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N-terminus regulation of VMAT2 mediates methamphetamine
stimulated efflux
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University of Wisconsin, Madison Dept. of Neuroscience 1300 University Ave. Madison, WI 53706

Abstract

The 20 amino acid N-terminus of the vesicular monoamine transporter 2 (VMAT2) was examined
as a regulator of VMAT2 function. Removal of the first 16 or 19 amino acids of the N-terminus
resulted in a molecule with reduced ability to sequester [3H]-5HT. A GST-construct of the N-
terminus underwent phosphorylation in the presence of PKC at serines 15 and 18. These putative
phosphorylation sites were examined for effects on function. Phospho-mimetic substitution of
serines 15 and 18 with aspartate in the full-length VMAT2 resulted in reduced [3H]-5HT
sequestration and reduced methamphetamine-stimulated efflux of preloaded [3H]-5HT. In
contrast, mutation of serines 15 and 18 to alanines maintained intact net substrate sequestration but
eliminated methamphetamine-stimulated efflux of pre-accumulated [3H]-5HT. In summary, these
data suggest a model in which the VMAT?2 N-terminus regulates monoamine sequestration.

Introduction

Among the monoamine neurotransmitter transporters, recent investigations have
demonstrated a contribution of the N-terminus to the function of the monoamine plasma
membrane transporters (M-PMTS). In response to amphetamine (AMPH) or
methamphetamine (METH) treatment, monoamine PMTSs enter an efflux-permissive state,
releasing cellular monoamine into the extracellular space. This process was demonstrated to
involve phosphorylation of the PMT N-termini; for example, in response to AMPH, protein
kinase C (PKC) By;, a Ca**-activated PKC-isotype, caused phosphorylation of the dopamine
transporter (DAT) N-terminus in human embryonic kidney-293 cells (Khoshbouei et al.,
2004, Cervinski et al., 2005, Johnson et al., 2005, Seidel et al., 2005, Fog et al., 2006, Sucic
et al., 2010).

The vesicular monoamine transporter 2 (VMAT2) is responsible for sequestering
monoamines from the cytosol of monoaminergic cells into vesicular compartments for
subsequent exocytotic release (Erickson et al., 1992, Liu et al., 1992a, Liu et al., 1992b).
Mice completely lacking VMAT?2 die a few days after birth (Fon et al., 1997) whereas
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hypomorphic mice, expressing severely lowered VMAT2, demonstrate Parkinson's disease
(PD) symptoms and pathology later in life (Mooslehner et al., 2001, Caudle et al., 2007). A
mutation was identified in the VMAT2 amino acid coding region that severely reduced
monoamine transport and correlated with PD symptoms in a Saudi Arabian family (Rilstone
etal., 2013). In contrast, VMAT?2 gain-of-function promoter haplotypes were shown to
correlate with a lower incidence of PD in women (Glatt et al., 2006b). However, despite
these findings, evidence correlating polymorphisms in the coding region of the VMAT2 to
disease is extremely rare (Glatt et al., 2001, Burman et al., 2004, Glatt et al., 2006a).

The VMAT?2 is also a target of METH/AMPH drug action and is being investigated as an
intervention target for addiction (Zheng et al., 2006, Crooks et al., 2011). Though the
molecular details of the process are not well understood, it is the initial throughway for
METH/AMPH-triggered efflux of vesicularly-stored monoamines (Pifl et al., 1995, Sulzer et
al., 1995, Sulzer et al., 1996, Takahashi et al., 1997, Sulzer et al., 2005, Partilla et al., 2006).
Additionally, striatal-synaptic VMAT2 expression levels are reduced in rats following
METH exposure potentially contributing to METH-induced toxicity by compromising
cytosolic DA clearance (Eyerman and Yamamoto, 2007, Fleckenstein et al., 2009).

