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Fluid shear stress-induced
changes in megalin trafficking
enhance endocytic capacity in
proximal tubule cells

Emily M. Lackner, Isabella A. Cowan, Kimberly R. Long,
Ora A. Weisz and Katherine E. Shipman*

Renal-Electrolyte Division, Department of Medicine, University of Pittsburgh School of Medicine,
Pittsburgh, PA, United States

Proximal tubule (PT) cells maintain a high-capacity apical endocytic pathway to
recover essentially all proteins that escape the glomerular filtration barrier. The
multi ligand receptors megalin and cubilin play pivotal roles in the endocytic
uptake of normally filtered proteins in PT cells but also contribute to the uptake of
nephrotoxic drugs, including aminoglycosides. We previously demonstrated that
opossum kidney (OK) cells cultured under continuous fluid shear stress (FSS) are
superior to cells cultured under static conditions in recapitulating essential
functional properties of PT cells in vivo. To identify drivers of the high-
capacity, efficient endocytic pathway in the PT, we compared FSS-cultured
OK cells with less endocytically active static-cultured OK cells. Megalin and
cubilin expression are increased, and endocytic uptake of albumin in FSS-
cultured cells is > 5-fold higher compared with cells cultured under static
conditions. To understand how differences in receptor expression,
distribution, and trafficking rates contribute to increased uptake, we used
biochemical, morphological, and mathematical modeling approaches to
compare megalin traffic in FSS- versus static-cultured OK cells. Our model
predicts that culturing cells under FSS increases the rates of all steps in
megalin trafficking. Importantly, the model explains why, despite seemingly
counterintuitive observations (a reduced fraction of megalin at the cell
surface, higher colocalization with lysosomes, and a shorter half-life of
surface-tagged megalin in FSS-cultured cells), uptake of albumin s
dramatically increased compared with static-grown cells. We also show that
FSS-cultured OK cells more accurately exhibit the mechanisms that mediate
uptake of nephrotoxic drugs in vivo compared with static-grown cells. This
culture model thus provides a useful platform to understand drug uptake
mechanisms, with implications for developing interventions in nephrotoxic
injury prevention.
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1 Introduction

The proximal tubule (PT) is comprised of polarized epithelial
cells that are responsible for recovering essentially all proteins that
escape the glomerular filtration barrier by a specialized, high-
capacity endocytic pathway to prevent protein loss in the urine
(Eshbach and Weisz, 2017; Weisz, 2021). Receptors are internalized
via clathrin-coated pits from apical membrane invaginations (Hatae
et al., 1986; Eshbach and Weisz, 2017). Once clathrin is dissociated,
these vesicles fuse with apical early endosomes (AEEs), and then
quickly acidify and mature into apical vacuoles (AVs) (Hatae et al.,
1986; Shi et al., 1991). Recycling of receptors occurs from AEEs and
AVs via dense apical tubules (DATs) that fuse with the apical
membrane (Nielsen, 1993). Ligands are targeted to the lysosomes
for degradation (Christensen et al., 2012; Eshbach and Weisz, 2017;
Weisz, 2021).

Protein recovery by PT cells is mediated by the abundantly
expressed large multiligand receptors megalin and cubilin
(Moestrup and Verroust, 2001; Christensen et al., 2012). Megalin
(>600 kDa) contains four ligand binding sites and a transmembrane
domain with a cytoplasmic tail that contains binding motifs for
Dab2, a clathrin-adaptor protein (Eshbach and Weisz, 2017;
Beenken et al, 2023). Cubilin (>440 kDa), which does not
contain a transmembrane domain, associates as a trimer with
amnionless to form the cubilin-amnionless (CUBAM) complex
(Eshbach and Weisz, 2017; Larsen et al., 2018; Weisz, 2021).
Amnionless has a transmembrane domain and cytoplasmic tail,
which contains binding motifs for Dab2 (Ahuja et al., 2008; Larsen
etal., 2018). While megalin and CUBAM physically interact and are
believed to traffic together in the PT, they can function
independently as well (Park et al, 2020; Long et al, 2022;
Shipman et al., 2022; Rbaibi et al., 2023).

Megalin and cubilin bind a number of ligands with varying
affinity (Zhai et al.,, 2000; Moestrup and Verroust, 2001; Nielsen
et al., 2016). For example, cubilin serves as a high affinity receptor
that recovers normally-filtered levels of albumin, while megalin
binds to albumin with low affinity and provides additional
capacity when tubular albumin levels are increased (Ren et al,
2020; Weisz, 2021; Edwards et al., 2022; Rbaibi et al., 2023). In
addition,
aminoglycoside antibiotic gentamicin, bind directly to megalin.

many clinically important drugs, including the
Knockout or inhibition of megalin reduces their toxicity in
rodents and in L2 carcinoma cells (Moestrup et al.,, 1995; Nagai
et al,, 2001; Quiros et al., 2011; Nagai and Takano, 2014; Wagner
et al.,, 2023). Strikingly, we recently showed that loss of megalin
expression or function not only decreases receptor-mediated
endocytic uptake, but also greatly impairs the volume of
membrane and fluid (flux) moving through endocytic
compartments (Long et al, 2022; Rbaibi et al, 2023). This
occurred in the absence of any changes in the expression of
endocytic compartment markers or their distribution (Rbaibi
et al,, 2023). Thus, megalin expression can function as a positive
driver of all endocytic traffic, beyond its own ligands.

Previously, our lab showed that opossum kidney (OK) cells
cultured under continuous fluid shear stress (FSS) develop a high-
capacity endocytic pathway that is similar in organization and
morphology to that of the PT in vivo (Long et al, 2017; Ren
et al,, 2019; Park et al.,, 2020; Long et al,, 2022). In addition, OK
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cells cultured under these conditions exhibit higher expression of
megalin and cubilin, greater endocytic capacity, more apical
microvilli and basolateral invaginations enfolding mitochondria,
more lysosomes, and greater utilization of oxidative
phosphorylation to drive metabolic needs compared to cells
cultured under static conditions (Long et al., 2017; Ren et al,
2019). We recently developed kinetic models that describe
megalin trafficking in FSS-cultured OK cells and in a genetic
model of Dent disease that allowed us to pinpoint specific
trafficking steps impacted by loss of CIC-5 (Shipman et al., 2022;
Shipman et al., 2023). These models enable a better understanding of
the mechanisms that drive endocytosis, as well as drug-induced
nephrotoxicity. To identify key drivers of the efficient, high-capacity
endocytic pathway of the PT, we utilized our cell culture model
system and adapted our megalin trafficking mathematical model to
understand the basis for increased endocytic capacity in cells

cultured under FSS.

2 Materials and methods

2.1 Cell culture

OK cells (OK-P subclone originally obtained from Moshe Levi,
Georgetown University) were cultured in DMEM-F12 (Sigma;
D6421) supplemented with 2.5x GlutaMax (Gibco; 35050-061)
and 5% fetal bovine serum (FBS) at 37°C and 5% CO,. For
experiments, cells were seeded on 12 mm Transwell permeable
supports (Costar, 3401) in 12-well dishes at 4 x 10° cells per
0.5 mL medium on the apical side of the filter. The basolateral
side of the filter received 1.5mL of medium. After overnight
incubation, the filters were transferred to an orbital platform
shaker in the incubator and rotated at 146 rpm for 72h to
(FSS) or
conditions, as described previously (Long et al., 2017). Media was

enhance differentiation maintained under static

changed daily.

