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Vasopressin V1 Receptors on the Principal Cells of the Rabbit Cortical
Collecting Tubule
Stimulation of Cytosolic Free Calcium and Inositol Phosphate Production via Coupling
to a Pertussis Toxin Substrate

Maria A. Bumatowska-Hiedin and William S. Spielman
Department of Physiology, Michigan State University, East Lansing, Michigan 48824

Abstract

The effects of arginine vasopressin (AVP) on the cytosolic free
calcium concentration (ICa"2jf) were examined in freshly im-
munodissected rabbit cortical collecting tubule cells using fluo-
rescent Ca"2 indicators fura-2 and indo-1. The addition of AVP
to a cell suspension resulted in a rapid and transient increase in
the [Ca"2If. The 1-deamino-8-D-AVP (dDVP), a V2 receptor
agonist of AVPthat stimulated adenosine 3',5' cAMPproduc-
tion in these cells, had no effect on ICa+2if and did not affect
AVP-induced increase in [Ca+2Jf. The AVP-induced increase in
[Ca+2If but not cAMPproduction was blocked by the V1 recep-
tor antagonist, [1-(beta-mercapto-beta-beta-cyclopentameth-
ylene propionic acid), 2-(O-methyl)tyrosinel Arg8-vasopressin.
The AVP-stimulated increase in [Ca+2jf appeared to be largely
due to Ca+2 release from intracellular stores as reduction of
extracellular Ca+2 with EGTAhad little if any effect on the
AVP-induced increase in [Ca+21f. This AVP-induced increase
in [Ca+2If was associated with an increase in inositol-1,4,5-tris-
phosphate production and appeared to involve a guanine nu-
cleotide-binding protein (G), since the pretreatment of cells
with pertussis toxin for 4-6 h inhibited this effect. Finally,
measurements of [Ca+2If in single cells suggest that only the
principal cells of the collecting tubules respond to AVPwith an
increase in ICa+2If. In summary, these results demonstrate that
the principal cells of the cortical collecting tubule possess two
distinct receptor systems for vasopressin, the well-known V2
receptor coupled to adenylate cyclase, and a VI receptor sys-
tem that leads to the mobilization of cytosolic calcium, coupled
through a pertussis toxin substrate (G protein) to a production
of inositol phosphates.

Introduction

The action of vasopressin (VP)' to regulate water and sodium
transport in the kidney has been largely linked with the cAMP

Address correspondence to Dr. Maria A. Burnatowska-Hledin, De-
partment of Physiology, Giltner Hall, Michigan State University, East
Lansing, MI 48824.

Receivedfor publication 22 September 1987 and in revisedform 4
August 1988.

1. Abbreviations used in this paper: AVP, arginine vasopressin; [Ca+2]f,
cytosolic free calcium; CT, collecting tubules; d(CH2)5Tyr(Me)AVP,
[1 -(beta-mercapto-beta-beta-cyclopentamethylene propionic acid),
2-(O-methyl)tyrosine] Arg8-vasopressin; dDVP, l-deamino-8-o-argi-
nine vasopressin; FITC-PNA, peanut lectin isothiocyanate; G, guanine

messenger system through the activation of the V2 receptor
and adenylate cyclase activity (1-3). In the liver, vascular
smooth muscle, and glomerular mesangial cells the action of
VP has been linked to the activation of the VI receptor and
phospholipase C activity responsible for the breakdown of
phosphatidylinositol-4,5-biphosphate (PIP2) to inositol 1,4,5-
trisphosphate (IP3) and diacylglycerol with the resultant mobi-
lization of calcium and activation of protein kinase C, respec-
tively (4-8).

In the renal tubules from the medulla indirect evidence
indicates the presence of both VP receptors (9). The presence
of many cell types in the kidney, however, has complicated the
direct investigation of the action of VP in specific cell types.
Recently, both VI and V2 receptor-dependent action of VP
has been demonstrated in LLC-PKI cells, an established cell
line of renal origin, raising the possibility of two receptors
coexisting on the same cell (10, 11). Although LLC-PK1 cells
provide a useful model for transport and signal transduction
studies (6, 12), ambiguity in the nephron site of origin and the
constant concern that transformed cell lines undergo pheno-
typic changes make the physiological significance of the obser-
vation unclear.