Unlike the longer PMT N-termini, the hVMAT2 is only 20 amino acids (AASs) in length
(Fig. 1). It shares 80% homology with the VMATL and similar to the monoamine PMTSs the
N-terminus is putatively localized to the cytosol (Erickson et al., 1992, Liu et al., 19923,
Erickson and Eiden, 1993, Howell et al., 1994, Takahashi and Uhl, 1997, Duerr et al., 1999).
Previous investigations have ascribed regulatory functions to the VMAT2 C-terminus
(Krantz et al., 1997, Tan et al., 1998, Waites et al., 2001, Li et al., 2005) and the large
luminal-loop domain between TMs 1 and 2 (Ahnert-Hilger et al., 1998, Holtje et al., 2000,
Ahnert-Hilger et al., 2003, Brunk et al., 2006, Yao and Hersh, 2007). It had been found that
photolabels of the two VMAT2 inhibitors tetrabenazine (TBZ) and ketansarin (KSR)
derivatized the N-terminus (Sievert and Ruoho, 1997) indicating a possible regulatory role
for the N-terminus. The present study further examined the role of the N-terminus in
VMAT2 function and found that the N-terminus regulated the level of substrate-
sequestration achieved by the VMAT2 as well as the as VMAT?2 efflux-response to METH.

Experimental Procedures

Supplies

Cosmic Calf Serum (Hyclone); pGEX vector (Clontech); diolyl phosphatidyl serine (PS;
Avanti lipids); Protein kinase C (PKC; a gift from Paul Bertics PhD, Univ. Wisconsin,
Madison); protease inhibitors leupeptin, 4-(2-aminoethyl)a benzenesulfonyl fluoride and
phenylmethylsulfonyl fluoride (International Chemical and Nuclear); [32P]-y-ATP (Perkin
Elmer); 10,000 kilo dalton (KD) molecular weight cut-off centrifuge filter (Sartorius);
polyvinylidene fluoride (PVDF; Millipore); Owl VEP-2 transfer apparatus, 0.1%-Tween
casein blocking buffer (ThermoFisher); anti-rabbit secondary antibody (Sigma-Aldrich);
horse radish peroxidase (Millipore); the i) peptides ii) the peptide immunogen that was
conjugated to keyhole limpet hemocyanin (KLH) in order to generate the pN-term Ab and
iii) bovine serum albumin (BSA) derivatized with both phosphorylated and
nonphosphorylated forms of the N-terminus were synthesized by Gary Case at the peptide
facility, UW-Madison Biotech Center; the phospho-specific N-term antibody (pN-term Ab)
was generated by immunization of rabbits at Cocalico; Sulfolink affinity-column (Pierce);
[3H]-serotonin (SHT; Perkin Elmer); glass fiber/B filters (Whatman).
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Cell Culture, Transfections, Plasmid Constructs

COS-cells were cultured in Dulbecco's modified eagles medium, 10% Cosmic Calf Serum at
5% CO» at 37°C. One day prior to transfection, cells were divided to obtain 90-100%
confluency on the day of transfection. Cells were trypsinized, washed one time in phosphate
buffered saline (PBS) and resuspended in 500ul of “cytomix' (van den Hoff et al., 1992)
buffer containing a given amount of DNA. Cell/DNA mixture was transferred to a 4mm
cuvette and electroporated at 950j.F and 226 mV. Cuvettes were placed in a 37°C 5% CO»,
incubator 15 min prior to transferring cells to media to allow the cells to recover from
electroporation. Cells were usually used (“harvested”) within 24 hours of transfection. The
WT human VMAT?2 construct has been previously described (Thiriot and Ruoho, 2001).
Basically the hWVMAT?2 construct was inserted into pcDNA3.1 () at Xhol and HIlI sites. A
Flag and a 6-histidine epitope were placed sequentially on the C-terminus. Finally,
glycosylation sites were removed as described previously (Thiriot and Ruoho, 2001), and an
hemagglutinin (HA) epitope was inserted in the first luminal loop between TMs 1 and 2.
The S15/18A and S15/18D N-terminus VMAT2 mutants were created from this construct
through QuickChange mutagenesis. Mutagenized constructs were sequenced (at the UW
Biotech Center) to confirm creation of the desired sequences.

In Vitro Kinase Assays and Western Immunoblots

VMAT2 N-terminal WT, S15A, S18A and S15/18A GST constructs were obtained using the
inducible pGEX vector system. The constructs were transformed into BL21 bacteria from
which the final glutathione-S-transferase (GST) fusion-protein was extracted with
glutathione and PBS washed following BL21 growth and lysis according to the
manufacturers protocol. Confirmation of the correct size of the fusion protein as well as
determination of concentration was performed by SDS-PAGE (sodium dodecy! sulfate -
polyacrylamide gel) separation followed by Coomassie staining and analysis with ImageJ
software to quantify band size and determine final protein concentrations of the various
GST-constructs used.

