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Abstract

Metallothionein 3 (MT-3) is a small, cysteine-rich protein that binds to essential metals
required for homeostasis, as well as to heavy metals that have the potential to exert toxic
effects on cells. MT-3 is expressed by epithelial cells of the human kidney, including the
cells of the proximal tubule. Our laboratory has previously shown that mortal cultures of
human proximal tubular (HPT) cells express MT-3 and form domes in the cell monolayer, a
morphological feature indicative of vectorial active transport, an essential function of the
proximal tubule. However, an immortalized proximal tubular cell line HK-2 lacks the expres-
sion of MT-3 and fails to form domes in the monolayer. Transfection of HK-2 cells with the
MT-3 gene restores dome formation in these cells suggesting that MT-3 is required for vec-
torial active transport. In order to determine how MT-3 imparts this essential feature to the
proximal tubule, we sought to identify proteins that interact either directly or indirectly with
MT-3. Using a combination of pulldowns, co-immunoprecipitations, and mass spectrometry
analysis, putative protein interactants were identified and subsequently confirmed by West-
ern analysis and confocal microscopy, following which proteins with direct physical interac-
tions were investigated through molecular docking. Our data shows that MT-3 interacts with
myosin-9, aldolase A, enolase 1, $-actin, and tropomyosin 3 and that these interactions are
maximized at the periphery of the apical membrane of doming proximal tubule cells.
Together these observations reveal that MT-3 interacts with proteins involved in cytoskeletal
organization and energy metabolism, and these interactions at the apical membrane sup-
port vectorial active transport and cell differentiation in proximal tubule cultures.

Introduction

The metallothioneins (MT) are a family of intracellular metal-binding proteins of low molecu-
lar weight (6 kD) with a very high number of conserved cysteine residues that allow the effi-
cient binding of transition metals [1]. In both mice and humans, the MT gene family is
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divided into 4 isoforms based on small differences in sequence and charge, designated as MT-
1 through MT-4 [2-4]. The MT-1 and MT-2 family members have been extensively studied
due to their role in the homeostasis of zinc (Zn>*) and copper (Cu**), redox biology and in the
detoxification of heavy metals such as cadmium (Cd**) and mercury (Hg2+) [5-7]. In addition,
their induced expression upon heavy metal exposure is ubiquitous in almost all tissues, making
the MT-1 and MT-2 genes an early model for the study of metal-induced gene regulation [8,
9]. The MT-1 and MT-2 family members are central to the cell’s armamentarium against stress
[7, 10]. In contrast, the MT-3 isoform has seen a far less extensive study but possesses several
unique features not shared by the MT-1 and MT-2 isoforms. The MT-3 isoform was initially
cloned as a human growth inhibitory factor due to its down-regulation in Alzheimer’s disease
[11]. Concurrently, this growth inhibitory factor was identified as a metallothionein-like pro-
tein [12] and as MT-III, a brain-specific member of the metallothionein gene family [13]. The
MT-3 isoform is structurally unique in that it possesses 7 additional amino acids that are not
present in any other member of the MT gene family, a 6 amino acid C-terminal sequence, and
a Thr in the N-terminal region [11-13]. The unique N-terminal region is required for its neu-
ronal growth inhibitory activity, an activity not shared by other members of the MT gene fam-
ily [14]. The MT-3 isoform is not induced by heavy metals and a variety of other agents that
induce the expression of MT-1 and MT-2 [15, 16].

This laboratory demonstrated that MT-3 expression was not confined to the neural system,
with the finding that MT-3 mRNA and protein could be localized to the tubular elements of
the human nephron [17, 18]. This laboratory extended the findings in the human kidney to
studies of MT-3 expression in mortal and immortal cell culture models of human proximal
tubular cells (HPT and HK-2). These studies implicated MT-3 expression in mediating the
cell’s choice between apoptotic and necrotic cell death when exposed to Cd** [19, 20] and in
the regulation of the epithelial-mesenchymal transition (EMT) in renal epithelial cells [21-23].
Outside the renal system, MT-3 expression has been limited to an examination of its expres-
sion in several human cancers. Elevated expression of MT-3 was demonstrated in bladder,
breast, prostate, and non-small cell lung cancer [24-29] and decreased expression was seen in
gastric cancer, esophageal adenocarcinoma, and squamous cell cancer [30-32]. A major reason
limiting the interest in the study of MT-3 is that the exact function of MT-3 is unknown. The
MT-3 protein has no enzymatic activity, and its lack of induction by stress stimuli has not
afforded it a potential role in mediating heavy metal toxicity. The ability of MT-3 to participate
in Zn** transfer to other proteins is assumed, but similar to MT-1 and MT-2 is not conclu-
sively shown in situ. In the present study, an examination of the binding partners and their
localization was undertaken as an initial step in understanding how stable transfection of MT-
3 into HK-2 cells could alter vectorial active transport and cell morphology. Vectorial active
transport often manifests in monolayer culture of transporting epithelium as dome structures,
regional areas of trapped fluid due to transepithelial fluid transport, a property of the HK-2
proximal tubule cell line that is dependent upon the expression of MT-3 [21].

Materials and methods
Cell culture

HK-2 cells were purchased from ATCC and the STR authentication was provided by the com-
pany. Stock cultures of HK-2 and HK-2 cells transfected with the MT-3 gene, (HK-2(MT-3))
were maintained under serum-free conditions as previously described [17, 21, 33]. Briefly,
cells were fed fresh growth medium every 2-3 days consisting of a 1:1 mixture of Dulbecco’s
modified Eagles’ medium (DMEM) and Ham’s F-12 growth medium supplemented with sele-
nium (5 ng/mL), insulin (5 pg/mL), transferrin (5 ug/ml), hydrocortisone (36 ng/mL),
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triiodothyronine (4 pg/mL) and epidermal growth factor (10 ng/mL). HK-2 and HK-2(MT-3)
cultures were sub-cultured 1:4 or 1:3 upon reaching 80% confluency or doming (normally 3-7
days post subculture) using trypsin-EDTA (0.05% - 0.02%).

Transient transfection

HK-2 cells were transiently transfected with 2 pg supercoiled V5-tagged MT-3 DNA construct
as described previously [22, 23] using electroporation (Lonza). Sub-confluent cell cultures in
the log phase of growth were trypsinized from T-75 flasks, pelleted, and re-suspended in

100 pL of room temperature Nucleofector Solution V (Lonza). Diluted DNA was added and
mixed gently before transferring the reaction to the supplied cuvette. Electroporation program
V was run, and the entire contents of the cuvette were transferred to 1-well of a 6-well plate
containing 2 mL of the media. Cells were allowed 6 hours to recover and attach to the tissue
culture-treated matrix before the addition of fresh media supplemented with 30 uM Zn>*.
Cells were harvested 24 hours following transfection for subsequent analysis.

Protein isolation

For analysis of protein-protein interactions, HK-2 or HK-2(MT-3-V5) cells were lysed in a
gentle lysis buffer in an attempt to limit the dissociation of protein complexes. Cell monolayers
were rinsed on ice with cold PBS twice prior to the addition of 100 L of cold IP lysis bufter
(25 mM Tris-HCI, 150 mM NaCl, 1% NP-40, 5% glycerol, pH 7.4) containing EDTA-free pro-
tease inhibitors (Sigma) directly to the monolayer. Plates were incubated on ice for 30 minutes
with orbital shaking; lysates were collected and transferred to cold microfuge tubes, centri-
fuged at 10,000¢ for 10 minutes to pellet debris. The protein was quantified by the BCA assay.

