1duasnue Joyiny vd-HIN 1duasnue Joyiny vd-HIN

1duasnue Joyiny vd-HIN

s NIH Public Access
Y,

Author Manuscript

Published in final edited form as:
Open Neuroendocrinol J. 2008 January 1; 1: 1-8. doi:10.2174/1876528900801010001.

Structural Requirements for Sorting Pro-Vasopressin to the
Regulated Secretory Pathway in a Neuronal Cell Line

David R. Cool*, Steven B. Jackson, and Karen S. Waddell

Boonshoft School of Medicine, Department of Pharmacology & Toxicology, Wright State University,

Dayton, OH 45435

Abstract

Vasopressin is a peptide hormone normally secreted via the regulated secretory pathway in neuro-
endocrine cells. In an effort to determine which region of vasopressin contains sufficient information
for sorting, we created five constructs with the cDNA for vasopressin or regions of vasopressin in
frame with the gene for green fluorescent protein (GFP). Fluorescence microscopy of Neuro-2a cells
expressing the constructs revealed full-length vasopressin-GFP (VVP-GFP), neurophysin-GFP (NP-
GFP) and arginine-vasopressin/neurophysin-GFP (AN-GFP), were localized to punctate granules in
the neurites and accumulated at the tips of neurites, characteristic of regulated secretory granules.
These fusion proteins were secreted in a regulated manner as determined by pulse-chase labeling
experiments. Two other chimeric proteins, signalpeptide-GFP and AVP-GFP were localized to a
perinuclear region, characteristic of the endoplasmic reticulum. Pulse/chase [3°S]labeling followed
by immunoprecipitation using anti-GFP antibody indicated that these two fusion proteins were
constitutively secreted. We conclude that the neurophysin region of pro-vasopressin contains
information that is both sufficient and necessary for sorting GFP into the regulated secretory pathway.

Introduction

Arginine-vasopressin (AVP) is a nine amino acid peptide hormone produced in the supraoptic
and paraventricular nucleus of the hypothalamus [1-3]. Its expression and secretion is critical
for regulating blood volume and blood pressure [4-10]. In order for it to have biological
activity, pro-vasopressin, the precursor molecule to AVP, follows a highly regulated pathway
through the cell. It is glycosylated, packaged in regulated secretory granules, proteolytically
processed and finally, an external stimulus causes release of biologically-active AVP [3,11,
12]. A failure in any of these events could cause misfolding, missorting, intracellular
accumulation and degradation resulting in a lack of bioactive AVP in the blood [13-18].
Familial Neurohypophyseal Diabetes Insipidus is a genetic disease caused by improper folding
and/or processing of pro-vasopressin in humans [8,13-15,19-21].

The biologically active peptide, AVP, requires the presence of the 93 amino acid neurophysin
region of vasopressin to act as a carrier for entry into the regulated secretory pathway [12,22,
23]. Evidence has been presented suggesting that AVP is also necessary for pro-vasopressin
sorting [12]. However, AVP does not have any of the sorting elements found in other
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prohormone sorting signals [24-27,28,29,30]. Thus, we were interested in defining precisely
which regions were physically necessary for sorting AVP into the regulated secretory pathway.

To facilitate tracking the different regions of vasopressin through the cell, we chose the
fluorescent marker, EGFP (BD-Biosciences), that does not require special antibodies or
treatment. For this study, chimeric constructs of portions of pro-vasopressin with EGFP were
made and transiently transfected into Neuro-2a cells. Neuro-2a cells contain both a regulated
and constitutive secretory pathway, and make small amounts of pro-enkephalin [7,26,27,31—
36]. In addition, neurites extend from the main cell body and contain regulated secretory
granules that accumulate at the tips.

In the present study, we provide evidence that the neurohysin region of pro-vasopressin
contains information that is necessary for sorting GFP into punctate granules characteristic of
the regulated secretory pathway.

