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as ““quantal” Ca2+- release. Such quantal behavior of IP3R is thought to be due
to the feedback regulation of the channel by luminal Ca2+-. A high level of lu-
minal Ca2+ enhances the sensitivity of IP3R to IP3, while a reduced luminal
Ca2+ level desensitizes IP3R. Despite its importance, the molecular basis un-
derling the regulation of IP3R by luminal Ca2+ is unknown. Ryanodine recep-
tors (RyRs), another family of intracellular Ca2+ release channels, also exhibit
quantal Ca2+ release in response to agonists, and are regulated by luminal
Ca2+. We have recently demonstrated that mutations in the TM10 helix (the
pore inner helix) of the RyR2 channel markedly alter the sensitivity of the chan-
nel to activation by luminal Ca2+. Given the high degree of sequence homol-
ogy in the channel pore-forming region between RyR and IP3R, we hypothe-
size that the TM6 helix in IP3R, corresponding to TM10 in RyR, is also
important for luminal Ca2+ regulation of IP3R. To test this hypothesis, we
have generated a number of mutations in the TM6 of IP3R and established sta-
ble, inducible HEK293 cell lines expressing these mutants. By monitoring the
ER luminal Ca2+ level using a fluorescent ER Ca2+ sensor protein, DIER, we
found that mutations in TM6 either increase or decrease the rate of IP3-induced
Ca2+ release in permeablized mutant cells. These mutations also affect the
sensitivity of ATP-triggered Ca2+ release in intact cells. Further studies at
the single channel level should provide new insights into the role of the
pore-forming region in the luminal Ca2+ regulation of IP3R.
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Chromogranin B (CGB) is a low affinity, high capacity calcium binding protein
belonging to the granin family. It is located in the lumen of the endoplasmic
reticulum (ER) and is also found in secretory granules. Addition of CGB am-
plifies calcium release from ER stores and increases the activity of the inostiol
(1,4,5)-trisphohsphate receptor (InsP3R). We previously demonstrated that
CGB is non-uniformly distributed within neurons, and its spatial localization
is cell type specific. We also showed that stimulation of the InsP3R in neurons
leads to initiation of intracellular calcium release where the concentration of
CGB is highest. When we expressed the N-terminal region of CGB, which
binds to the third intralumenal loop of the InsP3R, the functional interaction
between CGB and the InsP3R was disrupted and the initiation site of calcium
release was altered. We now report that a 20 amino acid fragment of the C-ter-
minal region plays a critical role in regulating calcium transients from the
InsP3R. Addition of the C-terminal region of CGB increased the activity of sin-
gle InsP3R currents in lipid bilayers. When intracellular calcium transients
were monitored in 3T3 cells lacking CGB, InsP3R dependent calcium release
was markedly amplified after expression of full length CGB or expression of
the C-terminal region. In contrast, expression of the N-terminal region was
unable to amplify the intracellular calcium transients. In SHSYS5Y cells with
endogenous CGB, expression of the C-terminal region induced a prolonged re-
sponse to extracelluar agonists compared to native cells whereas expression of
the N-terminal region depressed calcium signaling and altered the signal initi-
ation site. These effects of CGB on calcium transients in neuronal cells indicate
its importance in physiological processes and will guide investigation into path-
ophysiological processes.
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In cardiac muscle, the role of the inositol trisphosphate receptor (IP;R) and its
regulation is not fully understood. A contribution to nuclear Ca>* signalling has
been proposed. This study compares expression and Ca" release characteris-
tics of the IP;R and the ryanodine receptor (RyR) in purified functional cardiac
nuclei. It also examines whether the IP;R may exist as a multi-protein complex
in these preparations. Quantitative immunoblotting of IP;R and RyR protein
levels in isolated nuclei demonstrated greater expression of the IP3R; nucleolin
was used as an internal control for quantification. Ca>" release in response to
IP; and caffeine from single isolated nuclei was used to compare IP;R and
RyR activity. Changes in nuclear [Ca®"] were measured as fluorescence signals
from nuclei loaded with 10uM Fluo SN-AM. IP; or caffeine was applied by hy-
drostatic pressure ejection and signals expressed as ratios (F/Fy) of fluorescence
counts relative to baseline. Ca>" release in response to 1Py (10uM) was signif-

icantly greater than that released in response to caffeine (10mM) (0.12 + 0.02
v’s 0.017 + 0.002 [Ca*"wue (F/Fy) for IP5 and caffeine respectively, n=6).