Immunoprecipitation

For co-immunoprecipitation of immune complexes, 1000 pg of HK-2 or HK-2 (MT-3-V5)
lysate was first pre-cleared by incubation with 50 uL of Protein A/G magnetic beads (Thermo-
Scientific) and rabbit IgG (to eliminate most of the non-specific protein interactions) for 30
minutes at 4°C with gentle end-over-end mixing (10 RPM). The beads were pelleted with a
magnet, and the lysates were transferred to a fresh, cold microfuge tube. Next, 20 pg of the
anti-V5 antibody (rabbit monoclonal, Abcam #Ab9116) was added to the tube, and the total
volume was adjusted to 500 puL. The samples were incubated overnight at 4°C with gentle end-
over-end mixing (10 RPM) to allow immune complex formation. The following day, 50 pL of
Protein A/G magnetic beads were prepared by first adding 175 uL of IP lysis buffer (described
above), mixing, and removal. An additional 1 mL of IP lysis buffer was added, mixed, and
removed. Immediately following the final bead wash, the immune complexes were transferred
to the tubes containing the prepared beads and incubated at room temperature with gentle
end-over-end mixing for 75 minutes to allow the beads to capture the immune complexes. The
beads were collected, and the supernatant was removed. The beads were washed 3 times with
500 uL of 25 mM Tris-HCI, 150 mM NaCl, 0.05% Tween-20 (pH 7.4), followed by a final wash
with 18Q H,O. Bound proteins were eluted from the antibody-bound beads through incuba-
tion with Laemmli Buffer without any reducing agent, with mixing at room temperature for 10
minutes. Controls included were: beads + V5 antibody+ IP lysis buffer (no lysate control);
HK-2 (MT-3-V5 lysate) + beads (no antibody control); HK-2 lysate + V5 antibody + beads (no
bait control), all controls were processed in an analogous manner simultaneously.
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Western blotting

For Western blotting, protein lysates were prepared in equivalent volumes to contain 20 pg of
total protein and mixed with Laemmli Buffer (Bio-Rad) containing either TCEP or B-mercap-
toethanol and boiled for 5 minutes at 95°C to reduce and linearize protein. After cooling, sam-
ples were loaded onto 4-20% gradient gels (Bio-Rad) and separated by SDS-PAGE. Proteins
were transferred to 0.2 um PVDF membranes using the Trans-blot Turbo transfer apparatus
(Bio-Rad). Following the transfer, the membranes were blocked with 5% non-fat milk or
bovine serum albumin (BSA) dissolved in 10 mM Tris-buffered saline, 0.1% Tween-20
(TBS-T) for 90 minutes at room temperature. The membranes were incubated with primary
antibodies against (human) proteins of interest at dilutions indicated in S1 Table overnight (16
h) at 4°C with orbital shaking. Membranes were washed with TBS-T buffer and incubated
with horseradish peroxidase-conjugated secondary antibodies against the species; the primary
antibodies were raised for 1 h at room temperature with orbital shaking. Anti-rabbit and anti-
mouse antibodies were diluted at 1:3000 (Cell Signaling), and the anti-goat antibody was
diluted 1:1000. Proteins of interest were visualized by chemiluminescent HRP detection (Bio-
Rad). Primary and secondary antibodies were diluted in the same buffer used for blocking.

Mass spectrometry

In-gel digests (100 uL) were concentrated by rotary evaporation to 10 uL, desalted, and further
purified and concentrated on a Millipore C18 ZipTip (regular) according to the manufactur-
er’s instructions to a final volume of 2 uL in 50% acetonitrile/0.1% trifluoroacetic acid. A

0.5 uL aliquot was spotted onto a MALDI target plate with an equal volume of a-cyano-
4-hydroxycinnamic acid in 50% acetonitrile/0.1% trifluoroacetic acid and analyzed with an
AB/Sciex 4800 MALDI TOF/TOF. The MS acquisition was in reflector positive ion mode with
a mass range of 800-4000 m/z. Twenty subspectra, at 50 shots per subspectrum, were acquired
for a total of 1000 shots per spectrum. The top twenty most intense precursors were selected
for MS/MS, starting with the weakest precursor. The MS/MS acquisition was in MS/MS 1kV
positive mode with collision-induced dissociation turned off. The MS/MS processing method
was with default parameters. Precursor mass window resolution was at 100. Twenty subspec-
tra, at 100 shots per subspectrum, were acquired for a total of 2000 shots per spectrum.

Protein identification

Peak lists were generated from raw data with AB/SCIEX 4000 Series Explorer version
3.5.28193 using the Peaks to Mascot tool. Default settings were selected except the minimum
signal-to-noise was set to 4, and the minimum peak area was set to 200. The MSMS spectra
were searched against the human IPI database version 3.52 (72,928 sequences) using Mascot
version 2.1 (Matrix Science). Search parameters were set for trypsin as the enzyme allowing
one missed cleavage, a peptide error of 1.2 Da, and a fragment ion error of 0.6 Da. Carbamido-
methyl (C) was selected as a fixed modification. Variable modifications were N-acetyl (pro-
tein), oxidation (M), and pyroGlu (N-term Q). Peptides with Expect values less than 0.05 (ions
score of > 38) were accepted outright. Those with Expect values greater than 0.05 were manu-
ally inspected before inclusion in the peptide identification list. The relative molecular weights
of the identified proteins were consistent with their theoretical masses.

Immunolocalization

For immunolocalization experiments, the cells were grown in 24 well plates containing 12 mm
glass coverslips at 37° C, 5% CO,. Cells at confluent density were fixed and stained using
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previously described procedures [34, 35]. Briefly, cells were fixed in 3.7% buffered, methanol-
free formaldehyde (Polysciences, Inc.) for 20 min at room temperature. Coverslips were
quenched of free aldehyde with 0.1 M NH,Cl for 15 min, followed by permeabilization with
0.1% Triton X-100 for 15-18 min at room temperature. Cells were stained with the primary
antibodies for 45 min at 37° C followed by incubation with 2.0 mg/ml of the appropriate
Alexa-Fluor-conjugated secondary antibody (Invitrogen) for 45 min at 37° C. Primary anti-
bodies used are listed in S1 Table and all secondary antibodies were Alexa-Fluor conjugates
from Invitrogen used at a concentration of 2 ug/mL. They include Alexa Fluor 488 conjugated
Goat anti-Rabbit IgG and Donkey anti-Rabbit IgG; as well as Alexa Fluor 568 conjugated Don-
key anti-Goat IgG, Goat anti-Mouse IgG, and Donkey anti-Mouse IgG. Dual labeling was per-
formed by incubating with the first primary antibody then its appropriate secondary antibody
followed by the same sequence with the next primary antibody and its appropriate secondary
antibody. All co-localization experiments were performed in both directions, with antibody1
being used first followed by antibody2 and vice versa on another set of coverslips. All co-locali-
zation were found to have positive results regardless of which primary antibody was stained
for first. Labeling for F-Actin was performed using a 66 nM concentration of Alexa-Fluor568
tagged phalloidin either alone or after staining for MT-3. Coverslips were mounted in ProLong
Diamond anti-fade reagent with DAPI (Invitrogen) for nuclear counter staining. Controls
consisted of coverslips treated with PBS instead of primary antibody and was performed for
both double and single labeled combinations of secondary antibodies. All controls stained
appropriately and had virtually no specific staining when photographed under the same set-
tings that were used for experimental cells. Stained cells were observed using a Leica TCS SPE,
DM5500 laser scanning confocal microscope with LAS-X software (Leica Microsystems).
Images were obtained by capturing z-slices at the indicated optimal depth per objective lens
and processed using LAS-X analysis system software and Adobe Photoshop CS6.