Materials and Methodology

Vasopressin and Deletions

Bovine preprovasopressin (VP) cDNA was kindly donated by Dr. Y. Peng Loh (NIH). VP was
amplified for subcloning using the primers 5'-
GTCAGATCCGCTAGCAGGATGCCCGACGCC-3' and 5'-
GGGGGCGCGCCTGCAGGTAGACGCCGGGCTG-3' containing an Nhel and Pst1 site at
the the 5" and 3’ ends, respectively. Conditions for the PCR were 95°C-2 minutes for 1 cycle;
95°C-1 minute, 55°C-1 minutes, 65°C-2 minutes for 32 cycles; 74°C-10 minutes for 1 cycle
and held at 4°C. The PCR product was digested with Nhel/Pst1 and subcloned into pEGFP
(BD Biosciences, Inc., CA.) similarly digested with Nhel/Pst1.

Deletion mutations were created using the Stratagene Quick-Change Kit (Stratagene, Inc.).
Complementary primers containing a unique restriction site mutation (Pst1) were used to create
specific deletion mutations in frame with GFP. PCR conditions for these mutations were the
same as for the previous PCR, except the elongation step was lengthened to 10 minutes. The
deletion mutation plasmids were purified by the Qiagen Maxi-prep procedure and sequenced
(Lark Technologies, Inc., Houston, TX).

Cell Culture and Transfection

Neuro-2a cells (ATCC CCL131, murine neuroblastoma) were routinely maintained in culture
at 37°C, 10% CO», with complete DMEM, i.e., DMEM containing 10% FBS, 1X Pen/Strep/
Fungizone (Gibco, Gaithersburg, MD). The cells were plated in 12 well plates 24 hours prior
to transfection in complete DMEM lacking Fungizone. The cells were incubated with the
plasmid constructs in a suspension of OptiMEM and Lipofectamine for 18 hours. All
experiments were conducted at 18 hrs post transfection.

Immunocytochemistry and Fluorescent Microscopy

Cells transfected with the plasmid constructs were grown on glass coverslips and fixed 18-24
hrs after transfection with 2% paraformaldehyde (PFA) in 1X PBS containing 0.1% Triton
X-100. The cells were blocked with 10% goat serum in 1X PBS for 1 hr, followed by incubation
with antibodies to BiP (Grp78) (1:400) or a-mannosidase Il (1:1000) or chromogranin A
(1:250). a-Mannosidase Il antibodies were purchased from Dr. K. Moreman (University of
Georgia, Athens, GA.). BiP (GFP78) antibodies were purchased from Stressgen (Palo Alto,
CA). Chromogranin A antibodies were purchased from ICN. After incubation, the cells were
incubated with goat anti-rabbit 1gG conjugated to biotin followed by incubation with
streptavidin conjugated to Texas Red (Roche, Indianapolis, IN). The labeled cells were post-
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stained with Hoechst 33258 dye for nuclear DNA (1 minute) followed by mounting with
Gelmount (Biomeda, CA). GFP, Texas Red and Hoechst 33258 stained cells were visualized
ona Leica DMR epifluorescent microscope and images captured using an Optronics DEI 750D
CCD camera. The images were prepared for publication using an Apple Macintosh G4
computer and Adobe Photoshop 7.0 software.

Metabolic Labeling and Pulse-Chase Experiments

Results

Two days prior to pulse/chase, Neuro-2A cells were plated in 24-well plates (Corning, Corning
N.Y.) at a density of 1 x 10 cells per well in complete DMEM without Fungizone. After 24
hrs, cells were transiently transfected using Lipofectamine in OptiMEM | serum-free medium
(Gibco, Gaithersburg, MD) at ratios of 5ul Lipofectamine per 1 ug DNA and 0.25 ng DNA
per cm? of growth area. Transfection efficiency was >57% using this technique.