2.2 Quantitation of uptake

2.2.1 Albumin and dextran

Cells cultured on filters under static or FSS conditions as
described above were washed in DMEM-F12, 2.5x GlutaMax, and
25 mM HEPES (Gibco, 15630-080; DF + H Media) and incubated at
37°C under continued 1X or 0X conditions for 15-30 min as
indicated with 40 pg/mL AlexaFluor-647 albumin (Invitrogen,
A34785) or 0.5mg/mL AlexaFluor-647 10-kDa dextran
(Invitrogen, D22914) added apically in DF + H medium. Filters
were washed three times with cold phosphate-buffered saline
containing MgCl, and CaCl, (PBS; Sigma, D8662), filters were
excised with a razor blade, and cells were solubilized in 300 uL
detergent lysis buffer (50 mM Tris, pH 8.0, 62.5 mM EDTA, 1%
IGEPAL, 4 mg/mL deoxycholate) for 30 min on a rotating platform
rocker at 4°C, as described previously (Shipman et al., 2023). Uptake
of albumin or dextran fluorescence was quantified by
spectrofluorimetry. Uptake was normalized to account for the 1.
3-fold increase in cell density in FSS-cultured cells compared with
static-grown cells (Long et al.,, 2017).
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2.2.2 Gentamicin

Cells cultured on filters under static or FSS conditions as
described above were washed in DMEM-F12, 2.5x GlutaMax, and
25 mM HEPES (Gibco, 15630-080; DF + H Media) and incubated at
37°C under continued static or FSS conditions for 3h with
50-1,000 nM Texas Red gentamicin conjugate (GTTR; AAT
Bioquest, 24300) apically in DF + H medium. The filters were
then lysed, and uptake was measured following the same protocol as
albumin uptake.

2.2.3 Uptake in the presence of RAP

Cells were pretreated for 30 min at 37°C with 0.5 mM of apically
added human RAP (Innovative Research, IHURAP) in DF + H
medium. Alexa Fluor-647 albumin (40 pg/mL), AlexaFluor-647
dextran (0.5 mg/mL), or GTTR (500 nM) was added apically in
the continued presence RAP and uptake was quantified as
described above.

2.3 Surface binding of albumin

Cells cultured on filters were incubated for 30 min on ice with
100 pg/mL AlexaFluor-647 albumin added apically in DF + H
media. Filters were washed 3x rapidly in ice-cold PBS, excised
with a razor blade, and cells solubilized in 300 uL detergent lysis
buffer for 30 min on a rotating platform rocker at 4°C. Surface-
bound  AlexaFluor-647
spectrofluorimetry. Surface binding was normalized to determine
binding per cell (Long et al., 2017).

albumin was

quantified by

2.4 Western blotting of cell lysates

Filters were washed with cold PBS, excised, and solubilized in
300 pL detergent lysis buffer containing 5 ug/mL leupeptin, 7 pg/mL
pepstatin A, IM PMSF, and a Pierce Protease Inhibitor Mini Tablet
(Thermo Scientific, A32955; 1 tablet/10 mL of buffer). For 20 min on
a rotator at 4°C. The protein concentration of the lysate was
measured using a DC Protein Assay Kit (Bio-Rad; 5000111).
Equivalent amounts of total protein were separated by SDS-
PAGE on 4%-15% Criterion TGX gels (Bio-Rad; 5671083).
Megalin and cubilin were detected with anti-megalin antibody
generously provided by Dr. Daniel Biemesderfer and Dr. Peter
Aronson (Yale University, MC-220, 1:20,000 (Zou et al., 2004))
and polyclonal anti-cubilin antibody (No. 27445, validated in (Ren
et al,, 2020; Long et al,, 2022) 1:5000), respectively. Cells cultured
under FSS yielded 2.1-fold more protein/filter compared with cells
cultured under static conditions. Data were normalized to relative
expression per cell by multiplying by the 2.1-fold increase in total
protein per filter and dividing by the 1.3-fold increase in cell density
(Long et al.,, 2017) of FSS-cultured cells.

2.5 Surface biotinylation based assays
2.5.1 Endocytosis

OK cells cultured on permeable supports under static or FSS
conditions were washed with cold PBS and the apical surface
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biotinylated with 1mg/mL EZ-Link Sulfo-NHS-SS-biotin
(Thermo Scientific, 21331) in 0.5 mL TEA-buffered saline
(TBS; 10 mM triethanolamine-HCl, pH 7.6, 137 mM NacCl,
1 mM CaCl,) for 2 x 15 min on ice. The biotinylation reaction
was quenched by washing with DMEM-F12 plus 5% FBS for
10 min on ice. Samples were rinsed once with ice cold DF + H
media then quickly warmed to 37°C by the addition of prewarmed
DF + H and placed in the incubator either on an orbital shaker
(FSS) or left under static conditions for 0-5 min. Endocytosis was
stopped by washing with prechilled PBS on ice. Biotin at the cell
surface was stripped by washing cells with prechilled 100 mM
MESNA in Stripping Buffer (50 mM Tris-HCI pH 8.6, 100 mM
NaCl, 1 mM EDTA, 0.2% BSA) for 2 min x 20 min on ice. A
duplicate 0 min time-point was left unstripped to quantify the
fraction of total megalin present at the apical surface at steady
state. Residual MESNA was quenched by washing cells with ice
cold DF + H media for 10 min on ice. Filters were washed with
ice-cold PBS, excised with a clean razor blade, and solubilized in
600 pL detergent lysis buffer for 20 min at 37°C. To determine
total megalin levels, 5% of the lysate volume was reserved.
Biotinylated proteins were precipitated from the remaining
lysate by overnight incubation at 4°C with streptavidin agarose
resin (Thermo Scientific, #20353) and recovered in 4x loading
sample buffer (0.2 M Tris-HCI pH 6.8, 8.6 M glycerol, 8% SDS,
0.025% bromophenol blue) with 5% 2-mercaptoethanol by
heating at 98°C for 5 min. Samples were analyzed by Western
blot after SDS-PAGE on 4%-15% Criterion TGX gels as
described above.

2.5.2 Half-life of surface-biotinylated megalin

The apical surface of filter-grown OK cells was biotinylated as
above. Cells were rinsed once with ice cold DF + H media then
quickly warmed to 37°C by the addition of prewarmed DMEM-F12
plus 5% FBS and placed in the incubator either under static or FSS
conditions. At each time point starting from 1 to 6 h, filters were
rinsed in cold PBS, cells were lysed, biotinylated proteins were
recovered, and samples were blotted to quantify remaining
biotinylated megalin as described above.