Molecular docking and visualization

The protein structures for MT-3/MT-1E and the receptors, aldolase A, enolase 1, B-actin, and
tropomyosin 3 were prepared in silico. The experimentally solved structures of the receptors
were taken having PDB IDs: 4ALD (aldolase A), 2PSN (enolase 1), 6NBW (B-actin), and 7KO5
(tropomyosin 3). For human MT-3, only the a-domain was available with an NMR structure
with PDB ID 2F5H; and the B-domain was modeled from the mouse. Mouse MT-1 (PDB ID
1DFT) having 70% sequence identity was used, and homology modeling was performed with
Modeler [36]. Two domains were connected using a trans configuration with backbone dihe-
dral angle w~180° for the peptide bond. The missing residues in the receptors were modeled
using Modeler [37]. For comparative studies [23] of the binding partners, MT-1E structure
from the AlphaFold [38] database was taken. Since the modelled structures did not have any
ligands, the metals were manually added on MT-3 and MT-1E using the technique of compar-
ative modelling via structure superimposition. The modelled structures were energy mini-
mized to achieve a local minima, and to test the accuracy and stereochemical quality of the
structures, Procheck [39] and PDBsum [40] were used for validation before and after molecu-
lar docking. For docking purposes, the protein structures were prepared in their monomeric
form with Pymol [41] and AutoDock4.2 [42] as shown in S1 Fig. Further, atoms included as
water, solvents, and alternate occupancies were deleted, and the hydrogen atoms were added.
Hawkdock [43] was used for molecular docking. The blind docking method [44] was used for
all the receptors, and clusters of the poses with minimum energies were chosen for further
analyses. Subsequently, docked complexes of MT-3 with their binding partners were obtained
and then visualized for the interactions within the protein-protein interface sites.
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Estimation of binding affinities

The binding affinities between MT-3 and its binding partners were computed using an all-
atom energy-based algorithm called Molecular Mechanics/Generalized Born Surface Area
(MM/GBSA) [45, 46]. Furthermore, the strength of binding was also evaluated by predicting
theoretical dissociation constant K4 and binding affinity AG by the interfacial residues of pro-
tein-protein interactions by using prodigy [47]. The same methods were employed for calcu-
lating binding affinities between the mentioned binding partners and MT-1E for a
comparative evaluation.

Results
Identification of protein interactions with MT-3

In order to identify potential protein interactions of MT-3 within the human proximal tubule,
100 pg of purified Zn,MT-3 was covalently cross-linked to amine-reactive agarose beads and
incubated with lysates (1 mg) isolated from HK-2 cells. The eluates were subjected to
SDS-PAGE followed by silver-staining (S2A Fig). Visible protein bands were excised, in-gel
trypsinized, and subjected to MALDI-TOF/TOF mass spectrometry (MS/MS), revealing -
actin, myosin-9, and tropomyosin 3 as putative MT-3 protein interactants (Table 1). Previous
studies evaluating MT-3 protein interactions in cultured astrocytes identified enolase 1 and
aldolase A as MT-3 interacting proteins [33], leading us to evaluate these proteins in addition
to those identified by MS/MS. Following the confirmation that proteins were present in eluted
fractions, eluates were subjected to SDS-PAGE followed by western blotting (Fig 1Aa-1Ad) to
probe for the individual protein interactants.

V5-mediated immunoprecipitations in MT-3 expressing HK-2 lysates

To further support the protein-protein interactions observed through pulldowns, we generated
mutant cell lines either stably or transiently expressing MT-3. The MT-3 antibody is generated
against the hexapeptide C-terminal insert not present in any other metallothionein isoforms.
We have hypothesized the C-terminal domain of MT-3 to be the region of protein-protein
interactions, as this feature distinguishes MT-3 from MT-1,-2, and -4. This becomes problem-
atic for co-immunoprecipitation studies if the C-terminal domain is blocked by the interac-
tions that are being determined. For these reasons, the stop codon of MT-3 was removed to
allow translation of a V5 tag to aid in immunoprecipitation, Western blotting, and immuno-
fluorescence. V5 is a relatively small tag in comparison to most other commercially available
protein tags, adding an additional 4 kD. Prior to performing immunoprecipitation, lysates
were tested for the presence of MT-3-V5 by Western blotting (S2B Fig). We also confirmed

Table 1. Identification of MT-3-binding proteins by MT-3 affinity chromatography.

Symbol Name Mass (kD) Unique peptides Sequence coverage
MYH9 Myosin heavy chain-9, non-muscle 228 16 12%

ACTB Actin, cytoplasmic 1 42 7 26%

TPM3 Tropomyosin alpha-3 chain 32 3(5)" 14%

TPM1 Tropomyosin alpha-1 chain 29 1(3)" 7%

Purified human Zn,-MT-3 was cross-linked to agarose beads and incubated with protein extracts from HK-2 cells. After washing in incubation buffer, the bound
proteins were eluted in a high salt elution buffer, dialyzed, and subjected to SDS-PAGE followed by silver staining. Selected stained bands were excised and subjected to
in-gel trypsin digestion followed by MS/MS. The protein identities are indicated. All MS/MS were manually validated.

*Numbers in parentheses indicate unique peptides plus peptides shared by TPM3 and TPM1.

https://doi.org/10.1371/journal.pone.0267599.t001
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Fig 1. Validation of MT-3 protein interactions by MT-3 mediated pulldown and V5-mediated co-immunoprecipitation. (A). Zn,-MT-3
cross-linked agarose beads pulldown proteins isolated from cultured human proximal tubule cells (HK-2) include B-actin (a), tropomyosin 3 (b),
enolase 1 (c), and aldolase A (d). (B). MT-3 interacts with myosin-9 (a), f-actin* (b) and enolase 1 (c) in V5-tagged MT-3 expressing proximal
tubule cells. To verify the binding of MT-3 to myosin-9, B-actin, and enolase 1 in vitro, the V5 antibody was cross-linked to agarose beads
through aldehyde linkage and incubated with HK-2 MT-3-V5 cell lysates. Bound proteins were eluted and detected by western blotting. The
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corresponding protein was not detected in non-transfected control (no V5 tagged MT-3), no antibody control, and no lysate control. “Note: Heat
causes Protein A/G to come off the magnetic beads, and the reducing agent dissociates the heavy and light chains of the antibody, resulting in
detection via secondary antibody reactivity towards protein A/G.

https://doi.org/10.1371/journal.pone.0267599.g001

the lack of V5 signal in MT-3 null lysates. Interestingly, cells supplemented with 30 uM Zn>*
in the growth medium six hours post-transient transfection contained more MT-3 protein
than those supplemented with the normal growth medium (S2B Fig). MT-3 is not inducible by
Zn**, so this observation probably correlates to the increased stability of fully Zn>*-bound
MT-3 compared to apo-MT-3 or other less metallated forms of MT-3, resulting in less turn-
over of this protein. Co-immunoprecipitation of V5-MT-3 complexes and subsequent western
blotting confirmed myosin-9, B-actin, and enolase 1 (Fig 1Ba-1Bc) as MT-3 interacting pro-
teins in the proximal tubule.