Pulse/chase experiments were performed 16 hrs post-transfection. Cells were pre-incubated
30 min with cystine- and methionine-free DMEM (Mediatech, Herndan, VA) supplemented
with 0.25% BSA. Cells were pulsed for two hrs with 300 pl per well pulse medium: Cystine-,
methionine-free DMEM with 0.3mCi per ml Tran3°S-label (ICN, Costa Mesa, CA) and 0.25%
BSA. Pulse medium was removed, cells washed 2X and 200ul chase media was applied. Basal
chase medium (M1) contained 25mM Hepes, pH7.4, 25mM glucose, 125mM NaCl, 5mM KClI,
100 pm PMSF, 0.01 units/ml Aprotinin and 0.25%BSA.. Stimulated secretion chase medium
(M2) was the same as basal medium with the addition of 3mM BaCl,. Cells were chased for
60 min in M1 followed by 60 min in stimulated secretion medium M2. The cell monolayers
were washed 3X with ice-cold PBS containing 0.2mM EDTA and protease inhibitors and lysed
in a buffer containing 125mM NaCl, 25 mM Hepes, 0.3% Triton X-100, protease inhibitors
and 0.2mM EDTA by three sequential freeze-thaw cycles. Total incorporation of radiolabel
was determined by scintillation counting. Presence of secreted protein was determined by
immunoprecipitation of cell lysates and chase media. Samples were incubated overnight at 4°
C with antibodies to GFP at final dilutions of 1:20. Antibody-protein complexes were
precipitated by incubation with protein A-Sepharose (Roche, Indianapolis, IN). Proteins were
eluted from Sepharose beads by adjusting samples to 0.5% SDS and 1% BME and boiling 10
min. Percent immunoprecipitable radioactivity was determined by scintillation counting.

The immunoprecipitated [3°S]-labeled proteins were separated on SDS-PAGE, the gels dried
and exposed to phosphor screens for 72 hours and scanned on a Fuji-FLA2000 phosphorimager.
The scanned images were analyzed using ImageGuage software. Using the Quant function, a
single region of interest (ROI) was drawn around the largest band and copied to all other bands
and aclear region in each lane (for background measurements). The background was subtracted
from each of the other bands. The density of each ROl was used in the calculation for Percent
of Total Released. Where more than one band existed per lane, the density values for all the
bands were added to give a total for the lane.

Stimulated release was determined as the amount of GFP released into the media in the presence
of 3 mM BaCl,, compared to the amount released in the basal buffer and remaining in the cell
extracts. The formula for this determination is:

Percent of Total Released=(M1 or M2/M1+M2+Cell Extract) x 100%

Chimeric Pro-vasopressin-GFP Constructs

Five chimeric constructs were made in which the cDNA for pro-vasopressin or a deleted form
of vasopressin was inserted in frame with the cDNA for EGFP (Figure 1) and sequenced in
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both directions to determine that it was in frame with GFP. Thus, VP-GFP contains the entire
coding sequence for pre-provasopressin in frame with GFP. The SP-GFP contains only the N-
terminal 19 amino acid signal peptide sequence required for entry into the ER and lacks the
entire pro-vasopressin region. All the other constructs contain the SP sequence in addition to
the region identified. Thus, the AVP-GFP construct contains SP and AVP (CYFQNCPRGGKR
- single amino acid residue nomenclature) in frame with GFP. NP-GFP contains the
neurophysin (NP) region, lacking the AVP and glycopeptide regions. The AN-GFP construct
contains SP, AVP and NP but not GP.

The expression of the constructs was determined by transfecting them into Neuro-2a cells
followed by fluorescence microscopy. Within five hours of transfection, fluorescence
microscopy revealed cells expressing GFP. The cells appeared to be expressing GFP maximally
after 16 hrs and continued through 14 days (data not shown). Transfection efficiency was
approximately 57+3%.

of the GFP constructs in the ER and Golgi

Figures 2 and 3 show the separate and final merged images of VP-GFP co-stained with
antibodies to a-mannosidase Il (aMI1) for the Golgi (2A, B & C) or to BiP for the ER (3A). A
small amount of VP-GFP was co-localized with both the ER and Golgi, which is expected
since it passes through these organelles on its way to the secretory granules.

The SP-GFP construct was used to test whether GFP had sufficient information to sort itself
into the regulated secretory pathway. SP-GFP was not sorted to punctate granules in Neuro-2a
cells. On the contrary, the fluorescence pattern observed for SP-GFP was consistent with
localization in Golgi and ER (Fig 2D, E, F & 3B, respectively). These results suggest that GFP
does not contain sufficient information for sorting itself or another protein into the regulated
secretory pathway. Furthermore, the results suggest that entry into the ER is not an open
gateway into the secretory granules.