For the SH-SY5Y lysate experiment that examined N-terminus phospho-detection by the
pN-term Ab (Fig. 3A), SH-SY5Y concentrated lysate was obtained by lysis of SH-SY5Y
cells in sucrose HEPES (SH) buffer (0.03M sucrose, 10mM HEPES pH 7.2) and protease
inhibitors leupeptin, 4-(2-aminoethyl) benzenesulfonyl fluoride and phenylmethylsulfonyl
fluoride). Cells were suspended in 500pl of buffer and vigorously passaged through a 30.5
guage needle/syringe five times. Following removal of nuclear debris by five minute room
temperature low-speed centrifugation the homogenate was centrifuged 30-60 min. in a
10,000KD molecular weight cut-off centrifuge filter 4°C at 4,000 rpm resulting in a 10 fold
volume concentration of the original lysate. 2l of this was used immediately per sample.
The kinase buffer for PKC and SH-SY5Y lysate assays consisted of 4mM HEPES pH 7,
2.5mM magnesium chloride (MgCl,), 100uM calcium chloride (CaCly), 2.5mM ATP.
Kinase assays were initiated by addition of 0.1 U PKC or concentrated SH-SY5Y lysate to
20pl of sample containing 250 pmoles of GST construct. The sample was moved from an
ice bath to 37°C water bath for 10 minutes (in the presence of various drugs described in
Fig. 3A, B) then halted on ice. Samples were subsequently processed for SDS-PAGE
immunoblot analysis.

For the Western immunoblots, 20ul of assay sample (PKC or SH-SY5Y lysate samples)
were adjusted up to 25ul with 5ul 5X sample buffer and separated on 12% acrylamide low-
cross-linked separating gels (0.06% bis-acrylamide) using mid-range prestained molecular
weight markers (Biorad) to follow separation. Protein was transferred to methanol presoaked
PVDEF in an Owl VEP-2 transfer apparatus. PVDF membranes were then blocked in casein
blocking buffer (ThermoFisher) supplemented with 0.1%-tween 1 for hour and then exposed
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to pN-term Ab (Experimental Procedures) overnight at 4°C on a rotating platform at an
antibody dilution of 1:3,000. Membranes were washed 3x 10 minutes in 0.1%-tween PBS
and exposed to horse radish peroxidase - conjugated anti-rabbit secondary antibody (diluted
at 1:150000) in the same casein buffer for 1 hour at room temperature. PVDF membranes
were again washed in PBS-tween buffer 3x 10 minutes and exposed to horse radish
peroxidase substrate for 5 minutes according to manufacturers directions, exposed to X-ray
film and developed.

Antisera Affinity-Column Purification of Phospho-Specific N-terminus VMAT2 Ab (pN-term

Ab)

A total of three different carrier molecules, fused or conjugated to AA sequences of the
VMAT2 N-terminus, were used to create and assess the immunoreactivity of an antibody
generated to recognize the VMAT2 N-terminus phosphorylated at serines 15 and 18 (pN-
term Ab). To create an immunogen against the phosphorylated N-terminus, keyhole limpet
hemocyanin (KLH) was derivatized with an N-terminal cysteine construct (at multiple
positions) using a nine AA VMAT2 N-terminus peptide that was completely phosphorylated
on both serines ("WMAT?2 serines 15 and 18): CRWLQW!/[pS]RR[pS]RK. BSA was
similarly conjugated (at multiple positions) to the N-terminal methionine residue of the 20
AA N-terminus. A carrier BSA molecule was derivatized for both phosphorylated and
nonphosphorylated forms of the N-terminus. A third carrier molecule was the VMAT2 N-
terminal GST fusion-protein previously described. The KLH-conjugated peptide was
suspended in PBS and injected into rabbits. The second boost anti-sera was fractionated with
saturated ammonium sulfate to precipitate out antibody that was centrifuged at 1500 x g for
10 min to isolate the protein pellet that was then resuspended in 0.5ml of 0.9% sodium
chloride and dialyzed in 10mM PBS pH 7.5 for 48 hours with frequent PBS changes to
remove the ammonium sulfate. Dialyzed material was then purified on a Sulfolink affinity-
column against the BSA-conjugated phospho-peptide from the VMAT2 N-terminus in
which serines 15 and 18 had been completely derivatized with phosphates. The isolated
material was washed in the manufacturer's “Sample' buffer and eluted with 8ml glycine
buffer (100mM, pH 2.5-3). The resulting antibody was assessed for immunoreactivity
against the BSA-coupled phosphorylated VMAT2 N-terminus in an enzyme-linked
immunosorbent based assay in which increasing amounts of nonphosphorylated or
phosphorylated peptide were used to assess the binding-affinity of the antibody. The
antibody was also assessed for immunoreactivity against the phosphorylated N-terminus by
western immunoblotting: the phosphorylated N-terminus coupled to BSA was immuno-
detectable at 1 pmole whereas 100 pmoles of nonphosphorylated GST-N-terminus fusion
protein could not be detected.