2.6 Immunofluorescence staining

Fluorescence detection and quantitation of the colocalization
between megalin and endocytic compartment markers was
performed as described in Shipman et al. (2022) (Shipman
et al., 2022). Briefly, filters were washed in warm PBS and
fixed in warm 4% paraformaldehyde (PFA) and 100 mM
sodium cacodylate at ambient temperature. After two washes
in PBS, filters were quenched (PBS, 20 mM glycine, and 75 mM
ammonium chloride) for 5 min and permeabilized for 5 min in
quench solution containing 0.1% Triton X-100. After washing
with PBS, the filters were blocked with PBS, 1% BSA, and 0.1%
saponin, and incubated for 1 h with primary antibody diluted in
PBS, 0.5% BSA, and 0.025% saponin (wash buffer). The filters
were washed 3 times, incubated for 30 min with secondary
antibody diluted in wash buffer, and washed 3 times. After
excising, filters were mounted onto glass slides with ProLong
Glass Antifade Mountant (Molecular Probes, P36981). For

frontiersin.org


https://sciwheel.com/work/citation?ids=4469073&pre=&suf=&sa=0&dbf=0
https://sciwheel.com/work/citation?ids=4469073&pre=&suf=&sa=0&dbf=0
https://sciwheel.com/work/citation?ids=13566262&pre=&suf=&sa=0&dbf=0
https://sciwheel.com/work/citation?ids=13566262&pre=&suf=&sa=0&dbf=0
https://www.frontiersin.org/journals/physiology
https://www.frontiersin.org
https://doi.org/10.3389/fphys.2024.1404248

Lackner et al.

B
sk ok %k K
8 [ 4-
_? ° _? % %k %k %k
] T B
o8 g4 4 08 3.
3o 6 3 T ==
g8 - %8 .
[e 3 o} ° QT
S @ 41 S @ 27
£& * c=
ES g o
3 E 2- LE1d =%
25 © o .
L= m TEe
0 0
static FSS static FSS
C static FSS D static FSS
—
5— ****I 4 ke k
=-g 4 [ —vg
0 ®© 5 ® 2 .
S% 853
£ 9 3 £2
83 535
g9 5 @ 27
E% 2 27;
) SE 4
2 § 14 251
&= )
0- 0-
static FSS static FSS

FIGURE 1
OK cells have increased expression of megalin and cubilin and

greater endocytic capacity when cultured under continuous shear
stress. (A) OK cells were incubated for 15 min with 40 pg/mL
AlexaFluor-647 albumin and then solubilized. Fluorescent

albumin uptake of cells cultured under static conditions or under
continuous fluid shear stress (FSS) was quantified by
spectrofluorimetry per cell. Data from three independent experiments
done in duplicate were normalized to static OK albumin uptake.
***xp = <0.0001 by unpaired t-test. (B) OK cells were incubated for
30 min with 0.5 mg/mL AlexaFluor-647 dextran and then solubilized.
Fluorescent dextran uptake was quantified by spectrofluorimetry per
cell. Data from one experiment with four replicates were normalized
to static OK dextran uptake. ****P=<0.0001 by unpaired t-test. (C,D)
Equivalent amounts of protein from lysates of static-cultured and FSS-
cultured cells were blotted for megalin (C) and cubilin (D). The
quantified band intensity of six replicates was normalized to the total
average of static-cultured cells. The data was transformed to fold-
change in expression rate per cell by accounting for the 2.1-fold
increase in total protein per filter and 1.3-fold increase in cell density of
FSS-cultured cells. Representative blots are shown above each graph.
***kxp = <0.0001, ***p = 0.0001 by unpaired t-test.

costaining with primary antibodies from different host species,
filters
simultaneously followed by both

were incubated with both primary antibodies

secondary antibodies
(Negoescu et al., 1994). When costaining with primary
antibodies from the same host species labeling was performed
sequentially, as previously described in Shipman et al. (2023).
Antibodies,

immunofluorescence in OK

sources, and dilutions used for indirect

cells are listed in
Supplementary Table SI.

Filters were imaged on a Leica Stellaris-8 inverted confocal
microscope using a x63 oil immersion objective (NA 1.4). Filters
stained with Cathepsin B were imaged on the Leica SP8 confocal

microscope with a x63 oil objective (NA 1.4). All images were
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acquired with a voxel size of 45 x 45 x 130 nm (X, y, z). All images
were deconvolved with Huygens Essential version 17.04 using the
CMLE algorithm, with SNR 20 and 40 iterations (Scientific Volume
Imaging, Netherlands, http://svi.nl). Colocalization of two channels
over the whole z-stack was determined by Manders’ coefficients
using the JACoP plugin for ImageJ without thresholding (Bolte and
Cordeliéres, 2006; Schneider et al., 2012).

2.7 Mathematical model of megalin
trafficking

We adapted our previously described comprehensive model of
megalin traffic in FSS-cultured OK cells (Shipman et al., 2022) to
predict kinetic trafficking rates for cells cultured under static and
continuous FSS conditions. The model describes the traffic of megalin
from the apical surface through intracellular compartments of
PT cells. Kinetic data from biotinylation-based assays and
colocalization data collected from static- and FSS-cultured cells
were used in the estimation of kinetic parameters as previously
described (Shipman et al, 2022) with minor modifications
described below. In all these assays, we assume the cells to be at
steady state, meaning there is no change in the total amount or
distribution of megalin receptors, but they are still trafficking.

2.7.1 Endocytic rate
The biotinylated megalin remaining at the surface during the
brief endocytosis period can be represented as:

Mg (t) = Mg (0)e ™" (1)

where M (t) is the biotinylated megalin remaining at the surface at
time ¢ and Mg (0) = 100. The data obtained from the endocytosis
biotinylation assay represents the percent of surface megalin that is
internalized over time and is equivalent to
My (t) = Ms(0) — Mg (t). To estimate the endocytic rate of
megalin, the data from 0 to 5min were log transformed and fit
with a simple linear regression model such that:

Ms(0) = M (£)\
1D(T(o)> = —ket (2)

The slopes of the lines of best fit for static- and FSS-cultured cells
were compared with the extra sum-of-squares F-test to see if they
were significantly different. With a p-value = 0.0012, it was
determined that the slopes were significantly different. Statistical
analysis was performed in GraphPad Prism 9.3.1.

2.7.2 Intracellular trafficking rates

The steady state distribution of megalin among endocytic
compartments was calculated using the megalin colocalization values
in Supplementary Table S2 and the colocalization values for the overlap
between different combinations of endocytic markers in Supplementary
Table S3 as described previously. However, we used Cathepsin B
staining as the marker for lysosomes instead of LysoTracker Red
DND-99. Standard error was propagated accordingly. This steady
state distribution was used to estimate intracellular kinetic rates with
the assumption that 51% of recycling megalin traffics through AVs
(v = 0.51) for all cell lines (Shipman et al., 2022).
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FIGURE 2

FSS-cultured cells have a greater number of binding sites but a reduced fraction of total receptors at the surface. (A) OK cells were incubated on ice

for 30 min with 100 pg/mL AlexaFluor-647 albumin and then solubilized. Surface bound albumin was quantified by spectrofluorimetry per cell. Data from
one experiment done in quadruplicate were normalized by experiment to the static OK cell surface binding. p = 0.1868 by unpaired t-test. (B,C) The apical
surface of OK cells was biotinylated on ice and cells were then lysed. Total level of megalin/cubilin was determined by Western blot of 5% of the cell
lysate volume. Biotinylated megalin (B) and cubilin (C) were recovered using streptavidin beads and western blotted using anticubilin and antimegalin
antibody, respectively. Surface cubilin and megalin were quantified as a percentage of total cubilin/megalin for each condition. Data from 6-

11 independent experiments are plotted. ***p = 0.0001, *p = 0.0390 by unpaired t-test. Representative blots of the total (5%) and surface cubilin and
megalin in static-cultured and FSS-cultured OK cells are shown above the graphs.