The aim of the present study was to determine (a) if rabbit
cortical collecting tubule (RCCT) cells possess a VI receptor
coupled to the mobilization of cytosolic calcium ([Ca+]f), in
addition to the well established V2 receptor coupled to adenyl-
ate cyclase; (b) the source for the changes in the [Ca+2]f; (c)
which receptors are involved in the [Ca+2]f mobilizing re-
sponse; (d) if the increase in [Ca+2]f is linked to IP3 production;
(e) the involvement of guanine nucleotide-binding protein in
the VP-induced [Ca+2]f response; and finally, (f ) which cells of
the rabbit collecting tubules (CT) are involved in the VI-linked
response.

Methods

Materials
DME, collagenase, fetal bovine serum, and trypsin were purchased
from Gibco Laboratories, Grand Island, NY. Fura-2/AM and Indo-l/
AMwere purchased from Molecular Probes, Inc., Junction City, OR.
The phosphodiesterase inhibitor, RO20-1724, was a gift from Hoff-
man-La Roche, Nutley, NJ. PT was from List Biological Laboratories,
Inc., Campell, CA. Arginine vasopressin (AVP) and l-deamino-8-o-ar-
ginine vasopressin (dDVP) were obtained from Sigma Chemical Co.
(St. Louis, MO), and [1 -(beta-mercapto-beta-beta-cyclopentameth-

nucleotide-binding protein; GTP, guanine nucleotide; IP,, inositol-l-
phosphate; IP2, inositol-1,4-biphosphate; IP3, inositol 1,4,5-triphos-
phate; PIP2, phosphatidylinositol-4,5-biphosphate; PT, pertussis
toxin; R, fluorescence ratio; RCCT, rabbit cortical collecting tubule;
SSS, simplified saline solution; VP, vasopressin.
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ylene propionic acid),2-(O-methyl)tyrosine] Arg8-vasopressin
(d(CH2)5Tyr(Me)AVP) from Peninsula Laboratories, Inc., Belmont,
CA. Myo-[3H]inositol was from NewEngland Nuclear (Boston, MA).
All other chemicals were from Sigma Chemical Co.

Isolation of the RCCTcells
To isolate relatively large numbers of virtually pure populations of
RCCTcells, solid-phase immunoadsorption technology using mono-
clonal antibodies directed against cell surface antigens was used
(13-15). Briefly, kidneys from 4-6-wk-old NewZealand white rabbits
were removed, cortical tissue was dissected out, diced finely, and
transferred to a 50-ml tube containing 0.1 %collagenase in simplified
saline solution (SSS; composition in millimolars: 145 NaCl, 5 KCI, 1
Na2HPO4, 0.5 MgCl2, 5 glucose, 10 Hepes, 1 CaC12, pH 7.4), and
incubated 30-45 min at 370C in a shaker water bath. To remove
collagenase the cell suspension was centrifuged at 1,000 g for 10 min,
red blood cells were lysed with hypotonic saline (0.2%, 30 s), the sus-
pension was filtered through a 250-ism Gelman wire mesh, and resus-
pended in 10% BSA in PBS(composition in millimolar: 137 NaCl, 8.1
Na2HPO4, 1.5 KCI, pH 7.3). The cell suspension was washed in PBS
and overlayed on 100-mm plastic culture dishes coated with an IgG3
(rct-30) antibody-specific against CT cells. After a few minutes plates
were washed extensively with PBS and cells were detached from the
plate and used for the particular study.