Bioinformatics; Kinase Site Identification; Statistics

The N-terminus VMAT2 sequence was submitted to the website: http://www.cbs.dtu.dk/
services/NetPhos/. Regions giving a high-score result (score > .80) were interpreted as
indication of a potential phosphorylation site. Two-tailed P values were obtained using the t
tests (and nonparametric tests) function of GraphPad Prism.

[3H] 5HT Sequestration and Efflux Assays and [3H] TBZOH Binding Assays

COS-cell homogenates, containing cellular compartments (endosomes and lysosomes; also
referred to as “COS-membranes”) capable of ATP/MgCl;, reserpine (RSP) inhibitable
substrate (e.g. [3H]-5HT) sequestration (i.e. “transport”) were obtained as follows: hVMAT?2
transfected COS-cells were trypsinized from plates, washed 3X in PBS to remove all the
trypsin and resuspended in 4°C sucrose HEPES (SH: 0.3M sucrose, 10mM HEPES pH 7.2)
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buffer. Cells were passed 5X at high pressure through a 30.5 guage needle. Nonlysed cells
were removed with 300 x g 5min centrifugation.

For the sequestration assays COS-membrane preparations were supplemented with 10mM
MgCl,, 10mM ATP and 30nM [3H]-5HT and incubated at 32°C for the periods of time
indicated in the figure legend. Membranes were then immediately filtered onto
polyethylenimine presoaked glass fiber/B filters on a Brandel filtration apparatus and
washed with cold SH buffer - free of 5HT, ATP and MgCl, and counts per minute (CPM) or
decays per minute (DPM) were obtained with a liquid scintillation counter and converted to
pmoles of [3H]-5HT retained and normalized to g of protein per sample per minute of
sequestration time (Fig. 2A) or [3H]-tetrabenazine-OH (TBZ-OH) bound per sample per
minute (Fig. 2B, see binding assays paragraph). Reserpine inhibited (i.e., VMAT2 specific)
[3H]-5HT sequestration was not observed in non-VMAT2 transfected COS-membranes
(data not shown).

Efflux assays (Fig. 2C), were essentially a modification of the transport assays with an
additional step: prior to being diluted up in buffer for the efflux step, 10pl COS-membranes
were first subjected to an uptake (i.e. “transport’) step for 20 minutes in order to sequester
[3H]-5HT. This was carried out in SH buffer with 2.5mM ATP and 2.5mM MgCl, and 5mM
KCI. Following this step, these membranes were diluted 40X with 400l of efflux buffer
(transport buffer with 200nM CaCl, lacking [3H]-5HT, ATP and MgCl,). The efflux step
was allowed to proceed for a time course (up to nine minutes) at 30°C after which
membranes were immediately filtered and washed as in the sequestration assays. Efflux was
expressed as the percent of [3H]-5HT that was retained in the filter trapped COS-membranes
using the following method of analysis. First, each value was corrected to account for
nonspecific [3H]-5HT accumulated during the preloading phase - in the presence of the
VMAT inhibitor reserpine (RSP). This RSP value was subtracted from each value. Values
measured at the zero time point (termed total) typically fell within the range of 5,000-
15,000 decays per minute (DPM) of accumulated [3H]-5HT per sample and a RSP
insensitive [®H]-5HT background value of 300-1000 DPM. Second, the [3H]-5HT retention
value at each time point in the presence or absence of METH was normalized to the
[3H]-5HT transport value obtained at 0 minutes and plotted.