Intracellular localization of MT-3 in HK-2(MT-3) cells

Previous studies from this laboratory on human proximal tubule cells have demonstrated that
expression of MT-3 is critical for these cells to have vectorial transport and hence the capacity
to form domes in vitro [18, 21-23]. In this study, the intracellular localization of MT-3 was
determined in HK-2 cells that were previously transfected with the MT-3 gene [21]. The locali-
zation of MT-3 was determined in both the non-doming cell monolayer as well as within
dome structures using laser scanning confocal microscopy. Results showed that in the non-
doming monolayer the vast majority of MT-3 localizes diffusely within the cytoplasm (Fig 2A-
2E). In many cells, the diffuse cytoplasmic localization of MT-3 also correlated with the apical
portion of the cell above the nucleus and was rarely, if ever, found with heavy fluorescent stain-
ing at the basal portion of the cell beneath the nucleus (Fig 3A and 3B). Conversely, in the
doming portions of the monolayer, the vast majority of MT-3 is localized to the periphery of
the cells and, in particular, for larger dome structures to the periphery of the dome itself (Fig
2F-20). In intermediate domes, as shown in Figs 2F-2], 3C and 3D, MT-3 was often found
localized to the periphery of the dome as well as to the apical aspects of the individual cells.
However, within taller domes, MT-3 was often found with high fluorescence intensity, concen-
trated at the lateral aspects of the dome cell periphery (Figs 2L-2N, 3E and 3F) and also dif-
fusely at the apical aspect of the dome (Fig 20). Results also showed that nearly all dome
structures appear to have low levels of cytoplasmic or basally localized MT-3, with the majority
of MT-3 localizing to the lateral and/or apical aspects of the cells within domes, which was par-
ticularly evident in the orthogonal views of the dome structures (Fig 3C-3F). These findings
are further supported by viewing the fields using three-dimensional analysis of scanning
images (S3 Fig) which show that MT-3 is present on the periphery of the dome, and very little
is visualized within the dome structure itself.

Intracellular localization of F-actin in HK-2(MT-3) cells

Considering the peripheral localization of MT-3 in dome structures, the localization of fila-
mentous actin (F-actin), which is the key cytoskeletal element in driving cellular shape, was
investigated. Results showed that HK-2 (MT-3) cultures had very high fluorescent staining for
F-actin stress fibers localized through the basal aspects of the cell along with heavy staining in
the lateral localization and yet very little apical concentration (Figs 4 and 5). F-actin was found
to rim the cellular periphery regardless of whether or not the cells were associated with domes
(Fig 4B-4D, 4G-4I, and 4L-4N). The heavy staining of F-actin not only on the dome periphery
but also cellular periphery within the dome (Figs 4G-4]J, 4L-40 and 5C-5F) is in stark contrast
with MT-3, which was found primarily associated with only the dome periphery. Using the
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Fig 2. Intracellular localization of MT-3 in a doming population of HK-2(MT-3) cells. MT-3 (green) is seen in a non-doming monolayer (A-E), a
moderately tall dome (F-J), and in a taller dome structure (K-O). Nuclei are stained with DAPI (blue). The z-section level (0.35 pm depth) relative to the total
number of z-sections through that region is indicated as a ratio in the upper right corner of each image. The scale bar at the bottom right of each image shows
increments of 5 um up to 25 pum.

https://doi.org/10.1371/journal.pone.0267599.9002

same 3-D analysis as for MT-3 localization, F-actin was confirmed to be exhibit heavy staining
at the basal and lateral aspects of the plasma membrane (S4A, S4E and S4I Fig), and little to no
F-actin was present on the apical surface so that the top-down view of the domes gave little

Fig 3. Orthogonal images of MT-3 localization. MT-3 (green) and nuclei (blue) are seen in orthogonal sections along
the x-axis (A, C and E) and y-axis (B, D and F) for same 3 fields shown in Fig 1. The non-doming monolayer (A and
B), the moderately tall dome (C and D) and the taller dome structure (E and F) are all shown.

https://doi.org/10.1371/journal.pone.0267599.9003
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Fig 4. Intracellular localization of F-actin in a doming population of HK-2(MT-3) cells. F-actin (red) is seen in a non-doming monolayer (A-E), a
moderately tall dome (F-J), and in a taller dome structure (K-O). Nuclei are stained with DAPI (blue). The z-section level (0.35 um depth) relative to the total
number of z-sections through that region are indicated as a ratio in the upper right corner of each image. The scale bar at the bottom right of each image shows
increments of 5 pm up to 25 um.

https://doi.org/10.1371/journal.pone.0267599.9004

dimensional orientation (S3B, S3F and S3] Fig). Likewise, 3-D wedges cut from the domes
showed very high fluorescent staining and localization of F-actin inside the dome itself (S4C,
§4D, S4G, S4H, S4K and S4L Fig). Although there was a strong presence of F-actin within the
dome, the heavy staining of F-actin on the lateral edges of the dome periphery was similar to
the localization of MT-3. This similarity along with the previous results showing that MT-3 is
imperative to dome-formation in these cells is indicative that MT-3 may associate with the

Fig 5. Orthogonal images of F-actin localization. F-actin (red) and nuclei (blue) are seen in orthogonal sections
along the x-axis (A, C and E) and y-axis (B, D and F) for same 3 fields shown in Fig 4. The non-doming monolayer (A
and B), the moderately tall dome (C and D) and the taller dome structure (E and F) are all shown.

https://doi.org/10.1371/journal.pone.0267599.9005
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actin cytoskeleton either directly or indirectly in order for the HK-2 cells expressing MT-3 to
have polarized, vectorial-active transport.

Co-localization of MT-3 with identified binding partners

Based on the immunoprecipitation and mass spectrometry identification of MT-3 binding
partners, laser scanning confocal microscopy was used to determine intracellular co-localiza-
tion. MT-3 was found to co-localize to F-actin at the cell periphery in the non-doming mono-
layer as well as within dome structures (Fig 6A and 6F, respectively). Overall, the co-
localization was minimal in the x/y planes with MT-3 generally being internal to the more
peripheral F-actin, but co-localization was observed in multiple fields and in both Z-sections
and in the orthogonal views (x/z and y/z planes).