When tetracaine (100uM) was applied to the nuclei, IPs-mediated Ca®" release
was unaffected but the response to caffeine was abolished, suggesting RyR ac-
tivation does not contribute to IP;-mediated nuclear Ca>* release. The potential
for other nuclear proteins interacting with the nuclear IP3R was also investigated.
Immunoblot analysis demonstrated expression of both FKBP12 and calcineurin
in cardiac nuclei. These proteins are known to interact with the IP;R in other tis-
sue types. Co-immunoprecipitation experiments using an anti-IP;R (type II) an-
tibody suggest IP;R/calcineurin/FKBP12 interaction specifically at the nucleus.
These results highlight the existence of a nuclear multi-protein IP;R complex,
providing further scope for regulation of cardiac nuclear Ca*" release.
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InsPs;-mediated intracellular Ca transients can activate Ca>"-calmodulin-de-
pendent protein kinase I (CaMKII), a multifunctional Serine/Threonine pro-
tein kinase involved in many signaling pathways. Recent results show that
InsP;Rs in the heart (InsP;R2) are primarily targeted to the nuclear envelope
in ventricular cardiac myocytes. Here it forms a macromolecular complex
with CaMKII3 (Bare et al, 2005, JBC) . Upon stimulation of InsP; production,
Ca*" released through the InsP;R2 activates CaMKII3, allowing it to act on
downstream targets, such as histone deacetylases 4 & 5 (HDAC4 &
HDACS) (Zhang et al, 2007, JBC). Additionally, CaMKII activity feedback
modulates InsP;R2 function by direct phosphorylation and results in a decrease
in the channel’s open probability. The results of this study show that in planar
lipid bilayers the channel activity of InsP3Rs can be inhibited by CaMKII-me-
diated phosphorylation, and that effect can be reversed by addition of protein
phosphatases. Furthermore, the N-terminal 1078 amino acids of the rat InsP;R2
have been shown to interact with, as well as be phosphorylated by CaMKII in in
vitro kinase assays. A smaller fragment spanning amino acids 1-708 of the
InsP3;R2 has been shown to be phosphorylated in a CaMKII-dependent manner.
Conversely, C-terminal regions were not phosphorylated by CaMKII in vitro.
We have also shown that the N-terminal region of the rat InsP;R1 spanning
amino acids 1-1081 can be phosphorylated by CaMKIIL. Our results from
mass spectrometry and in vitro kinase assays indicate that the putative CaMKII
regulatory phosphorylation site lies within amino acids 150-340 of the InsP;R2.
This work was supported by National Institutes of Health Grant HL-80101
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The inositiol 1,4,5 trisphospate receptor (InsP3R), an intracellular calcium
channel, is a family of three isoforms. All three isoforms display a significant
level of sequence identity yet they differ in expression level, localization and
many functional aspects. We previously showed that InsP3R type 1 is modified
by O-linked B-N-acetylglucosamine glycosylation (O-GlcNAcylated).
Through this dynamic and inducible modification a single monosaccharide is
covalently attached to serine and threonine residues of the protein backbone,
providing protein regulation similar to O-phosphorylation. We also reported
that increased O-GIcNAcylation of the InsP3R type 1 reduced the percent of
cells that responded to addition of extracellular agonists and those that did re-
spond had a decreased InsP3 dependent calcium release from the endoplasmic
reticulum (ER). We now report that the InsP3R type 3 is also O-GlcNAcylated.