3 Results

3.1 Cells cultured under continuous shear
stress have increased endocytic capacity
and total protein

To establish the differences in endocytic capacity and
receptor expression in cells grown under either static or
continuous FSS conditions, we profiled the difference in
endocytic uptake and receptor expression per cell. Albumin at
normally filtered concentrations (40 ug/mL) binds primarily
(approximately 90%) to cubilin (Ren et al, 2020), whereas
megalin expression drives the overall rate of uptake (Long
et al., 2023). FSS-cultured cells had 5.4-fold higher endocytic
uptake of albumin per cell (Figure 1A) and about 2.8-fold higher
uptake of dextran per cell (a marker of the fluid that accompanies
albumin into endocytosed vesicles) compared with cells cultured
under static conditions (Figure 1B). By contrast, there is only a 3.
8-fold increase in megalin expression and 2.3-fold increase in
cubilin expression per cell in FSS-cultured cells (Figures 1C, D).
The increase in receptor expression, therefore, does not fully
account for the total increase in endocytic capacity in FSS-
cultured cells. Thus, we looked to see if there was also a
difference in receptor localization in FSS- versus static-
cultured cells.

3.2 Biochemical analysis of receptor
localization and traffic

Because the increase receptor expression does not fully
explain the increase in endocytic capacity, we compared
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receptor localization by quantifying both ligand binding
sites and the fraction of total receptors located at the apical
surface. FSS-cultured cells had a numerically greater number of
albumin surface binding sites per cell, although not statistically
significant, compared to static-cultured cells (Figure 2A).
Interestingly, surface biotinylation of megalin revealed a 43%
decrease in the fraction of total megalin at the apical membrane
of FSS-cultured cells (2.8%) when compared to static-cultured
cells (4.9%; Figure 2B). The fraction of total cubilin at the
surface decreased by ~60% in FSS-cultured cells (6.6%) when
compared to static-cells (16.2%; Figure 2C). Interestingly, the
fraction of both megalin and cubilin at the surface in FSS-
cultured cells is more similar, (2.8% megalin, 6.5% cubilin)
than in static-cultured cells (4.9% megalin, 16.2% cubilin).
These changes in receptor surface localization suggest that
there are differences in trafficking kinetics in addition to the
increase in the total number of the receptors in FSS-
cultured cells.

Because megalin drives endocytic flux, we compared megalin
trafficking rates in cells cultured under static versus FSS conditions
(Long et al., 2023). The endocytic rate of megalin in cells cultured
under static and FSS conditions was quantified by measuring
biotinylated surface megalin internalized over a 5 minute interval
and normalized to surface megalin. FSS-cultured cells have a 3.1-
fold increase in endocytic rate compared to static-cultured cells
(Figure 3A; p = 0.0012, extra sum of squares F-test). The increased
endocytic rate in FSS-cultured cells is consistent with the lower
steady state fraction of receptors at the apical surface under these
conditions. Taking into account the levels of total and surface
megalin, we calculate a 6.8-fold increase in the number of
megalin molecules internalized per minute per cell in FSS-
cultured cells compared with static-grown cells. To determine
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FIGURE 3
Biochemical measurements of megalin traffic show an increased rate of trafficking in FSS-cultured cells. (A) The apical surface of OK cells was

biotinylated on ice and returned to culture for 0—5 min. Biotin remaining at the apical surface was stripped at each time point. Cells were lysed and
biotinylated megalin was recovered with streptavidin beads and was blotted. Internalized megalin was quantified as a percentage of surface megalin at
steady state for each condition. Data from four static-cultured (black) and eight FSS-cultured (red) independent experiments are plotted. The data
were transformed and fit to a line to determine the fractional endocytic rate as previously described (Shipman et al.,, 2022). Lines represent predicted
values. The endocytic rate as a percent of surface megalin for static and FSS-cultured cells is shown on the top left of the graph. p = 0.0012 by extra sum of
squares F-test. The estimated endocytic rates as percent of surface megalin internalized per minute are shown in the top left corner of the graph.
Representative blots are shown above the graph. (B) The degradation of apically biotinylated megalin was determined by returning cells to culture for
extended time periods. At each time point, the cells were lysed and recovered biotinylated megalin was blotted and quantified as a percentage of T =0 h
for each condition. Data from three static-cultured (black) and 4 FSS-cultured (red) independent experiments are plotted and were used to fit (lines) the
degradation rate of megalin using estimates of fractional endocytic rate and the fraction of megalin at the apical surface (Figure 2C). The estimated half-
life of surface megalin in static-cultured versus FSS-cultured cells is shown in the bottom left corner of the graph. Representative blots are shown above

10.3389/fphys.2024.1404248

the graph.

whether subsequent trafficking steps are also affected by culture
under continuous shear stress, we quantified the half-life of surface-
biotinylated megalin. The half-life was about 34% shorter in
FSS-cultured cells than in static-cultured cells (2.6h vs. 3.9h,
respectively), consistent
rate (Figure 3B).

with an increase in endocytic

3.3 Mathematical model reveals differences
in megalin trafficking in cells cultured under
static or shear stress conditions

We used quantitative imaging to determine the steady state
colocalization of megalin in cells cultured under static or FSS
conditions with respect to known markers of apical endocytic
compartments. Cells were co-stained to detect megalin and
markers for AEEs (EEA1), AVs (Rab7), DATs (Rablla), and
lysosomes (Lys; Cathepsin B), as shown in Figure 4A. Cells
cultured under static conditions are markedly shorter than FSS-
cultured cells (Supplementary Figure S1), however, the markers we
looked at were similarly distributed except for Rablla, which was
localized subapically in FSS-cultured cells but had a more dispersed
distribution in static-cultured cells (Figure 4D). The colocalization
of megalin with each marker was quantified by Manders’ coefficient.
Colocalization of megalin with EEA1, Rab7, and Rablla was
quantitatively similar in static- and FSS-cultured cells (Figures
4B-E; Supplementary Table S2). Colocalization of megalin with
Cathepsin B was greater in FSS-cultured cells (Figures 4B, F;
Supplementary Table S2), which is consistent with the increased
staining of Cathepsin B in the cells, as well as increased lysosome

Frontiers in Physiology

number in FSS-cultured cells as previously reported (Long et al.
, 2017).