VP-induced cAMPformation
Freshly immunodissected RCCTcells suspended in SSS were trans-
ferred in 200-id aliquots to 24-well plates and assayed for cAMP. Cells
were incubated with the phosphodiesterase inhibitor RO20-1724 (1
mM) for 15-20 min, and then with AVP or its analogues (100 l,
concentrated three times) for an additional 10-15 min at 37°C. The
treatment was terminated with 0.2% HCI (75 Al). Cells were quick-fro-
zen (-80°C), thawed, pH adjusted with 0.5 MNa2HPO4(200 id), and
assayed in triplicate for cAMP by RIA (16). To determine protein
concentration pelleted cells were dissolved with a solution containing
2% Na2CO3, 0.4% NaOH, 0.16% sodium tartrate, and 1% SDS, and
assayed for protein using a modification of the Lowry method (15).
The results are expressed as pmol cAMP/mg protein per 15 min.

Measurement of the [Ca2] f
Cell suspension. [Cai2jf in cell suspension was measured using fura-2,
basically as described previously (10). Freshly immunodissected cells
were washed in SSS, counted, resuspended in 1 ml SSS containing 4
,uM fura-2/AM, and incubated at 37°C in a water bath with continu-
ous shaking for 30-40 min. Fluorescence was measured with a dual
excitation wavelength spectrofluorometer with a computerized record-
ing system in a temperature-controlled cuvette, continuously stirred
with a magnetic stirrer (Spex Industries, Inc., Metuchen, NJ). Samples
were excited at 340 and 380 nm and emission was monitored at 505
nm. The fluorescence ratios (R) were obtained by dividing the fluores-
cence excited at 340 nmby the fluorescence excited at 380 nm. [Ca+2]f
was calculated as described by Grynkiewicz et al. (16) and our previous
study (10), using the formula:

[Ca+2]f = (R - Ro/R. - R) X (F0/FJ)380 X Kd.
The Ro is the ratio at zero Ca+2 and R, is the ratio at saturating Ca+2
concentrations. F0 is the fluorescence at 380 nmat zero Ca+2 and F. is
the fluorescence at 380 nm at saturating Ca+2 concentration. The
effective dissociation constant for the fura-2-Ca+2 complex, Kd, deter-
mined for fura-2 produced from fura-2/AM by RCCTcells as de-
scribed previously (10), was 210 nMand was comparable to the 224-
nM Kd value reported by Grynkiewicz et al. (16). Consequently, the
224-nM value was used to calculate [Ca+2]f. Calculated [Ca+2]f values
were corrected for autofluorescence and fura-2 leakage. Fura-2 leakage
was determined by the addition of 0.1 mMMnCl2 to the cell suspen-
sion. Whereas little change in fluorescence was observed immediately
after cells were washed, it tended to increase with time. Consequently,
cells were washed and resuspended in fresh medium several times

throughout the experiment. The addition of MnCl2 consistently re-
duced basal [Ca+2]f to similar levels.

Single cell. Single cell calcium concentrations were measured with
an interactive laser cytometer equipped with a SWargon laser (ACAS
470; Meridian Instruments, Inc., Okemos, MI). The optical system of
ACAS470 is designed to excite a sample with a laser beam at one
wavelength and monitor emission at two wavelengths simultaneously
using two photomultiplier tubes. Consequently, fluorescent calcium
chelating indicators like Indo-l, with a single excitation at 356 nmand
dual emission (Indo-l free at 485 nmand Indo-l bound to calcium at
405 nm), can be used to monitor changes in [Ca(2]f.

Cells were loaded with 2 AMIndo-l/AM as described for fura-2/
AMand aliquots overlaid on 35-mm culture plates that had been
modified to have a 10-mm diameter hole drilled in the bottom. A glass
cover slip was cemented over the hole for use in the ultraviolet range.
An area was chosen at random and several cells were scanned for the
fluorescence at two wavelengths. After basal calcium concentration
was obtained (2-3 scans) AVPwas added and the scanning continued.
The ratio of F405/F485 was calculated for each cell and calcium concen-
tration was derived from a standard curve that was generated using free
acid Indo- 1, I mMEGTA, 115 mMKCI, 20 mMNaCl, 1 mMMgSO4,
10 mM3-[N-morpholino] propane sulfonic acid, and varying concen-
trations of the Orion calcium standard. Total added calcium was con-
verted to free calcium by a double quadratic formula where both
Indo-l and EGTAare interacting (Wade, M. H., and J. F. Holland,
manuscript in preparation).