Neurophysin, but not AVP is required for sorting to the RSP

To test the hypothesis that the neurophysin region contains the only information required for
sorting to the RSP, each deletion mutation was transfected into Neuro-2a cells for 24 hours
and images captured. AVP is only nine amino acids long and is not thought to contain any RSP
sorting information. For the AVP-GFP construct, asmall amount of the AVP-GFP fluorescence
was found localized in the Golgi (Figure 2G, H, I). A majority appeared in a perinuclear region,
co-staining with the ER (Figure 3C), but not in punctate granules.

When NP-GFP was expressed in Neuro-2a cells, two GFP-fluorescence phenotypes were
identified. In a portion of the cells, i.e., 20-40%, the GFP fluorescence was found in punctate
granules throughout the cytoplasm and accumulating at the tips of neurites, similar to cells
expressing the VP-GFP construct (Figure 2J, K, L and 3D). In the remainder of the cells, NP-
GFP-associated fluorescence was found distributed diffusely throughout the cytoplasm and
localized to a perinuclear region that co-stained mainly with the ER. The results suggest that
two populations of cells may exist; one that can sort the NP-GFP to regulated secretory granules
without benefit of AVP, the other that cannot sort NP-GFP correctly.

Removal of the GP region (AN-GFP) from full-length vasopressin was not detrimental to
sorting into the punctate granules (Figure 2M, N, O and 3E). Missorting was not expected with
this deletion since the lack of the glycopeptide region makes this construct nearly the same as
the prohormone pro-oxytocin. Pro-oxytocin is a prohormone with high homology to pro-
vasopressin, having a similar nine amino acid peptide hormone, i.e., oxytocin, and a
homologous neurophysin region [6, 7].
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Co-localization of VP-Deletion Mutants With Chromogranin A

Chromogranin A is a resident regulated secretory granule protein present in nearly all peptide-
hormone secreting cells [37-39]. Therefore, any protein that is in the regulated secretory
granules should be co-localized with chromogranin A. Neuro-2a cells expressing VP-GFP,
NP-GFP and AVP-GFP (Figure 4A, D, G) were stained with antibodies to chromogranin A
(Figure 4B, E, H). Chromogranin A was localized to punctate granules mainly in the cell body
but also extending into the neurites and tips of the neurites. Only VP-GFP and NP-GFP were
co-localized with chromogranin A in punctate granules in the cell body and extending into the
neurites (Figure 4C, F, 1). The co-localization of chromogranin A and VP-GFP or NP-GFP in
the same granules further characterize these as regulated secretory granules. In contrast, AVP-
GFP was not co-localized in granules with chromogranin A, nor was it found in the tips of
neurites, strongly suggesting that it was not in the regulated secretory pathway.

Secretion of VP-Deletion Constructs

The hallmark of the regulated secretory pathway is the secretion of the peptide hormone in
response to stimulation [40,41]. In Neuro-2a cells, 50 mM K* or 3 mM Ba2* causes release of
intracellular stores of peptide hormones [7,26,42]. Neuro-2a cells expressing the different
constructs were pulsed with [3°S]met and chased in cold media containing 3 mM Ba2* to
stimulate regulated secretion. The media and cell lysates were immunoprecipitated with
antibodies to GFP and the [3°S]labeled proteins visualized by phosphorimaging. Densitometric
measurements (from the Fuji FLA2000) of each band were used in the calculation of Percent
of Total Released (see Methods section). For the VP-GFP, NP-GFP and AN-GFP constructs,
two major bands appeared in the gels, i.e., one at 47 kDa which most probably represented the
full-length fusion protein and one at 27 kDa that is representative of the GFP region alone. We
were unable to determine a more precise size that would indicate processing patterns for each
construct. For the AVP-GFP and SP-GFP lanes, a single band near 27 kDa was observed.
Apparent size differences are due to running gels at different times. The results show that the
constructs containing the neurophysin region, i.e., VP-GFP, NP-GFP and AN-GFP, displayed
regulated secretion (Figure 5; Table 1). The relative Fold Stimulation was lower in the NP-
GFP and AN-GFP expressing cells, suggesting that the efficiency of secretion was affected by
variations in the content of the deletion constructs. In contrast, when cells expressing SP-GFP
and AVP-GFP were pulse-chased in the same manner, GFP was constitutively secreted (Figure
5; Table 1). The results suggest that the neurophysin region was necessary for regulated
secretion.