Two classical F-actin binding proteins, myosin-9 and tropomyosin 3, were identified to be
MT-3 binding partners, and the level of MT-3 co-localization with these proteins was also
assessed. Both myosin-9 and tropomyosin 3 were found to co-localize with MT-3 in the non-
doming monolayer (Fig 6B and 6C, respectively) as well as in dome structures (Fig 6G and 6H,
respectively). However, the level of co-localization of these two actin-binding proteins with
MT-3 was noticeably different. Myosin-9 was found to be co-localized with MT-3 in the peri-
nuclear cytoplasm, often apically, in most cells of non-doming monolayers (Fig 6B, 6B’ and
6B"). In the dome structures, MT-3 and myosin-9 were found to be have a high degree of co-
localized at the lateral dome periphery in nearly all cells associated with domes (Fig 6G, 6G’

Fig 6. Intracellular co-localization of MT-3 and its binding partners. Images of MT-3 co-localization with the identified binding partners are
shown in individual z-sections (0.35 um depth) for the non-doming monolayer (A-E) and a doming region (F-J). Larger panels have the 25 pm
scale bar indicated on the bottom left, and there is an inset indicated with a higher magnification image that contains a 5 um scale bar. Respective
orthogonal views are shown for each image and are indicated () for scanning along the x-axis and (") for scanning along the Y-axis. In each panel
MT-3 staining is shown in green and the binding partners in red: F-actin (A and F); myosin-9 (B and G); tropomyosin 3 (C and H); enolase 1 (D
and I); aldolase A (E and J). The z-section level is shown as a ratio relative to the total z-images taken for that panel.

https://doi.org/10.1371/journal.pone.0267599.9006
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and 6G"). Tropomyosin 3, was found to co-localize with MT-3 in the cytoplasm of some cells
of both the non-doming monolayer and at the dome-periphery (Fig 6C and 6H, respectively).
In addition to actin-binding proteins, MT-3 was found to bind to two glycolytic proteins, eno-
lase 1 and aldolase A. Confocal microscopy experiments showed that both enolase 1 and aldol-
ase A had some co-localization with MT-3 in the perinuclear region of the cytoplasm,
particularly along the apical aspects of the cells, in the non-doming monolayer (Fig 6D and 6E
respectively). However, in domes, MT-3 and enolase 1 showed a high degree of and nearly
complete co-localization at the upper lateral periphery of the dome (Fig 61, 6I" and 61"). Aldol-
ase A was also found to co-localize with MT-3 to a high degree along the dome periphery,
although not as completely as enolase 1 (Fig 6], 6]’ and 6]").

The localization of each the MT-3 binding partners within the 3-D monolayer was deter-
mined to better comprehend doming structures. Unfortunately, 3-D analysis does not provide
the resolution or processing needed for determining co-localization of binding partners, how-
ever, information on the localization of the individual proteins in the 3-D dome does provide
an additional level of understanding. The binding partners, myosin-9, tropomyosin 3, enolase
1 and aldolase A, were found to have a high degree of lateral staining of the dome periphery
(Fig 7A-7D, respectively) as well as substantial apical staining in the top-down viewpoint (Fig
7E-7H). However, when a 3-D slice of the dome is cut away from the image offering a view
inside the dome, more differences in the localization of these proteins emerge. Myosin-9 and
tropomyosin 3 have high degree of peripheral staining but also contain some lighter staining
along the plasma membrane and within the dome cells (Fig 71 and 7]). Enolase 1 had very high
peripheral staining along the outer face of the dome with very little inside the dome (Fig 7K).
This staining pattern is nearly identical to what was observed for MT-3 in the 3-D dome pro-
jections (53 Fig). Conversely, while some aldolase A is concentrated along the dome periphery,
there is substantial staining found in punctate structures through the cytoplasm as well as
through the depth of the dome (Fig 7L).

Additional views of MT-3 and myosin, enolase 1, and aldolase A can be seen in S5-S7 Figs.
These panels provide additional views of the high degree of MT-3 co-localization in the non-
doming monolayer and as well as in the dome structures themselves.

Estimation of protein-protein interactions

The MT-3 binding partners that displayed physical interactions (Fig 1A) with the protein in
the above experiments were taken for further analyses. The top ten conformations from molec-
ular docking were evaluated, and clusters of poses with minimum energies (MMGBSA) were
taken into account for protein-protein interactions. Table 2 lists two models of each binding
partner; their docking scores, binding affinities, K4, and AG values were calculated for estima-
tion of their binding strengths. The surface representation of these MT-3 poses with the indi-
vidual proteins are shown in S8 Fig. Moreover, various types of inter-residue interactions
between the proteins were explored; these are given for all four complexes in S9 Fig. The insert
sequence EAAEAE starting from position 55 to 60 exists in the a-domain of MT-3. Here, with
these interactions, all the binding proteins are seen to be interacting with the a-domain of
MT-3, especially three binding proteins (Enolase, Tropomyosin, 3-Actin) were seen to be
interacting with the insert sequence of MT-3. In all of the proteins, several of the amino-acids
that are only present in MT-3 and not in MT-1/2 also contributed to protein-protein
interactions.

In the case of tropomyosin 3, there were many docked conformations clustered on two
positions, and the binding affinity of the best conformation was -25.72 kcal/mol. Further, the
interacting residues of both receptor-protein and ligand-protein are shown in Fig 8A.
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Fig 7. Three dimensional projection of the intracellular localization for the MT-3 binding partners. Each of the binding partners are shown in red:
Myosin-9 (A, E and I); tropomyosin 3 (B, F and J); enolase 1 (C, G and K); and aldolase A (D, H and L) and nuclei are shown in blue. The 3 different 3D views
shown are side angle view (A-D), apical surface from the top down (E-H), and a portion of the field cut away in a 3D slice (cut in the X, Y, and Z planes) are
shown in (I-K). All panels shown are for a representative dome structure.

https://doi.org/10.1371/journal.pone.0267599.9007

Table 2. Protein-protein molecular docking scores obtained for the best two conformations of MT-3 and its binding partners.

Protein
ALDOA

ENO1

ACTB

TPM3

Complex Model

1
2
1
2
1
2
1
2

Docking Score (Hawkdock)
-3303.8
-3534.4
-3755.3
-3578.3
-3374.3
-3273.4
-2989.4
-2612.1

MMGBSA Binding Affinity (kcal/mol)
-19.95

-18.12

-7.25

-7.67

-7.54

-7.44

-25.72

-14.41

Kq (M) at 25°C
1.4E-07
4.0E-10
2.5E-07
4.3E-09
6.0E-07
3.4E-08
1.4E-06
2.1E-07

Interfacial Contacts AG (kcal/mol)

The ligand-protein is MT-3, and the binding partner is considered as the receptor-protein. The best two conformations of MT-3 are considered, and the parameters that

define their binding strengths are given.

https://doi.org/10.1371/journal.pone.0267599.t002
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Importantly, three hydrogen bonds, two salt bridges, and several non-bonded interactions
were seen with the o-domain; moreover the insert sequence residues E55, A56, E58, and A59
were involved in these interactions. For enolase 1, the favorable binding affinities were seen
for poses that were bound near the catalytic site of the enzyme and Fig 8B shows the best con-
formation with binding affinity of -7.67 kcal/mol. Here, four hydrogen bonds, one salt bridge,
and several non-bonded interactions were seen with o-domain; moreover, E55 and A59 from
the insert sequence was also involved. Similarly, in the case of aldolase A, it was seen that most
of the top conformations were for poses that were in the vicinity of the active site and the

Fig 8. Inter-biomolecular interactions. The surface residues that are taking part in the interactions and making
contacts between MT-3 (green) and the proteins (A) tropomyosin 3, B) enolase 1 (C) aldolase A, and (D) B-actin. All
residues are colored and labeled.

https://doi.org/10.1371/journal.pone.0267599.g008
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binding affinity of the best conformation was -19.95 kcal/mol as shown in Fig 8C. In this, six
hydrogen bonds, two salt bridges were observed with MT-3. Lastly, for B-actin (Fig 8D), the
most favorable poses were in the prevalent target-binding cleft [48] and the binding affinity
was -7.54 kcal/mol. In this, one hydrogen bond and one salt bridge was observed with several
non-bonded contacts with the o-domain involving E55, A56, and A57. Overall, it was observed
that all the binding partners showed substantially strong strength of binding.