To estimate intracellular trafficking rates of megalin in PT cells
cultured under static or FSS conditions, we integrated the
biochemical and colocalization data into our previously described
kinetic model (Shipman et al., 2022). A schematic of the model and
associated rate constants is shown in Figure 5A. The colocalization
of megalin with each endocytic marker was corrected for the overlap
between pairs of markers (Supplementary Figure S2; Supplementary
Table S3) to estimate the steady state distribution of megalin among
endocytic compartment as previously described (Shipman et al.,
2022) (Figure 5B). In addition to reduced surface expression, there
was a greater fraction of megalin in AEEs and in lysosomes at steady
state in FSS-cultured cells. Using the steady state distribution and
experimentally measured endocytic rate and surface half-life
(Figure 3), we predicted the intracellular trafficking rates in
static- and FSS-cultured cells (Figure 5C). The predicted kinetic
rates demonstrate faster traffic through all endocytic compartments
in FSS-cultured cells. Interestingly, there is slightly less megalin
localized in DATs at steady state in FSS-cultured cells, presumably
reflecting the ~2-fold more rapid recycling rate in these cells (1% per
min). However, this rate is surpassed by the even faster endocytosis
of megalin to maintain the low fractional distribution at the apical
surface that we measured. Figure 5D tracks the predicted movement
through cellular compartments of megalin biotinylated at the apical
plasma membrane over a 150 min period. In FSS-cultured cells,
megalin is more rapidly removed from the apical surface and reaches
a more rapid peak in AEEs. By contrast, in static-cultured cells,
endocytosis is slower and megalin accumulates for a longer time in
AEEs before trafficking to AVS, DATs and lysosomes.
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PT cells with markers used to label each endocytic compartment: apical early endosomes (AEEs) with EEAL, apical vacuoles (AV) with Rab7, dense apical
tubules (DATs) with Rab11, lysosomes (Lys) with Cathepsin B (CTSB). Adapted from Shipman et al., 2022, Function (Shipman et al., 2022). (B—E) OK cells on
permeable supports were fixed and processed to detect megalin colocalization with markers of endocytic compartments in PT cells. Representative

sum projection images of six planes were cropped to show a region of high colocalization of megalin with (B) EEAL, (C) Rab7, (D) Rab11, and (E) CTSB for
both static and FSS cells. XZ representative images are sum projects of the entire image stack. Scale bars: 2 ym. (F) Megalin colocalization with each
marker was quantified by Manders’ coefficient over the entire z-stack and plotted as the % of total megalin. Each point represents a single z-stack image.
EEAL p = 0.3774; Rab7 p = 0.1961; Rabll p = 0.8483; Lys **p = 0.0024 by unpaired t-test with Welch's correction

3.4 Megalin-driven endocytosis contributes
more to gentamicin uptake in cells cultured
under shear stress than under static
conditions

Understanding the relative contributions of megalin-
mediated endocytosis versus other potential internalization
pathways to the uptake of a given ligand is important for
the caused by

gentamicin

devising approaches to limit damage

nephrotoxic  drugs, including and  other
aminoglycosides. In addition to their uptake via megalin,
aminoglycosides can also gain direct access to the cytoplasm
via organic transporters (Nagai and Takano, 2014). Uptake of
Texas-Red conjugated gentamicin was greater per cell in FSS-
a broad range of concentrations

cells

cultured cells
(50 nM-100 nM) compared to
(Figure 6A). To identify the component of uptake that is

across
static-cultured
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dependent on megalin, we used receptor associated protein
(RAP) as a tool to acutely inhibit megalin-mediated endocytic
flux. We previously demonstrated that externally added
recombinant RAP acutely and specifically prevents ligand
binding to megalin and also silences megalin-driven endocytic
flux (Long et al., 2023). In cells with low expression of megalin,
treatment with RAP had undetectable effects on endocytic
volume (measured using the uptake of fluorescent dextran,
which enters cells via clathrin-coated structures used for
receptor-mediated endocytosis) (Long et al., 2023; Rbaibi et al.
, 2023). Addition of RAP to static-cultured cells decreased
gentamicin uptake only slightly (Figure 6B). By contrast, RAP
significantly decreased gentamicin uptake in FSS-cultured cells
by 59% (Figure 6B). The residual uptake of gentamicin in static
and FSS-cultured cells was comparable in the presence of RAP,
suggesting that other uptake mechanisms operate with similar
efficiency in static and FSS-cultured cells.
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FIGURE 5

Mathematical model of megalin trafficking reveals an overall increase in trafficking kinetics in FSS-cultured cells with the endocytic rate being the
most strongly affected. (A) Graphical representation of the model of megalin traffic modified from Shipman et al., 2022, Function (Shipman et al., 2022)
depicting the endosomal compartments with coefficients denoting the kinetic rates of megalin traffic between compartments. (B) Megalin steady state
distribution among the endocytic compartments, surface, AEEs, AVs, DATs, and lysosomes (Lys) in static-cultured and FSS-cultured cells (mean +
SEM). The distribution was calculated based on the average fractional colocalization of megalin with each marker (Figure 4; Supplementary Table S2) and
the overlaps between the markers (Supplementary Figure S2; Supplementary Table S3). (C) Kinetic megalin trafficking rates between endosomal
compartments were predicted from experimental data for static-cultured and FSS-cultured cells and are presented as % of megalin from the originating
compartment trafficked per minute (+SEM). The synthesis (S) rate represents the % of total megalin synthesized per minute and the degradation (kq)
represents the % of megalin in M, that is degraded per minute. (D) The predicted temporal route of megalin biotinylated at the apical surface through
each compartment is plotted for static-cultured cells (left) and FSS-cultured cells (right). The synthesis rate is set to zero in this simulation, as no newly
biotinylated megalin is created after initial labeling. The total remaining biotinylated megalin over time is plotted as the black dashed lines. Note the more
rapid depletion of megalin from the surface and subsequent accumulation in AEEs in FSS cells.
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FIGURE 6

FSS-cultured cells have a larger megalin-driven fraction of apical gentamicin uptake compared to static-cultured cells. (A) OK cells were incubated

with 50, 100, 250, 500, or 1000 nM GTTR added apically for 3 h. Cells were solubilized and uptake was quantified by spectrofluorimetry per cell. Data is
from two to three individual experiments done in duplicate and normalized to static 500 nM treated cells. ns=>0.9999, ns = 0.9609, ns = 0.5514, ns =
0.0777, ****P=<0.0001 by Two-way ANOVA with multiple comparisons. (B) OK cells were preincubated with 0.5 uM RAP for 30 min and then
incubated with 500 nM GTTR added apically for 3 h. Cells were solubilized and uptake was quantified by spectrofluorimetry per cell. Data is from three
individual experiments done in duplicate or triplicate and normalized to static nontreated. ns = 0.1514, ns = 0.0583, ****p = <0.0001 by Two-way ANOVA
with multiple comparisons.
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4 Discussion

Our laboratory has previously demonstrated that OK cells
cultured under continuous FSS have increased megalin and
greater  endocytic
transcriptionally, and metabolically more

cubilin  expression, uptake, and are
morphologically,
representative of the PT in vivo compared to static-grown cells
(Long et al,, 2017; Ren et al.,, 2019; Park et al.,, 2020). Here, we
showed that changes in the endocytic pathway and more rapid
trafficking kinetics in FSS-cultured OK cells also contribute to
increased endocytic capacity. These studies begin to define the
critical drivers of high apical endocytic capacity in PT cells.
Moreover, we demonstrated that internalization of gentamicin via
megalin-dependent mechanisms versus other pathways is greatly
increased in FSS-cultured cells compared to static conditions. Our
data highlight the need to use well-differentiated PT culture models
that resemble the PT in vivo to develop approaches to limit
nephrotoxicity.

