kidney stones and kidney injury®. I (Fig. 6). Conversely, ASO-2-treated cells Time (Hours) Time (Days)
% PR looR Sk showed no changes in TEER, minimal LDH Figure 3: Uromodulin (UMOD) is primarily released from . ,

Drug-induced nephrotoxicity in the TALH has been observed with f release, and similar LY permeability in the apical membrane of isolated TALH cells. Apical (A) 'II:'E’EuRre 4: TEER of J';‘L(T Cell?‘t over gme'

various drugs such as loop diuretics. These include electrolyte i comparison to control (Fig. 5, 6). /basolateral (B) media were collected and assessed for was measure ays azer seeding.
UMOD protein. Error bars represent SD (n=2). Dashed line indicates 60 €2.cm“. Error bars

imbalances (hypokalemia, hypomagnesemia, hypocalcemia), as
well as acid/base disturbances (hypochloremic alkalosis). Recently,

Figure 1: Localization of TALH in the represent SEM (n=0).
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Methods © 100 > <
 Primary TALH cells were isolated from human kidneys using Percoll density gradient (PG) and magnetic- § é’ ) 20
activated cell sorting (MACS) using anti-human uromodulin antibodies. The presence of TALH markers % §_J %
uromodulin (UMOD) and Na*-K*-2Cl- cotransporter (NKCC-2), and de-enrichment of Aquaporin 1 (AQP- > 50 . 10 o
1) were assessed using immunofluorescence (IF) (Fig. 2). Cell polarity was evaluated using uromodulin & 5 :..G:J o 10
quantification (ELISA). O g E
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 TALH cells were cultured until a trans-epithelial electrical resistance (TEER) of > 60 Q.cm?was achieved. — _l
Cells were then treated with two anti-sense oligonucleotides (ASO) at 30 and 100 uM for 3 days. TEER 0 0 0
was measured to assess changes to barrier integrity, while lactate dehydrogenase (LDH) activity, a marker 0 1 ) 3 Q)% N, @ @ @ @ S N 9
of cytotoxicity, was evaluated using the CyQUANT LDH Cytotoxicity Assay Kit. Paracellular permeability T D R Q(Q %QQ QQQ QJQQ QQQ Q@ @O @O
was determined by adding lucifer yellow (LY) to the apical cell membrane and sampling the basolateral . . Ime ( ay§) . . '\' RS X e
compartment after 30 minutes. Figure 5: ASO-1 disrupts monolayer integrity and increase paracellular permeability of TALH cells. Figure 6: 100 uM ASO-1 causes cellular
Aqp-1 A) TEER of treated cells normalized to control wells; control wells denoted by dashed line (100%). B) damage in TALH cells. ** indicates p <

Significant increase in LY leak seen with 100 uM ASO-1. Pre-treatment TEER indicated as O, *,** and 0.05 (One-Way ANOVA, Dunnett's test).

UMOD - **** indicate p <0.05 and p <0.0001 respectively (RM One-Way ANOVA (A), One-Way ANOVA (B), Error bars represent SEM (n=6)
Iﬁ Dunnett’s test). Error bars represent SEM (n=6 (A), 3 (B)). .
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§ oo % 00 : * We have developed an in vitro model that is representative of TALH cells in vivo.
B 002 B g 0.01- * This in vitro TALH model could be used to evaluate the effects and damage to TALH function by
§ § $ drug compounds such as ASOs.
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