Discussion

Previous studies have focused on isolated regions of pro-vasopressin to identify regions
necessary for intracellular trafficking [12,43]. In this study, we systematically analyzed the
structural requirements for sorting pro-vasopresssin to the regulated secretory pathway. Each
of the VVP-deletion constructs containing GFP were transiently transfected into Neuro-2a cells
and analyzed by two methods; 1) fluorescence microscopy and 2) [3°S]pulse-chase/
immunoprecipitation following stimulated secretion. In Neuro-2a cells expressing the
constructs; VP-GFP, NG-GFP, NP-GFP and AN-GFP, stimulated secretion was correlated
with observation of GFP fluorescence in punctate granules.

The common element in these constructs is the neurophysin region. AVP binds to a

hydrophobic pocket in neurophysin which is responsible for carrying it into granules budding
from the TGN and destined for the regulated secretory pathway [22,23,44]. While it has been
proposed by other groups that AVP is required for proper sorting to the RSP, a mechanism for
this has not been proposed. In our experiments, removal of AVP appeared to have an effect on
the efficiency of sorting the neurophysin region and GFP into the regulated secretory pathway.
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These results show similarity with those in recent papers suggesting that the AVP region is
critical for correct sorting [12,22,43]. On the contrary, the same results could also suggest that
individual Neuro-2a cells handle the deleted protein construct differently. That is, some cells
may correctly sort the construct lacking AVP and others may not. This suggests that the
missorting is not due to the presence or absence of AVP but rather is a function of the cells
capacity for sorting prohormones. Mechanistically, this would further suggest that AVP is
probably not causing a conformational shift in the neurophysin region that would promote or
enhance proper sorting.

Was the ER or Golgi re-structured or re-modeled by expression of any of the constructs? In
ER storage diseases, the buildup of misfolded and non-secreted mutant prohormones in the ER
causes a complete restructuring and enlargement of the ER, eventually leading to cell death
[45,46]. None of the deletion constructs were found to cause this type of gross change in the
staining patterns for the ER (BiP) or for the Golgi (a-mannosidase) suggesting that the deletion
proteins were not being preferentially held in the ER or Golgi. Minor changes in these structures
may have occurred as a result of the higher volume of proteins being expressed and passing
through these organelles. This is in contrast to Neuro-2a cells expressing FNDI mutations in
which the Golgi and ER are observed to be re-structured (Cool, unpublished data). Furthermore,
chromogranin A was not redistributed or redirected away from the regulated secretory granules
in cells expressing the non-sorted deletion constructs. These results suggest that the granules
are still intact and the cells have not lost their characteristic regulated secretory phenotype.
Thus, even in the presence of non-sorting deletion proteins, the cells remain capable of sorting
and packaging correctly synthesized proteins into the regulated secretory pathway.

Can the presence of GFP influence sorting of pro-vasopressin to the regulated secretory
pathway? Certainly, the size of GFP, 235 amino acids [47] makes it larger than pro-vasopressin,
i.e., 141 amino acids. The presence of GFP in punctate granules in cells expressing several of
the constructs suggests that GFP did not appear to hinder entry into the granules. Nor was GFP
a positive influence, since it was not sorted in the SP-GFP and AVP-GFP expressing cells.
Earlier studies using the chloramphenicol acetyltransferase (CAT) marker coupled to 27 amino
acids from the N-terminus of POMC also showed no effect of a large non-native protein on
the ability of the smaller moiety to properly sort into the regulated secretory pathway [48].
Likewise, the phenotype of the cells did not appear to be changed by the GFP constructs since
three of the constructs were sorted into punctate granules as hypothesized.