To determine whether the principal or the intercalated (mitochon-
dria-rich) cells were responsible for the observed increase in [Ca"2]f
after AVP, peanut lectin isothiocyanate (FITC-PNA) which binds spe-
cifically to the intercalated cells (17) was added to the cell suspension
during the last 20 min of incubation with Indo- 1/AM. In those experi-
ments the area scanned for Indo- 1 fluorescence was also scanned using
ACAS470 interactive laser cytometer for FITC-PNA fluorescence at
488 nm excitation and emission at 515 nmand above.

Inositol phosphates production
Freshly immunodissected RCCTcells were suspended in 5 ml of me-
dium 199 containing 200 mMglutamine, 0.5 mg/ml insulin, 0.34
mg/ml thyroid hormone, and 4 MMdexamethasone, and incubated
with 15 MCi of myo[3H]inositol for 5 h at 37°C. Cells were centrifuged,
resuspended in 10 ml of Hepes/Li buffer (concentration in millimo-
lar: 4.7 KC1, 0.5 EDTA, 13 glucose, 20 Hepes/acid, 1.2 KH2PO4, 1.2
MgSO4, 58 NaCl, 60 LiCl, 1.5 CaCl2), and incubated for 15 min in a
37'C water bath. Cells were centrifuged again, resuspended in fresh
Hepes/Li medium, and aliquoted (0.4 ml) into assay tubes. AVP (106
M) was added to the experimental tubes and controls received equal
volume (0.1 ml) of Hepes/Li buffer. Cells were incubated in a 37°C
shaking water bath for a specified time period and reaction was stopped
with 0.5 ml of ice-cold 12% TCA. Vials were then frozen at -800C.

Inositol phosphates were determined using the method described
by Berridge et al. (18). Briefly, cells were defrosted, centrifuged for 2
min, and the supernatant separated for measurements of inositol
phosphates using AG-1X8 resin columns (formate form, 200-400
mesh; Bio-Rad Laboratories, Richmond, CA). Inositol-l-phosphate
(IP,) was eluted with 200 mMammonium formate/100 mMformic
acid, inositol-1,4-biphosphate (1P2) with 400 mMammonium for-
mate/100 mMformic acid, and IP3 with 1 Mammonium formate/100
mMformic acid. The pellet was resuspended in 0.5 ml solution con-
taining 1 mMKCl, 10 mMmyo-inositol, and 0.5 ml chloroform for
phosphoinositide (lipid) measurement. The results were calculated as
counts per minute of [3H]inositol phosphates/counts per minute 3H-
lipids, and were expressed as percent change from appropriate control.

PT treatment
RCCTcells were isolated as described above and suspended in 2 ml of
SSS. Half of the cell suspension was incubated in SSS with 10 Mg/ml of
PT and 0. 1% BSA, while the other half was incubated with a vehicle
and served as time control. Cells were incubated for 2, 4, or 6 h at 370C
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with continuous shaking. 40 min before the end of incubation 4 gM
fura-2/AM was added and the incubation continued. At the end of the
incubation period cells were washed in fresh SSS several times and
[Ca+2]f and cAMPproduction were determined as described above.

Statistical methods
Results are expressed as mean±SE. The n indicates number of inde-
pendent isolations. Where indicated, the significance of differences
between control and effector-treated cells was determined by the use of
the analysis of variance.

Results

Effects of AVP and its analogues on [Ca"]f. In freshly im-
munodissected RCCTcells basal [Ca+2] f when corrected for
fura-2 leakage was 116+0.2 nM (n = 5). The addition of AVP
caused a dose-dependent increase in [Ca+2]f (Fig. 1). In a repre-
sentative tracing (Fig. 1) 10-" MAVP had no effect on
[Ca+2]f, while 1010 MAVPincreased [Ca+2]f from 1 12 to 145
nM, lo-' Mfrom 126 to 182 nM, and IO-' Mfrom 91 to 183
nM. This effect was rapid (within 10 s) and transient, returning
to basal levels within a few minutes (Fig. 2, top). The removal
of extracellular calcium (3 mMEGTA) reduced the basal
[Cai2]f from 118 to 52 nM but did not affect AVP-induced
increase in [Ca+2]f from 52 to 87 nM (Fig. 2, bottom). The
calculated ED50 for AVP-induced increase in [Ca+ir was - 50
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Figure 2. Effects of 10-6 MAVPon [Ca+2Jf in freshly immunodis-
sected RCCTcells suspended in a medium containing 1 mMCa+2
(top) and after addition of 3 mMEGTA(bottom) to remove extracel-
lular Ca+2 (n = 5).