By utilizing an approach that integrates biochemical and
quantitative imaging assays with mathematical modeling, we
determined that megalin trafficking at each step of the endocytic
pathway is faster in FSS-cultured OK cells compared to cells
cultured under static conditions. The endocytic rate of megalin
was the most affected and was three times greater in FSS-
with
Consequently, the steady state fraction of megalin present at

cultured  cells  compared static-grown  cells.
the apical surface is lower in FSS-cultured cells compared with
control cells. At normally filtered concentrations, albumin
(40 ug/mL) binds primarily (approximately 90%) to cubilin
(Ren et al., 2020), while megalin expression drives overall
endocytic flux (Long et al, 2023). Thus, this substantial
increase in endocytic rate, together with the 3.8-fold greater
expression of megalin and 2.3-fold greater expression of cubilin,
drives the >5-fold increase in endocytic capacity for albumin
uptake in FSS-grown cells.

Coincident with the considerable increase in the endocytic
rate, transmission electron microscopy revealed an expansion in
endocytic compartments filling the subapical cytoplasm (Long
et al., 2017). Here, we examined the distribution of intracellular
megalin across the endocytic compartments. Surprisingly, the
fractional colocalization of megalin with markers of AEEs
(EEA1), AVs (Rab7), and DATs (Rablla) was not different
between static- and FSS-cultured cells. However, there was a
notable change in the distribution of Rablla which was
distinctly more concentrated within the subapical region of
FSS-cultured cells. In addition, we have previously reported a
significant increase in the expression of Rabl1la in FSS-cultured
cells (Long et al., 2017). This increase in expression and
polarized distribution of Rablla may contribute to the more
rapid (2-fold) recycling rate of megalin predicted by our
kinetic model.

Our kinetic model predicts that the fraction of megalin that is
recycled versus targeted for degradation is greater in FSS-
cultured cells compared with static-cultured cells. At first
glance, this is perhaps surprising, given that surface-tagged
megalin has a shorter half-life and greater colocalization with
LAMPI1 in FSS-cultured versus static-cultured cells. However,
this is a consequence of the overall more rapid traffic in FSS-

Frontiers in Physiology

10.3389/fphys.2024.1404248

cultured compared to static-cultured cells. Despite its shorter
half-life, megalin undergoes more rounds of endocytosis and
recycling during its lifespan. A very rapid endocytic rate in
PT cells enables the effective internalization of ligands upon
binding to receptors even if they have low binding affinities.
While the relatively slower recycling rate could be necessary for
the proper sorting of ligands from receptors. Together, this
balance of endocytosis and recycling ensures the efficient
recovery of proteins from the filtrate to prevent their loss in
the urine.

Another surprising finding in our study is the differential
changes in the expression and distribution of cubilin versus
megalin in FSS-cultured compared to static-cultured cells.
Previous biochemical and morphological studies have
suggested that, in the PT, cubilin and megalin traffic as a
complex (Moestrup et al., 1998; Ahuja et al., 2008). We also
showed that megalin- and cubilin-mediated uptake of albumin is
coordinately altered in our cell culture model of Dent disease
(Shipman et al., 2023). By contrast, here we found a larger
increase in the total expression of megalin compared to
cubilin (3.8-fold vs. 2.3-fold, respectively) in FSS-cultured
versus static-cultured cells, along with a greater decrease in
the fractional surface localization of cubilin compared to
megalin (60% vs. 43%). Megalin was recently shown to
assemble as a homodimer, whereas CUBAM contains three
cubilin molecules (Larsen et al., 2018; Beenken et al., 2023).
This could contribute to discordant changes in megalin and
cubilin distribution as a similar fractional change in receptor
complexes at the surface would result in a 1.5x larger change in
the number of cubilin molecules compared to megalin. However,
to be able to precisely correlate changes in receptor expression
and traffic with ligand uptake would require determination of
both the endocytic rate of cubilin and the stoichiometry of
albumin binding to these complexes. Regardless, our studies
are consistent with our prior observations that megalin and
cubilin continue to internalize ligands when expressed
independently of each other (Long et al, 2022; Long et al,
2023; Rbaibi et al., 2023).

Many current in vitro models of drug-induced nephrotoxicity
are poorly predictive of toxicity in humans (Soo et al., 2018). Our
findings highlight the importance of using a well differentiated
cell model to study drug uptake by the PT. We found that,
static-cultured OK cells,

gentamicin in FSS-cultured cells is primarily megalin driven,

contrary to apical uptake of
and that the increased megalin expression and faster endocytic
rate contributes to the increased gentamicin accumulation.
Consistent with this, Molitoris and others

demonstrated that infusion of RAP significantly reduced the

recently

PT accumulation and nephrotoxic effects of gentamicin in rats
(Wagner et al., 2023). Gentamicin can also enter PT cells
basolaterally via cation transporters such as TRPV4 (Nagai
and Takano, 2014), although the contribution of gentamicin
uptake via this pathway was not specifically examined.
that
metabolism and trigger pathologic signaling is thought to

Accumulation of reactive oxygen species impair
underlie the toxic effects of aminoglycosides. The similarities
in endocytic capacity and metabolism between FSS-cultured cells

and the PT in vivo highlight this model as a tool to assess the
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uptake pathways of clinically important drugs as well as the
effects of potential therapeutics that limit nephrotoxicity.

Data availability statement

The raw data supporting the conclusion of this article will be
made available by the authors, without undue reservation.

Author contributions

EL: Conceptualization, Investigation, Validation, Visualization,
Writing-original ~ draft, Writing-review editing. IC:
Investigation, Writing-review and editing. KL: Investigation,
Methodology, OW:
Conceptualization, Resources, Supervision, Writing-original draft,

and

Writing-review and editing.
Writing-review and editing. KS: Conceptualization, Investigation,
Methodology, draft,

Writing-review and editing, Supervision.

Visualization, Writing-original

Funding

The author(s) declare that financial support was received for the
research, authorship, and/or publication of this article. This work was
supported by National Institutes of Health Grants T32DK007052 (KS),
T32GM133353 (EL), ROIDK118726 (OW), U54DK137329,
$100D021627 (OW), P30DK079307, and S100D028596.

References

Ahuja, R, Yammani, R, Bauer, J. A,, Kalra, S., Seetharam, S., and Seetharam, B.
(2008). Interactions of cubilin with megalin and the product of the amnionless gene
(AMN): effect on its stability. Biochem. J. 410, 301-308. doi:10.1042/BJ20070919

Beenken, A., Cerutti, G., Brasch, J., Guo, Y., Sheng, Z., Erdjument-Bromage, H., et al.
(2023). Structures of LRP2 reveal a molecular machine for endocytosis. Cell 186,
821-836.e13. doi:10.1016/j.cell.2023.01.016

Bolte, S., and Cordelieres, F. P. (2006). A guided tour into subcellular colocalization
analysis in light microscopy. J. Microsc. 224, 213-232. doi:10.1111/j.1365-2818.2006.
01706.x

Christensen, E. L, Birn, H., Storm, T., Weyer, K., and Nielsen, R. (2012). Endocytic
receptors in the renal proximal tubule. Physiol. (Bethesda) 27, 223-236. doi:10.1152/
physiol.00022.2012

Edwards, A., Long, K. R, Baty, C. J,, Shipman, K. E., and Weisz, O. A. (2022).
Modelling normal and nephrotic axial uptake of albumin and other filtered proteins
along the proximal tubule. J. Physiol. (Lond) 600, 1933-1952. doi:10.1113/]P282885