Interestingly, the functional impact of O-GlcNAcylation on InsP3R type 3
channel is opposite to the effect measured with the InsP3R type 1. Human chol-
angiocytoma cells (MzChA-1) contain >90% InsP3R type 3. When these cells
were incubated in hyperglycemic media there was an increase in the percent
cells responding to InsP3 generating stimuli and there was an increase in the
InsP3 dependent calcium release from the ER. A difference in functional re-
sponse between InsP3R isoforms was reported previously for phosphorylation
by cyclic AMP dependent protein kinase (PKA). In contrast, the InsP3R type 2
showed no detectable O-GlcNAc glycosylation and no significant functional
changes even though the enzymes necessary for both the addition and removal
of the monosccharide are present in all cell types tested. The dynamic and in-
ducible nature of O-GlcNAcylation and the isoform specificity suggests that
this form of modification of the InsP3R and subsequent changes in intracellular
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calcium transients will be important in physiological and pathophysiological
processes.

Exocytosis & Endocytosis
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Bis(monoacylglycero)phosphate (BMP) is an unusually shaped, negatively
charged phospholipid found in elevated concentrations in the late endosomes.
The unusual structure and stereochemistry of BMP are thought to play impor-
tant roles in the endosome, including structural integrity, endosome maturation,
and lipid/protein sorting and trafficking. We have utilized dynamic light scat-
tering, fluorescence spectroscopy and transmission electron microscopy to
characterize the morphology and size of BMP hydrated dispersions and ex-
truded vesicles. We find that the morphology of hydrated BMP dispersions
varies with pH, forming highly structured, clustered dispersions of 500 nm in
size at neutral pH 7.4. However, at acidic pH 4.5, spontaneous hydrolysis of
BMP occurs, altering the vesicle morphology to spherically shaped dispersions.
BMP vesicles are also significantly smaller in diameter than palmitoyloleoyl-
glycerophosphocholine (POPC) vesicles. In a stability assay using dynamic
light scattering measurements to compare and monitor 30 nm extruded vesicles
of BMP, POPC, and POPG over a 5 week period, we find that BMP vesicles do
not fuse to form larger structures. BMP also forms lamellar vesicles evidenced
by the fluorescence leakage assay studies. These results shed light on the pos-
sibility that the biosynthesis of BMP and the increasing acidity during the mat-
uration process of late endosomes play an important role in the formation of
intraendosomal vesicular bodies.
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Chromaffin cells of the adrenal medulla release catecholamine as well as neuro-
and vaso-active signaling peptide transmitters into the circulation under the
control of the sympathetic nervous system. Exocytosis from chromaffin cells
is evoked through cholinergic stimulation from the innervating splanchnic
nerve. However, with sustained stimulation, cholinergic stimulation desensi-
tizes rapidly. Yet chromaffin cells continue to release transmitter under the
acute sympathetic stress response, indicating a secondary stimulation path.
We investigated activity-dependent sympatho-adrenal signaling through direct
nerve stimulation in a tissue slice preparation. Chromaffin excitation was deter-
mined by current clamp recordings, fura-based Ca>* measurements and amper-
ometric catecholamine detection. We provide data supporting a second trans-
mitter involved in chromaffin cell excitation under conditions that mimic
elevated sympathetic input. Pituitary Adenylate Cyclase Activating Peptide
(PACAP) is packaged in the terminals of the innervating splanchnic nerve
and is a potent secretagogue in catecholamine release from chromaffin cells.
We demonstrate that PACAP elicits catecholamine release through cellular
mechanisms separate from that evoked by cholinergic stimulation. PACAP
stimulation causes cell depolarization to facilitate calcium influx through low
voltage-activated T-type calcium channels resulting in catecholamine release.
Furthermore, we show that the PACAP-evoked excitation is preferentially ac-
tivated under elevated stimulation. Thus, PACAP-dependent sympatho-adrenal
signaling under conditions that mimic elevated splanchnic firing is emerging as
important regulator of catecholamine release under the acute stress response.