When comparing the docking simulation results of MT-3 and MT-1E (S10 Fig), it was
noted that in Aldolase A, all the parameters of docking score, MMGBSA binding affinity, AG,
and K4 showed higher affinity towards MT-3. Moreover, the proteins Enolase 1, B-actin, and
Tropomyosin showed stronger affinity towards MT-3 as indicated by the outcome of parame-
ters of docking score, AG, and Ky as compared to the MT-1E with exception of the values for
the MMGBSA binding affinity. Overall, the discovered binding partners of MT-3 showed
stronger binding affinity with MT-3 due to the contribution of a-domain in residue-residue
interactions, especially with the residues that are only present in MT-3 (S9 Fig).

Discussion

The MT-3 isoform of the MT gene family was first identified as a tissue specific family member
with expression confined to the neural system [11-13]. Interest was generated in MT-3 since it
was shown to be down-regulated in Alzheimer’s disease brains and to possess a neural growth
inhibitory activity. It was also shown to be structurally distinct from the two highly studied
MT-1 and MT-2 members of the gene family in having a unique 6 amino acid C-terminal
sequence and a Thr in the N-terminal region. This laboratory expanded the tissue distribution
of MT-3 with the demonstration that MT-3 was expressed in the tubular elements of the
human kidney [18]. These studies were extended further by the laboratory to include an analy-
sis of MT-3 expression in mortal and immortal cell culture models (HPT and HK-2) of the
human proximal tubular cells [49, 50]. Using these HK-2 and HPT cell culture models, it was
demonstrated that MT-3 played a role in cellular differentiation as noted by the ability of the
HPT cells, but not HK-2 cells, to express vectorial active transport [21-23]. Vectorial active
transport in cultured epithelial cells is noted by the light microscopic demonstration of "dom-
ing structures" within the cell monolayer [51, 52]. The "doming structures" are raised, out-of-
focus, areas where fluid has become trapped underneath the monolayer owing to active trans-
port of ions and water across the cell monolayer in an apical to basolateral direction. This, in
turn, traps a bubble of fluid between the cell layer and the culture dish, forcing local detach-
ment of the monolayer from the plastic surface, forming a raised area with an underneath res-
ervoir of accumulated fluid. The formation of "domes" requires functional plasma membrane
polarization, a basolateral Na*, K™-ATPase, tight junctions between adjacent cells, and vecto-
rial Na*-coupled active transport. This laboratory has shown that the stable transfection of the
MT-3 gene into the HK-2 cells, results in the HK-2 cells gaining the ability to form "domes"
with an overall increase in epithelial morphology [21-23].

The localization of MT-3 in the HK-2(MT-3) cells supported a possible direct structural
role for MT-3 in re-establishing vectorial active transport by the parent HK-2 cells. Examina-
tion by confocal microscopy showed that MT-3 was concentrated at the periphery of the cells
that formed domes, and for larger doming structures, to the periphery of the dome itself. In
non-doming areas of the monolayer, MT-3 was localized diffusely in the cytoplasm. In addi-
tion, in dome structures, the cells appeared to have lower levels of cytoplasmic MT-3, support-
ing the possibility that MT-3 migrates and becomes localized to the lateral and/or apical
aspects of the cells that form domes. Three of the five binding partners identified to interact
with MT-3 are also consistent with a structural role for MT-3 in promoting vectorial active
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transport, as B-actin, myosin-9, and tropomyosin 3 are all associated with the structural integ-
rity of cells. Co-localization studies of MT-3 with these 5 proteins were also supportive that
MT-3 could play a structural role in re-establishing vectorial active transport in the HK-2 cells.
A major difference between the parental HK-2 cells and the HK-2 cells stably transfected with
MT-3 is the formation of tight junctions in the stably transfected cells. As such, an interaction
of MT-3 with components of the cytoskeleton would be consistent with an increase in cell
polarity and the formation of the junctional complex between cells. Overall, the finding that
MT-3 can associate with B-actin, myosin, and tropomyosin-3 are consistent with a role for
MT-3 in altering cell differentiation to facilitate vectorial active transport.

As tropomyosin-3, B-actin, and aldolase A showed direct physical associations with MT-3
in our studies, the structural point of view of these proteins was examined in the cellular orga-
nization to comprehend their functional role. It is known that B-actin forms a complex with
tropomyosin-3 which is a part of the microfilament and the cell cytoskeleton [53]. Aldolase A
also binds with B-actin to participate in the dynamics of the cytoskeleton and contribute to
functions such as cell mobility and cell shape [54, 55]. The colocalization results and the
molecular docking studies for each of these cytoskeleton proteins with MT-3 suggest that MT-
3 aggregates into a biomolecular assembly with tropomyosin-3 and B-actin complex in the api-
cal region and potentially Aldolase A and B-actin complex as well. These inferences involving
the MT-3 interactions with the cytoskeleton proteins strengthen the role of MT-3 as a major
player in the biological processes of cell motility, cell structure, and cell division.

The above evidence suggests that MT-3 and its binding partners potentially interact to
influence renal cell differentiation and vectorial active transport; however, it is challenging to
define the mechanism of how this binding might occur. In silico studies presented here reflect
an idea of the structure-function relationship exhibited by the residues that contribute to the
protein-protein interactions. The MT-3 protein stands out from all other human metallothio-
neins by two major differences discussed here. First is the unique N-terminus sequence
TCPCP at the position 5 to 9 present in the B-domain, and second is a C-terminus stretch of
loop insert with the sequence GEAAEAEA at the position 54 to 61 in the o-domain. Both of
the structural proteins, B-actin and tropomyosin, had strong binding affinity (AG) with MT-3.
Moreover, aldolase and enolase-1 showed even stronger binding affinities due to the presence
of extra number of hydrogen bonds and salt bridges between the interface of the proteins. All
of the binding partners interacted with the o-domain of MT-3, as seen in the docked protein
complexes. B-actin and aldolase were seen to have several contacts with both - and a-domain
of MT-3 while tropomyosin and enolase only interacted with the o.-domain of MT-3.

A previous study had identified Rab3a as an MT-3 interacting protein in the brain [56].
Rab3a is involved in the cycling of zinc through zinc-containing vesicles, being released into
the synaptic cleft during neurotransmission followed be reuptake of zinc and reloading into
these synaptic vesicles. MT-3 binds to the GDP form of Rab3a and not of the GTP-bound
form, and this interaction is thought to regulate trafficking of these vesicles. Rab3a was not
found to be expressed in our renal epithelial cells when global gene expression analysis was
used nor is expressed in the kidney as indicated from the Human Protein Atlas. Other Rab iso-
forms are possible and there are approximately 60 isoforms of these proteins, most of which
are involved in vesicular trafficking [57]. We did not detect any Rab isoforms in our experi-
ments but cannot rule out involvement of these unique GTPase proteins in the regulation of
vectorial active transport and/or the polarity of proximal tubule cells. There does not appear to
be much exocytosis from the apical side of proximal tubule cells, but endocytosis of protein
occurs extensively in this region of the nephron [58].