nM and was considerably higher than the ED50 for AVP-in-
duced cAMPproduction for these cells (0.1 nM) (Fig. 3).

To determine whether the AVP-induced increase in [C(+2]f
is linked to either the V, or V2 receptor, the effects of a selec-
tive V, antagonist, d(CH2)5Tyr(Me)AVP, and a V2 agonist,
dDVP, on cAMPproduction and [Ca if were examined. As
before, the addition of AVPto cell suspensions increased both
cAMPproduction and the [Ca+2If (Fig. 4 and Fig. 5, top, re-
spectively). dDVP (10-6 M), which increased cAMPproduc-
tion (Fig. 4), did not have any effect on basal [Ca+2]f or AVP-
stimulated [Ca+ir (Fig. 5, middle), while d(CH2)5Tyr(Me)AVP
(l0-5 and 10-6 M), which had no effect on cAMPproduction
(Fig. 4) and did not affect basal [Ca+ir, completely inhibited
AVP-induced increase in [Ca 2Jf (Fig. 5, bottom). SSS, which
served as a vehicle, had no effect on [Ca+2Jf (Fig. 5, top).

Effects of AVP on inositol phosphate production. In an at-
tempt to determine if VP stimulated a phospholipase C-me-
diated hydrolysis of phosphoinositides we examined the effects
of AVP on formation of inositol phosphates in RCCTcells
that were prelabeled with [3H]inositol. VP stimulated the for-
mation of labeled (3HJIP3, [3H]IP2, and [3H]IP,. As shown in
Fig. 6, 10-6 MAVP increased IP3 production within the first
10 s. This increase of 32% from the control level was followed

E
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Figure 1. Representative spectrofluorometric tracings of a dose-de-
pendent increase in [Ca+2Jf in freshly immunodissected RCCTcells
induced by AVP(I0- `-l0-5 M) as determined with fura-2. Arrows
indicate points of AVPaddition. Calculated [Ca"]f (log scale) was
corrected for fura-2 leakage. Long downward spikes indicate opening
of the spectrofluorometer's shutter. Each dose was tested on at least
three independent cell isolations. For further details see Methods and
Results.
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Figure 3. Dose-response effect of AVPon cAMPproduction in
RCCTcells. Each point represents a mean±SE of three experiments.
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by a small decline at 30 s (17% over the control) followed by a
continuous increase over the next 5 min (56% increase). A
subsequent peak was observed at 15 min (53% increase). The
increases in IP2 were similar to those in IP3 production but
lower in magnitude (Fig. 6, middle). Unilike the rapid increases
in IP3 and IP2 observed in the first 10. s after AVP, a small
decline in IP1 production was observed in the first 60 s, fol-
lowed by a gradual increase over the next 20 min (Fig. 6,
bottom). A similar oscillatory pattern in inositol phosphate
production was observed in three additional experiments in
which the three metabolites were not separated (data not
shown). The increased formation of [3HJIP3, detected as early
as 10 s after addition of AVP, suggests that VPdid stimulate a
phospholipase C-mediated hydrolysis of [3H]PIP2.

Effects of PT on the A VP-stimulated [Ca"2] f. To examine
the role of the regulatory Gprotein in AVP-induced increase
in [Ca'2Jf, freshly isolated cells were pretreated- with PT.
Whereas 2-h preincubation had no effect on AVP-induced
increase in [Ca+]f (results not shown), the effect of AVPwas
virtually abolished after 4-h (Fig. 7) and 6-h (results not
shown) incubation. The pretreatment with PT had no effect on
AVP-induced increase in cAMPproduction. (In time controls
10-6 MAVP increased cAMP from 34.5 to 68.7 pmol/mg
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(MeAVP), bottom), in freshly immunodissected RCCTcells. Both
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protein per 15 min and in PT-treated cells from 40.6 to 77.2
pmol/mg protein per 15 min.)