For binding assays (Fig. 4), 50ul of COS-membranes were incubated 45 minutes at 30°C in
the presence of 1, 5, 10, 20, 40 and 80nM [3H]-tetrabenazine-OH (TBZ-OH). Specific [3H]-
TBZ-OH binding was assessed at each [3H]-TBZ-OH concentration in the presence of
20pM nonradioactive TBZ. Incubations proceeded for 45 minutes, vesicles were filtered on
a Brandel filtration apparatus and then washed with cold SH buffer as in the sequestration
and efflux assays. Two values were obtained for each specific and nonspecific point at each
concentration of [3H]-TBZOH used (1, 5, 10, 20, 40 and 80nM). The crude-membranes
were filtered on a Brandel filtration apparatus. The amount of radioactivity bound to filters
was determined by [2H] CPM or DPM measurement with a liquid scintillation counter. For
each concentration of [3H]-TBZ-OH a specific bound value was obtained by subtracting
[3H]-TBZOH in the presence of 20,M nonradioactive TBZ from [3H]-TBZOH alone. This
value was converted to pmoles [3H]-TBZ-OH bound per sample. Byay and Kg values for
[3H]-TBZ-OH binding were determined with GraphPad Prism software.

(Sievert and Ruoho, 1997)A prior investigation indicated that removal of the first 18 AAs of
the rat VMAT2 N-terminus reduced net substrate sequestration (Tan et al., 1998). Thus, to
further determine the effect of the N-terminus on VMAT?2 function, hVMAT2 mutant
constructs lacking the first 16 or 19 AAs (A16, A19) were transfected into COS-cells and
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tested for net substrate accumulation. De-nucleated crude membranes were obtained from
COS-cells transfected with hVMAT2 plasmid (Experimental Procedures) and assessed for
accumulation of substrate in the presence of ATP, MgCl, and radiolabelled monoamine
substrate ([3H]-5HT). As with the A18 mutant (Tan et al., 1998), crude membrane
accumulation of [3H]-5HT was significantly altered by removal of the N-terminus (Fig. 2).

A screen of the N-terminus predicted potential phosphorylation by PKA and PKC at serines
15 and 18 (Experimental Procedures). To examine if these kinases were capable of
phosphorylating the N-terminus it was hypothesized that kinase activity targeting the
VMAT2 N-terminus would be contained in the lysate concentrated from a cell-line
expressing endogenous VMAT2. SH-SY5Y cells are a human neuroblastoma cell line that
express endogenous VMAT?2 (Vaughan et al., 1995, Pan et al., 2005). Therefore GST-
VMAT2 N-terminus fusion-protein was exposed to concentrated SH-SY5Y cell-lysate in the
presence of ATP and Mg** for 30 minutes at 30°C. Phospho-incorporation at serines 15
and/or 18 on the GST-fusion protein was then determined using an antibody that had been
specifically generated against the phosphorylated VMAT2 N-terminus (pN-term,
Experimental Procedures). Shown in Fig. 3A, the pN-term antibody detected phosphorylated
N-terminus in the presence of ATP, Mg** and concentrated SH-SY5Y lysate (lane 2).
Inhibitors of kinases PKC (bis) and PKA (H-89) were tested at concentrations 300 fold
higher then their reported 1Cgps. Only the PKC inhibitor bis-indolylmaleimide (bis)
significantly inhibited phospho-detection by the pN-term Ab, indicating that the VMAT2 N-
terminus was potentially a target of PKC (Fig. 3A). To verify PKC phosphorylation of the
N-terminus, purified PKC was added to GST-VMAT2 N-terminus fusion-protein in the
presence of ATP and Mg** for 30 minutes at 30°C. As with the SH-SY5Y lysate, purified
PKC also lead to bis-inhibited phospho-incorporation on the N-terminus detected by the pN-
term Ab (Fig. 3B). To further verify serine 15 and/or 18 directed PKC activity, three
different GST-constructs were assessed for phosphorylation. Incubation of the GST-N-
terminus construct with PKC lead to phosphorylation of the WT-construct (detected by the
pN-term Ab) but not GST alone or a construct that had serine 15 and 18 mutated to alanine
(S15/18A) indicating specific phosphorylation at these residues (Fig. 3C).