Previous studies on MT-3 in the neural system show that both B-actin and myosin-9 are
binding partners for MT-3 [33, 59]. Two subsequent studies in astrocytes provide further
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evidence of the binding of MT-3 with B-actin [60, 61]. Both studies implicate MT-3 in promot-
ing actin polymerization. The first in epidermal growth factor-induced c-Abl activation in
astrocytes and the second in the endocytosis of amyloid B from astrocytes. Both investigations
suggest that MT-3 can associate with and promote, polymerization of F-actin and that this
interaction requires the unique N-terminal sequence of MT-3. Furthermore, the above studies
and additional studies of the structure-functional relationships of MT-3 [62-65] advance that
the formation of a tightly bound metal-thiolate cluster of MT-3 yields a characteristic confor-
mational change of the TCPCP—terminal sequence that provides a potential interface for pro-
tein/protein interactions with MT-3. In agreement with the above, a fragment of MT-3
containing the TCPCP motif was shown to interact physically with F-actin [60]. In the present
study, the challenge with an N-terminal TCPCP binding site is that a previous study has
shown the C-terminal sequence of MT-3 is required for HK-2 cells to gain vectorial active
transport and not the N-terminal sequence [23]. Furthermore, it was shown in the study that
inserting the C-terminal sequence of MT-3 into the MT-1E gene with subsequent stable trans-
fection into the HK-2 cell line resulted in the cells gaining increased differentiation and vecto-
rial active transport. The human MT-1E gene does not contain the unique N-terminal
sequence of MT-3, and protein binding partners have never been previously identified for the
MT-1 and MT-2 family members. The best explanation for the above findings is that the
unique C-terminal sequence of MT-3 modifies the B-domain of MT-1E to allow protein inter-
actions with the above-identified MT-3 binding proteins. The formation of complexes with
actin-binding proteins is not rare; a vast number of such interactions have been identified for
this protein [66, 67]. The finding that the unique C-terminal sequence of MT-3 can promote
vectorial active transport when inserted into the MT-1E gene is not a unique finding for renal
HK-2 cells. The stable transfection of MT-1E containing the unique C-terminal sequence of
MT-3 into MCF-7, a breast cancer cell line, has also been shown to induce dome formation in
the stable transformants [68]. Together these findings suggest that the unique C-terminal
insert of MT-3 allows an interaction to be formed with B-actin, myosin-9, and tropomyosin 3
and that this promotes vectorial active transport and an increase in the differentiated function
of the epithelial cells. Further, it is observed in the in-silico docking models of MT-3 with the
binding partners Enolase, Tropomyosin, and B-Actin that this unique sequence is contributing
to the important residue-residue interactions. Enhanced binding scores for MT-3 were not
always greater than that of MT-1E as was the case for three MMGBSA simulations but the
overall preponderance of these simulation cases shows enhanced binding to MT-3. Different
outcomes in these simulations are not uncommon [69, 70]. Simulation of K4 and AG weigh
intermolecular attractive forces to a greater extent than Docking Score and MMGBSA, which
place more emphasis on complementary fit and surface topology [71]. An analysis of SARS--
CoV-2 spike protein variants in its interaction with ACE2 receptor is another example where
each in silico approach gave different binding rankings for each in silico approach [72].

The remaining two proteins identified as binding partners for MT-3, enolase 1, and aldolase
A, are both glycolytic enzymes. Confocal microscopy showed a very high degree and nearly
complete co-localization of both enolase 1 and aldolase A with MT-3 at the upper lateral
periphery of the domes as well as the periphery of the domes. This suggests that these proteins
could also have a role in promoting and maintaining vectorial active transport. Both of these
proteins are involved in glycolysis and suggest that one function would be to provide an
energy-rich environment for the cells supporting dome formation and vectorial active trans-
port. The cells involved in dome formation can be viewed as having an enhanced need for
ATP since the basolateral Na™, K*-ATPase is required as one element of the active transport
process. While primarily known as a ubiquitous cytosolic metabolic pathway, localization of
the glycolytic process under certain conditions has been described: localization to nerve

PLOS ONE | https://doi.org/10.1371/journal.pone.0267599 May 3, 2022 17/25


https://doi.org/10.1371/journal.pone.0267599

PLOS ONE

Protein interactions with MT3 promote vectorial active transport in human proximal tubular cells

terminals under stress [73] and one report of localization of a GAPDH inhibitor leading to
decreased apical membrane transport function in renal epithelial cells [74]. A more direct role
of enolase and aldolase is suggested by studies that show these two enzymes have roles well
beyond their well-known function in glycolysis. Enolase-1 has been shown to localize to the
plasma membrane as a plasminogen receptor as well as function as a DNA binding protein in
the process of transcription and has involvement in multiple signal transduction pathways
[75]. Aldolase A has already been implicated as an actin-binding protein that regulates poly-
merization of actin [76]. These studies are more suggestive of roles contributing to the organi-
zation of subcellular structures, in partnership with MT-3, in the apical region of the cell.
Overall, the binding partners identified to interact with MT-3 are consistent with an alteration
of the cytoskeleton of the cell necessary to support dome formation and the increased need for
energy that would be required to support this process.

Recent studies on MT-3 show brain MT-3 contains both copper and zinc, (copper residing
in the N-terminal B-domain and zinc in the o-domain) and that MT-3 is capable of sequester-
ing copper from amyloid. The metal complement of MT-3 is not known for tissues outside of
the neurosystem [77, 78]. There are reports that MT-3 can function in zinc acquisition and
loading in the immune cells and mucosal epithelial [79, 80]. The metal content of renal MT-3
is currently unknown. Increased metal exposure was unable to increase MT-3 levels in proxi-
mal tubule cells despite a near 100-fold induction of MT-1/2 protein levels in mortal cultures
of human proximal tubule cells [81]. Thus, the regulation of MT-3 protein levels appear to be
distinct from that of the other isoforms of this protein within the kidney. While the protein
binding partners of MT-3 in this study were initially performed with a pure Zn,-MT protein,
the verification of binding in situ by transfection of the MT-3 coding sequence allows MT-3 to
acquire metals from the normal cellular milieu and metal pools. Metallothionein is also known
to have very dynamic metal binding, participating in ligand exchange reactions, and in the
case of MT-3, the binding dynamics have many unique features compared to other MT iso-
forms, one being decreased stability of the o-domain. Defining an exact role for MT-3 and Zn®
" in the present study is difficult since more than 300 enzymes, and 1,000 transcription factors
are known to require Zn’" for activity [82]. However, studies on tight junctions in intestinal
epithelium have shown an essential role for Zn** in maintaining tight junctional integrity [83].
The role of Zn>* appeared to be at the level of the transcriptional regulation of claudin and
occludin expression and not a direct interaction of Zn>" with the structural proteins of the
tight junctions. Metal transfer to or from localize proteins, stabilization of bound metal or
even redox process with sulfhydryl groups is suggestive due to the role of MT and MT-3 in par-
ticular in these processes, but there are no metals in the area of putative MT-3 interactions in
the identified binding partners, and, thus, currently a mechanistic process is elusive in explain-
ing how MT-3 restores epithelial character and vectoral active transport in these cells. With
one report of zinc pools regulating actin dynamics in cell migration in PC-3 cells [84], an
essential role of MT-3 in this process cannot be ruled out.