Measurement of [Ca1] f in response to AVP in individual
RCCTcells. Because of the nonhomogenous nature of the
RCCTcell population, we examined changes in [Ca(2]f in re-
sponse to AVPat a single-cell level. As shown in several repre-
sentative experiments in Fig. 8, only some of the cells re-
sponded to AVP. Of 57 cells examined, 72%demonstrated an
increase in [Ca+2J in response to AVP. To determine which
cells of the CT were involved in the AVP-induced increase in
[Ca+if, intercalated cells were stained with FITC-PNA. Our
results indicate that cells that responded to AVPdid not stain
for PNA, suggesting that the principal cells were responsible
for the observed effects of AVPon [Ca+2]f. 85% of the PNA
negative cells demonstrated an increase in [Ca 2Jf, and none of
the PNApositive cells responded to AVP.

Discussion

The present study demonstrates that addition of AVP to
freshly immunodissected RCCTcells causes a rapid and tran-
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Figure 7. [Ca f response to AVP(10-6 M) in control (top) and after
pretreatment of freshly isolated RCCTcells with PT (10 /Ag/ml) for 4
h (bottom). Arrows indicate points of AVPaddition. Experiments
were repeated on cells from at least four separate isolations.

sient increase in the [Ca+2]f. The removal of extracellular Ca+2
(EGTA added) had no effect on AVP-induced increase in
[Ca+2]f suggesting that an intracellular source of Ca+2 was in-
volved. This effect of AVPappears to be linked to a V1 recep-
tor as the VI antagonist, d(CH2)5Tyr(Me)AVP, which had no
effect on basal [Ca+2]f or cAMPproduction, inhibited the
AVP-induced increase in [Ca+2]f but not cAMPproduction.
dDVP, a V2 agonist that stimulated cAMPproduction, had no
effect on [Ca+2]f. These results strongly suggest the presence of
two receptor systems in RCCTcells similar to that we have
recently reported for LLC-PKI cells (10).

Further, measurements of AVP-induced changes in [Ca+2Jf
in single cells indicatethat the VI receptor can be found on the
principal cells of the collecting tubule as only cells that did not
stain with PNAresponded to AVPwith an increase in [Ca+2Jf.
It cannot be ascertained from these studies, however, whether
intercalated cells lack a VI receptor. Although cells positive for
PNA did not respond to AVP, it is possible that PNA itself
might have affected the response. Also, other mitochondria-
rich cells of the CT that do not stain with PNA were not
identified.

Our results also indicate that AVP stimulates rapid IP3
production, suggesting that as in other cells (4, 5) this increase
in IP3 may be involved in increasing [Ca 2]f. The significance
of the oscillatory nature of the IP3 production is not clear, but
is not unique to RCCTcells. A similar pattern has been ob-
served in adrenal glomerulosa cells (19).

It has now been accepted that some calcium-utilizing
pathways are mediated by the membrane GTPbinding protein
regulated phospholipase C activity. In this scheme, the
agonist-receptor interaction results in GTP binding to the
alpha subunit of a G protein, activating phospholipase C to
cleave PIP2 to IP3 and diacylglycerol, and a subsequent in-
crease in [Ca+2]f and kinase C activity, respectively (20, 21).
The support for the involvement of GTP-binding protein
comes predominantly from studies using PT, a specific modi-
fier of some Gproteins, which, as a result of ADP-ribosylation
of the alpha subunit of Gprotein, inhibits the ability of some
Ca`2 mobilizing agonists to promote PIP2 hydrolysis (20, 21).
Whereas in the liver AVP induced PIP2 breakdown, and IP3
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Figure 8. Representative tracings from the experiments examining
the effects of 10-6 MAVPon [Ca+2]f at the single-cell level. Cells
were loaded with Indo-l/AM and scanned for its fluorescence using
an interactive laser cytometer as described in Methods. Each panel
represents results from one scanned field and each tracing represents
changes in [Cal2]f in an individual cell. Despite comparable basal
[Ca"]f levels, the heterogeneity in the magnitude of the response can
be clearly seen among the cells. Cells shown in the middle and the
bottom panels were also stained with FITC-PNA to identify the in-
tercalated cells. All cells in the middle panel were PNAnegative and
all responded to AVP. In the bottom panel three cells stained posi-
tive for PNA, but only the PNA-negative cells responded to AVP.
Cells shown in the top panel were not stained with FITC-PNA.
[Ca+2]f was examined in at least 57 cells from five independent isola-
tions, and cells from three independent isolations were stained with
PNA.