Because reduced sequestration of substrate was observed with removal of the N-terminus, it
was possible that mutating serines 15 and 18 would also change VMAT?2 function. Thus the
effect of aspartate (D2) or alanine (A2) substitutions at these sites was examined. However,
it was possible that the reduction in sequestration observed with the A16 and A19 truncation
mutants reflected reduced biosynthesis of these mutants. Thus, a measure of VMAT?2
expression was needed. As a measure of transporter expression, each transporter-type was
normalized to the B,y Obtained for specific binding of the VMAT? ligand [3H]-TBZOH.
The affinity of [3H]-TBZOH binding (Kg) was not substantially altered between the three
VMAT2-transfects (Table 1) providing evidence to support the proper folding of A2 and
D2. When the amount of [3H]-5HT sequestered in 3 minutes was normalized to the [3H]-
TBZOH Byax Value for each transporters expression, A2-membranes demonstrated an
increased ability to accumulate [3H]-5HT relative to WT-membranes, whereas D2-
membranes lost accumulation relative to both WT and A2 membranes (Fig. 4A).

While it appeared that the mutations of the N-terminus had altered VMAT?2 transport
activity, the VMATSs also mediate efflux of vesicularly sequestered monoamines in response
to efflux agents such as AMPH and METH (Rudnick and Wall, 1992, Sulzer et al., 1995,
Mosharov et al., 2003, Sulzer et al., 2005, Partilla et al., 2006). Thus, a possible explanation
for the changes in net substrate sequestration by the mutants was that they had triggered
changes in the release of sequestered [3H]-5HT from the VMAT2-transfected COS-
membranes. To test this, hWVMAT2 expressing membranes were subjected to a release assay:
Following a pre-incubation period for [3H]-5HT accumulation, [3H]-5HT, ATP and MgCl,
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concentrations were diluted forty-fold to minimize inward transport of substrate. The
amount retained in membranes was measured at 1, 3, 5, 7 and 9 minutes following addition
of the dilution buffer. Addition of an efflux-agent to WT VMAT2 membranes (30uM
METH) resulted in la greater loss of sequestered [3H]-5HT relative to untreated WT
membranes (Fig. 4B). The greater level of sequestration achieved by the A2 mutant and the
reduced level achieved by the D2 mutant suggested that they would undergo enhanced and
diminished loss of pre-accumulated [3H]-5HT, respectively in the presence of METH.
Surprisingly, METH-stimulated [3H]-5HT efflux was not observed, at any time, in A2
membranes. Some loss of pre-accumulated [3H]-5HT in the presence of METH was
observed in D2 membranes. However this was greatly reduced compared to loss from WT
membranes, perhaps due to a decreased ability of the D2 mutant to accumulate substrate
prior to the efflux experiment.

Discussion

In the present study, the VMAT2 N-terminus was characterized for its influence on
transporter function. Removal of 16 or 19 AAs of the N-terminus reduced net substrate
sequestration (Fig. 2) consistent with a previous report of N-terminus removal (Tan et al.,
1998). A GST-construct of the N-terminus underwent PKC-dependent phosphorylation at
serines 15 and/or 18 (Fig. 3). PKA was also a predicted kinase for serine 15, however, no
significant inhibition of phosphorylation was observed in the SH-SY5Y lysate using the
PKA inhibitor H-89 at a concentration 300-fold in excess of it's ICsg. It is possible that the
phosphorylation site may not have been accessible to PKA on the structure of the GST-
linked N-terminus. Therefore, targeting of the N-terminus by PKA cannot be completely
ruled out. The conclusion from this part of the study is that serines 15 and/or 18 can be
targeted on the GST-N-terminus construct by PKC in vitro.