The current study has implicated several proteins as partners with MT3 that appear to form
structures in the periphery of renal epithelial cells that gives some insight into the ability of
MTS3 to confer its ability to re-establish epithelial morphology and vectorial active transport.
In silico analysis also gives further insight into some of these protein interactions with MT3,
but it also needs to be emphasized that the formation of these structures can also occur
through the formation of multi-protein complexes in which MT3 binding may be mediated by
other yet-to-be identified proteins. Further research is need to establish and characterize these
specific protein interactions.
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Supporting information

S1 Table. Primary antibodies used for western blotting and immunolocalization.
(DOCX)

S1 Raw images. Uncropped blots used to generate Fig 1. PDF file containing TIFF images of
all raw uncropped Western blot results. A. Blots used to generate Fig 1A. B and C. Blots used
to generate Fig 1B. X indicates lanes not used.

(PDF)

S1 Fig. Molecular structures for docking. a). MT-3 and it’s two domains with 8- and o-
domain linked at K31-K32, the metal atoms (Zn**) shown as orange spheres are encapsulated
with Cys shown as pink sticks, sulfur shown in yellow, and each Zn*" is linked with four other
atoms forming a tetrahedral geometry. b). Aldolase A with active site residues highlighted in
red and labeled. The primary catalytic residues are K229, E187, and K147 and the secondary
site residues are R55 and Y363. ¢). B-actin in its monomeric form containing a Ca?* atom. d)
Enolase 1 with active site residues highlighted in red and labeled. The metal binding residues
are $40, D245, E293, D318 and the substrate binding site residues include H158, E167, E210,
K343, and K394. e). The oligomeric form of B-actin and tropomyosin 3 complex. The actin
molecules are shown in the middle of the filament colored by single monomeric entities and
tropomyosin 3 is shown in its homo-dimer form on each side of the filament colored in pink.
f). Tropomyosin 3 as a single entity.

(TIF)

S2 Fig. Silver-stain and MT-3-V5 western blot of a representative co-immunoprecipitation.
Co-immunoprecipitation of V5-tagged MT-3 and putative protein interactants. Eluates were
subjected to SDS-PAGE and silver-staining (A) or western blotting (B) for MT-3.

(TIF)

S3 Fig. Three-dimensional projections of MT-3 intracellular localization. MT-3 (green)
and nuclei (blue) are seen in 4 different 3D views. The fields are the same ones shown in Figs 1
and 2. The side angle view is shown in (A, E, I); a view of the apical surface from the top-down
is shown in (B, F, J); two different angle views with a portion of the field cut away in a 3D slice
(cutin the X, Y, and Z planes) is shown in (C-D, G-H, K-L). The non-doming monolayer
(A-D), the moderately tall dome (E-H), and the taller dome structure (I-L) are all shown.
(TIF)

$4 Fig. Three dimensional projection of F-actin intracellular localization. Three dimen-
sional projection of F-actin intracellular localization. F-actin (red) and nuclei (blue) are seen
in 4 different 3D views. The fields are the same ones shown in Figs 1 and 2. The side angle
view is shown in (A, E, I); a view of the apical surface from the a top-down is shown in (B, F,
]); two different angle views with a portion of the field cut away in a 3D slice (cut in the X, Y,
and Z planes) is shown in (C-D, G-H, K-L). The non-doming monolayer (A-D), the moder-
ately tall dome (E-H) and the taller dome structure (I-L) are all shown.

(TIF)

§5 Fig. MT-3 co-localization with myosin-9. MT-3 (green, A and E) and myosin-9 (red, B
and F) localization in HK-2 MT-3 cells. Respective orthogonal views are shown for each image
and are indicated () for scanning along the x-axis and (") for scanning along the Y-axis. Panels
C and G show co-localization (yellow) of MT-3 and myosin-9; panels D and H display the
same co-localization with the addition of DAPI (blue) for nuclear visualization. Multiple
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regions of co-localization were found and are shown (I-L).
(TIF)

S6 Fig. MT-3 co-localization with enolase 1. MT-3 (green, A and E) and enolase 1 (red, B
and F) localization in HK-2 MT-3 cells. Respective orthogonal views are shown for each image
and are indicated (’) for scanning along the x-axis and (") for scanning along the Y-axis. Panels
C and G show co-localization (yellow) of MT-3 and enolase 1; panels D and H display the
same co-localization with the addition of DAPI (blue) for nuclear visualization. Multiple
regions of co-localization were found and are shown (I-L).

(TIF)

S7 Fig. MT-3 co-localization with aldolase A. MT-3 (green, A and E) and aldolase A (red, B
and F) localization in HK-2 MT-3 cells. Respective orthogonal views are shown for each image
and are indicated () for scanning along the x-axis and (") for scanning along the Y-axis. Panels
C and G show co-localization (yellow) of MT-3 and aldolase A; panels D and H display the
same co-localization with the addition of DAPI (blue) for nuclear visualization. Multiple
regions of co-localization were found and are shown (I-L).

(TIF)

S8 Fig. Molecular docking complexes of MT-3 with its binding partners. The figure shows
two best poses of bound MT-3. a). Aldolase has binding affinities of -19.95 kcal/mol for grey
conformation and -18.12 kcal/mol for magenta conformation of MT-3. It is seen that the best
conformations are for poses that were around the active site. b). Enolase 1 has binding affini-
ties of -7.67 kcal/mol for orange conformation and -7.25 kcal/mol for green conformation of
MT-3. It is seen that best binding affinities are for poses that are bound near the catalytic site
of the enzyme. c). B-actin has binding affinities of -7.54 kcal/mol for green conformation and
-7.44 kcal/mol for pink conformation of MT-3. d). Tropomyosin 3 has binding affinities of
-25.72 kcal/mol for purple conformation and -14.41 kcal/mol for blue conformation of MT-3.
It is seen that many docked conformations clustered on these two positions.

(TIF)

S9 Fig. Residue-residue interactions between MT-3 and its binding partners. The number
of interactions are given on the top with smaller circle representing MT-3 and larger being the
binding partner. The interaction type is labeled and further it is seen that most interactions are
with the a-domain of MT-3. The residues that are only present in MT-3 are underlined and
the insert loop residues (EAAEAE) are marked with an asterisk (*). A pair-wise alignment of
MT-3 and MT-1E is also shown to highlight these amino acids.

(TIF)

$10 Fig. Comparison of MT-3 and MT-1E docking models. The protein-protein complexes
of the binding partners of MT-3 were compared with docking models of MT-1E using param-
eters of docking score, MMGBSA affinity, AG, and Kg. a) Aldolase A showed stronger binding
with MT-3 as compared to MT-1E in all the parameters; b) Enolase 1, ¢) B-actin and d) Tropo-
myosin showed stronger binding of MT-3 with its binding partners as compared to MT-1E on
account of docking score, AG, and K.

(TIF)
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