Eshbach, M. L., and Weisz, O. A. (2017). Receptor-mediated endocytosis in the
proximal tubule. Annu. Rev. Physiol. 79, 425-448. doi:10.1146/annurev-physiol-
022516-034234

Hatae, T, Fujita, M., Sagara, H., and Okuyama, K. (1986). Formation of apical tubules
from large endocytic vacuoles in kidney proximal tubule cells during absorption of
horseradish peroxidase. Cell Tissue Res. 246, 271-278. doi:10.1007/BF00215889

Larsen, C., Etzerodt, A., Madsen, M., Skjedt, K., Moestrup, S. K., and Andersen, C. B.
F. (2018). Structural assembly of the megadalton-sized receptor for intestinal vitamin
B12 uptake and kidney protein reabsorption. Nat. Commun. 9, 5204. doi:10.1038/
541467-018-07468-4

Long, K. R, Rbaibi, Y., Bondi, C. D., Ford, B. R, Poholek, A. C., Boyd-Shiwarski, C.R.,
et al. (2022). Cubilin-megalin-and Dab2-dependent transcription revealed by CRISPR/
Cas9 knockout in kidney proximal tubule cells. Am. J. Physiol. Ren. Physiol. 322,
F14-F26. doi:10.1152/ajprenal.00259.2021

Long, K. R., Rbaibi, Y., Kashlan, O. B, and Weisz, O. A. (2023). Receptor-associated
protein impairs ligand binding to megalin and megalin-dependent endocytic flux in
proximal tubule cells. Am. J. Physiol. Ren. Physiol. 325, F457-F464. doi:10.1152/
ajprenal.00165.2023

Frontiers in Physiology

10

10.3389/fphys.2024.1404248

Acknowledgments

We thank Drs. Daniel Biemesderfer and Peter Aronson (Yale
University) for providing the anti-megalin antibody.

Conflict of interest

OW serves as a consultant to Aktis Oncology and Judo Bio.

The remaining authors declare that the research was conducted
in the absence of any commercial or financial relationships that
could be construed as a potential conflict of interest.

Publisher’'s note

All claims expressed in this article are solely those of the authors
and do not necessarily represent those of their affiliated
organizations, or those of the publisher, the editors and the
reviewers. Any product that may be evaluated in this article, or
claim that may be made by its manufacturer, is not guaranteed or
endorsed by the publisher.

Supplementary material

The Supplementary Material for this article can be found online
at: https://www.frontiersin.org/articles/10.3389/fphys.2024.1404248/
full#supplementary-material

Long, K. R,, Shipman, K. E., Rbaibi, Y., Menshikova, E. V., Ritov, V. B., Eshbach, M. L.,
etal. (2017). Proximal tubule apical endocytosis is modulated by fluid shear stress via an
mTOR-dependent pathway. Mol. Biol. Cell 28, 2508-2517. doi:10.1091/mbc.E17-04-
0211

Moestrup, S. K., Cui, S., Vorum, H., Bregengard, C., Bjorn, S. E., Norris, K., et al.
(1995). Evidence that epithelial glycoprotein 330/megalin mediates uptake of polybasic
drugs. J. Clin. Invest. 96, 1404-1413. doi:10.1172/JCI118176

Moestrup, S. K., Kozyraki, R, Kristiansen, M., Kaysen, J. H., Rasmussen, H. H., Brault,
D., et al. (1998). The intrinsic factor-vitamin B12 receptor and target of teratogenic
antibodies is a megalin-binding peripheral membrane protein with homology to
developmental proteins. J. Biol. Chem. 273, 5235-5242. d0i:10.1074/jbc.273.9.5235

Moestrup, S. K., and Verroust, P. J. (2001). Megalin- and cubilin-mediated
endocytosis of protein-bound vitamins, lipids, and hormones in polarized epithelia.
Annu. Rev. Nutr. 21, 407-428. doi:10.1146/annurev.nutr.21.1.407

Nagai, J., and Takano, M. (2014). Entry of aminoglycosides into renal tubular
epithelial cells via endocytosis-dependent and endocytosis-independent pathways.
Biochem. Pharmacol. 90, 331-337. doi:10.1016/j.bcp.2014.05.018

Nagai, J., Tanaka, H., Nakanishi, N., Murakami, T., and Takano, M. (2001). Role of
megalin in renal handling of aminoglycosides. Am. J. Physiol. Ren. Physiol. 281,
F337-F344. doi:10.1152/ajprenal 2001.281.2.F337

Negoescu, A., Labat-Moleur, F., Lorimier, P., Lamarcq, L., Guillermet, C., Chambaz,
E, et al. (1994). F(ab) secondary antibodies: a general method for double
immunolabeling with primary antisera from the same species. Efficiency control by
chemiluminescence. J. Histochem. Cytochem. 42, 433-437. doi:10.1177/42.3.7508473

Nielsen, R., Christensen, E. I, and Birn, H. (2016). Megalin and cubilin in proximal
tubule protein reabsorption: from experimental models to human disease. Kidney Int.
89, 58-67. doi:10.1016/j.kint.2015.11.007

Nielsen, S. (1993). Endocytosis in proximal tubule cells involves a two-phase
membrane-recycling pathway. Am. J. Physiol. 264, C823-C835. doi:10.1152/ajpcell.
1993.264.4.C823

Park, H. J,, Fan, Z, Bai, Y., Ren, Q,, Rbaibi, Y., Long, K. R, et al. (2020). Transcriptional
programs driving shear stress-induced differentiation of kidney proximal tubule cells in
culture. Front. Physiol. 11, 587358. doi:10.3389/fphys.2020.587358

frontiersin.org


https://www.frontiersin.org/articles/10.3389/fphys.2024.1404248/full#supplementary-material
https://www.frontiersin.org/articles/10.3389/fphys.2024.1404248/full#supplementary-material
https://doi.org/10.1042/BJ20070919
https://doi.org/10.1016/j.cell.2023.01.016
https://doi.org/10.1111/j.1365-2818.2006.01706.x
https://doi.org/10.1111/j.1365-2818.2006.01706.x
https://doi.org/10.1152/physiol.00022.2012
https://doi.org/10.1152/physiol.00022.2012
https://doi.org/10.1113/JP282885
https://doi.org/10.1146/annurev-physiol-022516-034234
https://doi.org/10.1146/annurev-physiol-022516-034234
https://doi.org/10.1007/BF00215889
https://doi.org/10.1038/s41467-018-07468-4
https://doi.org/10.1038/s41467-018-07468-4
https://doi.org/10.1152/ajprenal.00259.2021
https://doi.org/10.1152/ajprenal.00165.2023
https://doi.org/10.1152/ajprenal.00165.2023
https://doi.org/10.1091/mbc.E17-04-0211
https://doi.org/10.1091/mbc.E17-04-0211
https://doi.org/10.1172/JCI118176
https://doi.org/10.1074/jbc.273.9.5235
https://doi.org/10.1146/annurev.nutr.21.1.407
https://doi.org/10.1016/j.bcp.2014.05.018
https://doi.org/10.1152/ajprenal.2001.281.2.F337
https://doi.org/10.1177/42.3.7508473
https://doi.org/10.1016/j.kint.2015.11.007
https://doi.org/10.1152/ajpcell.1993.264.4.C823
https://doi.org/10.1152/ajpcell.1993.264.4.C823
https://doi.org/10.3389/fphys.2020.587358
https://www.frontiersin.org/journals/physiology
https://www.frontiersin.org
https://doi.org/10.3389/fphys.2024.1404248

Lackner et al.