It was then determined what the effect of phospho- and non phospho-mimetic substitutions
would be on VMAT2 function. Since it was possible that expression of the A16 or
Al9mutants had been altered by truncation of the N-terminus, [3H]-TBZOH binding was
used as a measure of total VMAT2 present for the WT, A2 and D2 sequestration samples.
No significant K variation was detected for [H]-TBZOH binding between these VMAT?2
forms, demonstrating that the affinity for ligand was not significantly altered between the
VMAT2 forms (Table 1). This was of particular importance for measuring the difference
between A2 and D2 sequestration since these mutants achieved the highest and lowest
[3H]-5HT sequestration levels respectively yet demonstrated no significant difference
between their [2H]-TBZOH Kgs (Fig. 4A, Table 1). No significant difference was observed
between the Bpax Values of specific [3H]-TBZOH binding for A2 and D2 mutants (as a
measure of VMAT2 expression - Table 1). Therefore it is reasonable to conclude that the
difference in achieved sequestration between the A2 and D2 mutants reflects a difference in
VMAT?2 function. The use of [3H]-TBZOH By,ay to measure transporter expression did
identify a consistent decrease in VMAT2 expression for both the A2 and D2 mutants
relative to WT VMAT?2 (Table 1). Thus, use of [3H]-TBZOH enabled normalization for the
reduced expression of these mutants.

As previously reported (Pifl et al., 1995, Sulzer et al., 1995, Mosharov et al., 2003, Sulzer et
al., 2005, Partilla et al., 2006) treatment with an efflux agent, in this case METH, triggered
VMAT2-mediated efflux of sequestered substrate (Fig. 4B). Surprisingly, mutation of
serines 15 and 18 to alanines or aspartates respectively eliminated or reduced substrate
efflux in response to treatment with METH, over the nine minute time-course, indicating
that the N-terminus mediates the VMAT?2 efflux function. As described in the Introduction,
N-terminus directed PKC activity mediates efflux by the monoamine PMTs. Additionally,
disrupting the interaction of SERT with negatively charged phosphatidylinositol-4,5-
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bisphosphate (PIP,) head groups triggered SERT-PIP, dissociation, reducing amphetamine-
triggered SERT-mediated currents (Buchmayer et al., 2013), suggesting that it would be
informative to determine whether positively charged regions at the VMAT?2 cytosol
interface, including within the N-terminus, interact with PIP,. Further study is needed to
uncover the molecular details of how altering the molecular-chemistry of the N-terminus
alters VMAT?2 function. Nevertheless these data support a role for N-terminus as a regulator
of VMAT2 function: N-terminus modification directly influenced the level of sequestration
achieved by the VMAT2 as well as the VMAT2 efflux-response to METH and potentially
other efflux agents.

From these data it can be speculated that METH-treatment alters the net positive charge on
the N-terminus via phosphorylation, triggering the release of monoamine. However, while
the GST-construct of the N-terminus underwent PKC-dependent phosphorylation at serines
15 and/or 18, a clear demonstration with the pN-term Ab that the full-length transporter was
phosphorylated in situ was problematic (possibly due to masking of N-terminus
phosphorylation sites by an undetermined intra- or intermolecular interaction). Therefore,
additional approaches to detecting N-terminus phosphorylation may be required. A recent
example from the literature, being the use of mass-spectroscopy to detect phosphorylation of
the DAT N-terminus (Foster et al., 2012).

Conclusions

These data support the conclusion that the VMAT2 N-terminus regulates the sequestration
of monoamine as well as its METH-triggered efflux from storage sites in VMAT2-
transfected crude-membranes.
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Figure 1. Sequence and structural information for hWVMAT2
The 20 AA N-terminus is indicated in bold lettering. Putative PKC phosphorylation sites at
serines 15 and 18 (referred to in the text) are circled.
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Figure 2. Substrate accumulation is lowered in N-terminus truncated VMAT2 COS-membranes
Removal of N-terminus AAs 1-16 (A16) or 19 (A19) reduces net substrate sequestration by
the VMAT?2. 10pl crude-membranes were obtained from COS-cells transfected with WT or
A16 or A19 hVMAT2 constructs and assessed for accumulation of [3H]-5HT for 10 minutes
in the presence of ATP and MgCl, and normalized to pg protein per sample. Lower dark bar
represents nonspecific [3H]-5HT accumulation in the presence of reserpine (RSP). Data are
mean + S.E. of values obtained from two separate experiments done in triplicate (n=6).
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Figure 3. Phosphorylation of a GST-N-terminus construct of VMAT2 by SH-SY5Y cell lysate or
PKC