In order to study genetic diseases such as FNDI, the relative importance of the structural
components of the prohormone for sorting to regulated secretory granules must be determined.
The experiments presented here are a continuation of research focused on identifying common
sorting elements in prohormones of the regulated secretory pathway [25-27,48-54]. For
vasopressin, we show that the neurophysin region is both sufficient and necessary for sorting
GFP into the regulated secretory pathway. We found no detrimental effects of the GFP marker
on the cell health, intracellular sorting or secretion, suggesting that it can be used as a unique
“living” marker for determining the routing of proteins in the regulated secretory pathway.
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Figure 1.

Schematic diagram of GFP fusion constructs. VP-GFP represents pre-provasopressin with
GFP. The single disulfide bond in AVP and 7 disulfide bridges in neurophysin are not shown.
Glycopeptide does not contain cysteine residues but does contain one N-linked glycosylation
site at residue 114. K and R represent the single letter code for the basic amino acids, lysine
and arginine, respectively, the signals for processing enzyme cleavage of the prohormone.
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Figure 2.

Co-localization of the different GFP-fusion constructs expressed in Neuro-2a cells in neurites
and Golgi. Green is GFP, Red is Texas Red staining for Golgi (a«-mannosidase I1) and Blue
(Hoechst) indicates nuclear DNA. Arrowheads indicate punctate granules in the neurites.
Arrows indicate areas of overlap (Yellow). (A, B &C) VP-GFP; (D, E & F) SP-GFP; (G, H &
1) AVP-GFP; (J, K & L) NP-GFP; AN-GFP (M, N & O). Bar= 10 micrometers.
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Figure 3.

Co-localization of the different GFP-fusion constructs expressed in Neuro-2a cells with the
ER. Green is GFP, Red is Texas Red staining for BiP (GRP78) and Blue (Hoechst) indicates
nuclear DNA. Arrowheads indicate punctate granules in the neurites. Arrows indicate areas
that overlap (Yellow). (A) VP-GFP; (B) SP-GFP; (C) AVP-GFP; (D) NP-GFP; (E) AN-GFP.
Bar= 10 micrometers.
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Figure 4.

Co-localization of GFP-fusion constructs expressed in Neuro-2a cells with chromogranin A.
Neuro-2a cells were transfected 16 hours with the VP-GFP (A), NP-GFP (D) and AVP-GFP
(G) constructs, followed by fixation and immunocytochemical staining with antibodies for
chromogranin A (B, E, H). (C, F, I) represent the merged images. Yellow indicates co-
localization of the construct associated GFP with chromogranin A. Green indicates the
construct-GFP and red indicates staining for chromogranin A. Arrows indicate co-localization
of GFP and chromogranin A in the cell body, i.e., ER and Golgi. Arrowheads indicate co-
localization of chromogranin A and GFP in granules in the neurites. Bar= 10 micrometers.
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Figure 5.

Secretion of GFP-fusion proteins from Neuro-2a cells in response to BaCl, stimulation. [3°S]
labeled proteins were immunoprecipitated with antibodies to GFP and separated on SDS-
PAGE, the gels imaged on a Fuji-FLA-2000 phosphorimager and identified by size. The arrows
on the left (27 and 47) indicate the approximate size of the two major bands observed in the
images. The bars on the right represent the three Benchmark® (Gibco) standards (kDa) in the
range shown. The figure is representative of 3 different experiments. In the table at the bottom,
the densities of the bands scanned on the phosphorimager were averaged and used in the
equation at the bottom of the figure. The relative secretion represents the mean + SEM from
the three independent experiments.
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Table 1
Secretion of GFP-fusion proteins from Neuro-2a cells in response to BaCl, stimulation.

Percent of Total Released . .
ConStru“Unstimulated (M1)Stimulated (IM2) Fold Stimulation
VP-GFP 12+2 35+3 2.9
SP-GFP. 36+6 22+4 0.6
AVP-GFP| 25+5 15+ 6 0.6
NP-GFP. 15+5 29+4 1.9
AN-GFP 22+3 33+4 15

[35S]Iabeled proteins were immunoprecipitated with antibodies to GFP and separated on SDS-PAGE, the gels imaged on a Fuji-FLA-2000 phosphorimager
and identified by size. The Percent of Total Released was determined by dividing the density observed in M1 or M2 by the sum total densities of C, M1
and M2 for each construct. The results represent the Mean + SEM of three separate experiments.
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