Quiros, Y., Vicente-Vicente, L., Morales, A. I, Lopez-Novoa, J. M., and Lopez-
Herndndez, F. J. (2011). An integrative overview on the mechanisms underlying the
renal tubular cytotoxicity of gentamicin. Toxicol. Sci. 119, 245-256. doi:10.1093/toxsci/
kfq267

Rbaibi, Y., Long, K. R,, Shipman, K. E,, Ren, Q., Baty, C.]., Kashlan, O. B,, et al. (2023).
Megalin, cubilin, and Dab2 drive endocytic flux in kidney proximal tubule cells. Mol.
Biol. Cell 34, ar74. doi:10.1091/mbc.E22-11-0510

Ren, Q., Gliozzi, M. L., Rittenhouse, N. L., Edmunds, L. R., Rbaibi, Y., Locker, J. D.,
et al. (2019). Shear stress and oxygen availability drive differential changes in opossum
kidney proximal tubule cell metabolism and endocytosis. Traffic 20, 448-459. doi:10.
1111/tra.12648

Ren, Q., Weyer, K., Rbaibi, Y., Long, K. R,, Tan, R. ], Nielsen, R., et al. (2020). Distinct
functions of megalin and cubilin receptors in recovery of normal and nephrotic levels of
filtered albumin. Am. J. Physiol. Ren. Physiol. 318, F1284-F1294. doi:10.1152/ajprenal.
00030.2020

Schneider, C. A., Rasband, W. S., and Eliceiri, K. W. (2012). NIH Image to Image]:
25 years of image analysis. Nat. Methods 9, 671-675. doi:10.1038/nmeth.2089

Shi, L. B., Fushimi, K., Bae, H. R., and Verkman, A. S. (1991). Heterogeneity in ATP-
dependent acidification in endocytic vesicles from kidney proximal tubule.
Measurement of pH in individual endocytic vesicles in a cell-free system. Biophys. J.
59, 1208-1217. doi:10.1016/S0006-3495(91)82336-0

Shipman, K. E,, Baty, C. J., Long, K. R,, Rbaibi, Y., Cowan, I. A., Gerges, M., et al.
(2023). Impaired endosome maturation mediates tubular proteinuria in dent disease cell

Frontiers in Physiology

11

10.3389/fphys.2024.1404248

culture and mouse models. J. Am. Soc. Nephrol. 34, 619-640. doi:10.1681/ASN.
0000000000000084

Shipman, K. E.,, Long, K. R., Cowan, I. A,, Rbaibi, Y., Baty, C. J., and Weisz, O. A.
(2022). An adaptable physiological model of endocytic megalin trafficking in opossum
kidney cells and mouse kidney proximal tubule. Funct. (Oxf) 3, zqac046. doi:10.1093/
function/zqac046

Soo, J. Y.-C., Jansen, J., Masereeuw, R., and Little, M. H. (2018). Advances in
predictive in vitro models of drug-induced nephrotoxicity. Nat. Rev. Nephrol. 14,
378-393. doi:10.1038/s41581-018-0003-9

Wagner, M. C,, Sandoval, R. M., Yadav, S. P. S., Campos, S. B,, Rhodes, G. J., Phillips,
C. L., et al. (2023). Lrpapl (RAP) inhibits proximal tubule clathrin mediated and
clathrin independent endocytosis, ameliorating renal aminoglycoside nephrotoxicity.
Kidney360 4, 591-605. doi:10.34067/KID.0000000000000094

Weisz, O. A. (2021). Endocytic adaptation to functional demand by the kidney
proximal tubule. J. Physiol. (Lond) 599, 3437-3446. doi:10.1113/JP281599

Zhai, X. Y., Nielsen, R, Birn, H., Drumm, K., Mildenberger, S., Freudinger, R,, et al.
(2000). Cubilin- and megalin-mediated uptake of albumin in cultured proximal tubule
cells of opossum kidney. Kidney Int. 58, 1523-1533. doi:10.1046/j.1523-1755.2000.
00314.x

Zou, Z., Chung, B., Nguyen, T., Mentone, S., Thomson, B., and Biemesderfer, D.
(2004). Linking receptor-mediated endocytosis and cell signaling: evidence for regulated
intramembrane proteolysis of megalin in proximal tubule. J. Biol. Chem. 279,
34302-34310. doi:10.1074/jbc.M405608200

frontiersin.org


https://doi.org/10.1093/toxsci/kfq267
https://doi.org/10.1093/toxsci/kfq267
https://doi.org/10.1091/mbc.E22-11-0510
https://doi.org/10.1111/tra.12648
https://doi.org/10.1111/tra.12648
https://doi.org/10.1152/ajprenal.00030.2020
https://doi.org/10.1152/ajprenal.00030.2020
https://doi.org/10.1038/nmeth.2089
https://doi.org/10.1016/S0006-3495(91)82336-0
https://doi.org/10.1681/ASN.0000000000000084
https://doi.org/10.1681/ASN.0000000000000084
https://doi.org/10.1093/function/zqac046
https://doi.org/10.1093/function/zqac046
https://doi.org/10.1038/s41581-018-0003-9
https://doi.org/10.34067/KID.0000000000000094
https://doi.org/10.1113/JP281599
https://doi.org/10.1046/j.1523-1755.2000.00314.x
https://doi.org/10.1046/j.1523-1755.2000.00314.x
https://doi.org/10.1074/jbc.M405608200
https://www.frontiersin.org/journals/physiology
https://www.frontiersin.org
https://doi.org/10.3389/fphys.2024.1404248

	Fluid shear stress-induced changes in megalin trafficking enhance endocytic capacity in proximal tubule cells
	1 Introduction
	2 Materials and methods
	2.1 Cell culture
	2.2 Quantitation of uptake
	2.2.1 Albumin and dextran
	2.2.2 Gentamicin
	2.2.3 Uptake in the presence of RAP

	2.3 Surface binding of albumin
	2.4 Western blotting of cell lysates
	2.5 Surface biotinylation based assays
	2.5.1 Endocytosis
	2.5.2 Half-life of surface-biotinylated megalin

	2.6 Immunofluorescence staining
	2.7 Mathematical model of megalin trafficking
	2.7.1 Endocytic rate
	2.7.2 Intracellular trafficking rates


	3 Results
	3.1 Cells cultured under continuous shear stress have increased endocytic capacity and total protein
	3.2 Biochemical analysis of receptor localization and traffic
	3.3 Mathematical model reveals differences in megalin trafficking in cells cultured under static or shear stress conditions
	3.4 Megalin-driven endocytosis contributes more to gentamicin uptake in cells cultured under shear stress than under static ...

	4 Discussion
	Data availability statement
	Author contributions
	Funding
	Acknowledgments
	Conflict of interest
	Publisher’s note
	Supplementary material
	References