A. SH-SY5Y cell concentrate was assessed for phosphorylation activity directed at 250
pmoles of the GST-WT N-terminus construct in the presence of ATP and MgCl,. Inhibitors
of PKC and PKA were tested for inhibition of lysate-kinase activity at concentrations 300X
greater then their ICsgs [PKC, bis (3uM); PKA, H-89 (3uM)]. *,**: P=.0012, .0021.
Samples were separated on 12% SDS-Tris-acrylamide gels and immunobloted with the pN-
term Ab described in Experimental Procedures. Graph is mean + S.E. of four experiments
with lysate + GST-WT set at 100%. n.s. not statistically different from GST-WT + lysate
condition. B. PKC phosphorylation of the N-terminus. = PKC (0.1 U) was added to 20ul
samples containing 250 pmoles of GST-WT N-terminus construct. Samples analyzed same
as A. Graph is mean + S.E. of three experiments with PKC + GST-WT set at 100%. *,**:
P=.0027, .0018. C. PKC was added to 250 pmoles of GST or WT or A2 (serines 15 and 18
mutated to alanines) VMAT2 GST-constructs of the N-terminus (Experimental Procedures).
Samples were analyzed same as in A and B. Graph is mean £ S.E. of three experiments
normalized to respective protein inputs with PKC + GST-WT set at 100%. ***; P=.0003. D.
Sequence of the GST-N-terminus constructs with putative phosphorylation sites at serines
15 and 18 indicated. Molecular weight based on GST (26Kd) and 20 AA N-terminus (2Kd).
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Figure 4. Substrate accumulation is lowered in D2 COS-membranes. METH-stimulated
[3H]-5HT efflux is reduced in A2 containing COS-membranes

A. Comparison of [3H]-5HT sequestration in WT, A2 and D2 crude COS-membranes. 50yl
crude-membranes were obtained from COS-cells transfected with WT hVMAT2, or
hVMAT2 with N-terminus serines 15 and 18 mutated to alanines (A2) or aspartates (D2),
pre-incubated at 30°C for 10 minutes with ATP and MgCl,, supplemented with 30 nM
[3H]-5HT and assessed for accumulation [3H]-5HT for 3 minutes in the presence of ATP
and MgCl, and normalized to the By, of specific [3H]-TBZOH binding (a relative measure
of the amount of VMAT?2 present, Table 1). Lower dark bar represents nonspecific
[3H]-5HT accumulation in the presence of RSP. Lighter upper bar shows specific [3H]-5HT
accumulation. Data shown is mean + S.E. (excluding values > 3 standard deviations from
mean) of values obtained from three experiments done in duplicate (WT n=5, A2 n=6, D2
n=6). **: P = 0.0085; *: P = 0.0413; ***: P = 0.0008. B-D. Comparison of specific
[3H]-5HT retained in WT, A2 and D2 COS-membranes at indicated minutes following
addition of efflux buffer =/+30pM METH. Data were obtained using 10 pl of hWVMAT2-
expressing COS-membranes. Data is mean + S.E. of values from two experiments for WT
and D2 and three experiments for A2 done in triplicate (excluding values > 3 standard
deviations from mean). ***: P = 0.001; *: P=0.0151. not statistically significant (n.s.). Lines
generated with GraphPad Prism one phase exponential decay function.
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Table 1

Average [3H]-tetrabenazine-OH ([®H]-TBZOH) VMAT? binding affinities and Bpay

Ka(M)+SE g 4 gg**

WT VMAT2  283+3.0 100 +8.2
A2VMAT2  225%33ns.  g22+42"

D2 VMAT2 226+1.0ns. 579+36 4

Values are averages from three experiments.
* %

Bmax Vvalues are normalized to WT VMAT2 set to 100%. n.s. no statistical difference to WT.

*
P=.0149 and .009 for WT vs A2, and WT vs D2 respectively.

%no statistical difference with A2.
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