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Secretion of molecules by cells is a fundamental process of life that maintains the
cellular micro-environment. In the lung, secretion of surfactant by alveolar epi-
thelial type II cells is vital for the reduction of interfacial surface tension, thus
preventing lung collapse. We find evidence of complex secretory dynamics of
these cells in culture when exposed to cyclic mechanical stretch which is the pri-
mary stimulus for surfactant secretion. We find that (a) during and immediately
following stretch, cells secreted less surfactant than unstretched cells and (b) cells
stretched for 15 minutes secreted significantly more surfactant than unstretched
cells after 45 min of rest. The subsequent increase in secretion suggests that

stretch indeed induces an enhancement of surfactant secretion, but the delay im-
plies that the rate of secretion is in fact decreased. To explain these dynamic fea-
tures, we develop a model based on the hypothesis that stretching leads to jam-
ming of surfactant traffic, escaping the cell through a limited number of channels.
We solve the model analytically and show that its dynamics are consistent with
experiments. The proposed mechanism of jamming highlights the importance of
dynamics in cellular secretory response to applied stretch and could also be rel-
evant to the dynamics of stimulated secretion from other cells in vivo.
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Dopamine is a neurotransmitter crucial for movement, mood, drug addiction and
many neural degeneration diseases including Parkinson’s disease. Micro electro-
chemical carbon fiber microelectrode (CFE) can record dopamine release from
brain in vivo. Stimulation action potentials (APs) induced secretion of dopamine
in mouse brain striatum in vivo. The stimulus pattern is defined as AP code [N,
m, f, d] (N = total stimulating number, m = burst-number, /' = frequency, d =
inter-burst interval) (Duan et al, NS, 2003). In wide type mice (WT), with fixed
AP number N, the evoked dopamine release was strongly modulated by code pa-
rameters m, f and d. In contrast to N and f, which regulate dopamine release by
[Ca?"]; accumulation, m and/or d may modulate secretion by recycling vesicle
pool. To test this hypothesis, we used a knockin mice (KI) with the dopamine
transporter (DAT) insensitive to cocaine (Chen et al, PNAS, 2006). In KI vs.
WT mice, both amplitude and kinetics of dopamine release was drastically
changed following given stimulation AP code. The effect of AP burst number
([144, m, 80Hz, 0.5s],m = 1 vs. 16), or “m-effect”, on dopamine release is in-
creased by > 400% in KI vs. WT mice. As expected, cocaine increased AP-in-
duced dopamine release for blocking DAT in WT but not KI mice. Surprisingly,
the presynaptic vesicle recycling is also altered by cocaine in WT vs. KI mice, as
revealed by reduced ‘““m-effect” in KI mice. We propose that cocaine affects not
only DAT, but also presynaptic dopamine vesicle pool in striatum in mice.
Supported by grant from China NSFC and 973" program 0
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A small population of neuronal-like cells was cultured on the surface of a quartz
crystal disc. When stimulating the cells to exocytosis, the mass loss that occurs
from vesicle neurotransmittor release and the mass re-gain by endocytosis was
monitored using a quartz crystal microbalance in both the direct mode measur-
ing mass changes and with dissipation (QCM-D) to measure changes in struc-
ture in the cell, all in real time. To specifically distinguish the onset of the later
endocytosis from the events of exocytosis, the QCM-D instrument has been
coupled to simultaneous electrochemical detection to directly measure release
events. The one side of the quartz crystal electrode was held at an overpotential
and used as an amperometric detector to monitor the oxidation of vesiclar neu-
rotransmitters released from cell from exocytosis. These data allow deconvolu-
tion of the opposing events and to determine the amount of endocytosis that oc-
curs immediately following exocytosis.
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Exocytosis, a fundamental process for information exchange among cells in-
cluding neurons, has been extensively studied based on its critical role in
many physiological processes. The recent application of techniques such as mi-
croelectrochemistry has enabled measurement of individual secretion events,
facilitating a mechanistic understanding of the secretion process and chemical
messenger storage. In the work presented herein, microelectrochemistry
methods are used to study the exocytosis process in blood platelets for the first
time. Exocytosis is utilized by platelets as a signaling pathway to accomplish
their role in primary hemostasis, the arrest of bleeding. Because platelet exocy-
tosis is similar in many ways to exocytosis in neurons, platelets have been his-
torically treated as an easily obtainable neuronal model. Our work gives the first
experimental evidence of quantal secretion from platelets, resulting from exo-
cytosis of one type of specialized granule from platelets, dense-body granules,
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