and diglycerol production and subsequent increase in [Ca+2Jf
do not appear to involve Gprotein (4), our results indicate that
pretreatment of RCCTcells with PT does abolish AVP-in-
duced increase in [Ca+2]f. The effect of PT appears to be time
dependent since at 2 h, a time at which PT had an inhibitory
effect in some but not all cell systems (4, 21), it had no effect
on RCCTcells. Further, studies by Dr. William K. Sonnen-
burg and Dr. William L. Smith (manuscript in preparation)
showed that in membranes from freshly immunodissected
RCCTcells, PT ribosylated a 4 l-kD protein. In those experi-
ments RCCTcell membranes were incubated with [32P]NAD
in the presence and absence of PT (16 ,ug/l00 Ag membrane
protein) for 2 h at 30'C and analyzed by SDS-PAGEfollowed
by autoradiography. PT catalyzed the ADP-ribosylation of a
41-kD protein. When intact cells were preincubated for 4 h
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with the toxin, there was no labeling of protein during the in
vitro ADP-ribosylation, consistent with the toxin substrate
having already been ADP-ribosylated in the intact cells.

The physiological significance of a dual receptor system
using both adenylate cyclase and a PT-sensitive, calcium-mo-
bilizing pathway is not clear. The VP-regulated water and so-
dium transport have been linked to the stimulation of adenyl-
ate-cyclase activity (2, 3, 6), while the AVP-mediated PGsyn-
thesis in the glomerular mesangial cells and in interstitial cells
has been linked to increased PIP2 turnover (22) and increased
[Ca+2]f (6-8, 22). Whether the effect of AVP on [Ca+2]f in
RCCTcells is linked to the PG synthesis or to water and
sodium transport, or both, remains to be determined.

The significance of the difference in the ED50 of AVPat the
V2 and VI receptors in the principal cells remains to be deter-
mined. It is possible that the heterogeneity in the calcium
response observed at the single cell level may be responsible, in
part, for the higher ED50 at the VI receptor. It is also possible
that like the action of glucagon in the liver, for example, clas-
sically believed to operate through the cAMPsystem and now
shown to involve IP3-Ca+2 system, the stimulation of the lower
affinity receptor system regulates the high affinity receptor (23,
24). The presence of V1 and V2 receptors on the same cell type
further underscores the possibility of such interaction.

The large yield of cells obtained by the immunodissection
technique may be further increased by growing cells in culture.
This approach, although used successfully, may present some
problems with identifying specific physiologic and biochemi-
cal functions at the cellular level. Our attempts to reproduce
the results in cultured RCCTcells underscore this problem.
Whereas the effect of AVP on the [Ca+2]f was originally ob-
served in cultured RCCTcells, it has not been consistent and
at present cannot be demonstrated (results not shown).
Whether the response has been lost because of culture condi-
tions, or a preferential growth of intercalated cells, or both
remains to be determined.

In summary, these results demonstrate that cells of the
cortical CT possess two distinct receptor systems for VP, the
well-known V2 receptor coupled to adenylate cyclase, and a
PT-sensitive VI receptor system that leads to the mobilization
of cytosolic calcium through a Gprotein coupled to phospho-
lipase C-dependent production of inositol phosphates. The
two types of VP receptors of the CT appear to be colocalized
on the principal cell.
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