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SUMMARY

The effects of 1-(1-phenylcyclohexyl)piperidine [phenycyclidine (PCP)] and three of its
analogues were studied on the ionic channels of the electrically excitable membrane and

of nicotinic acetylcholine (ACh) receptors in frog sciatic nerve-sartorius muscle prepara-
tions and in a behavioral paradigm in rats. Two of these analogues, i.e., 1-piperidinocy-
clohexanecarbonitrile (PCC) and 1-(1-m-nitrophenylcyclohexyl)piperidine (m-nitro-PCP)

are not active behaviorally, whereas the third one has the same effects as PCP. Thus, like
PCP, 1-(1-m-aminophenylcyclohexyl)piperidine (m-amino-PCP) blocked the indirectly

elicited contraction and potentiated the directly elicited contraction while prolonging the

half-decay time of the action potential in muscle. These effects were associated with a
block of delayed rectification, a reduction in the amplitude, and an increase in the
threshold of the action potential. Like PCP, m-amino-PCP increases the error ratio of
alternation tasks in the behavioral paradigm. Both m-nitro-PCP and PCC depressed the
amplitude and rate of rise of the action potential, but only m-nitro-PCP caused a small
increase in half-decay time of action potentials. Delayed rectification is only partially

blocked by m-nitro-PCP. Neither PCC nor m-nitro-PCP affects the error score in the
behavioral tests. Although they differ behaviorally, the four compounds are quite similar
in their action on the ionic channel of the nicotinic ACh receptor. Thus, all four

compounds produced a concentration-dependent depression of peak end-plate current
(EPC) amplitude. The time constant of EPC decay (TEPC) was shortened by m-amino-
PCP and m-nitro-PCP, which induced a change in voltage sensitivity at higher concen-

trations. In contrast, PCC had no effect on ‘TEPC but significantly depressed peak EPC
amplitude. All four agents appear to interact with the open and closed conformations of
the ionic channel of the ACh receptor. The marked potency of m-nitro-PCP and PCC on

the ionic channel of the nicotinic ACh receptor is in contrast to their inactivity in the
behavioral tests. We also show that the rank order of potency of these drugs on muscarinic
receptors does not match their potency in the behavioral paradigm. These two cholinergic

mechanisms are therefore not adequate to account for the behavioral effects of PCP and
its other psychoactive analogues (e.g., m-amino-PCP). Rather, a blockade of potassium
conductance in the electrically excitable membrane and subsequent effects on transmitter
release at central synapses by these psychoactive drugs are here proposed to account for
the observed behavioral alterations. PCC and m-nitro-PCP have only negligible effects
on potassium permeability.
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INTRODUCTION

PCP5 is a potent drug of abuse requiring emergency
care and often psychiatric management. It causes pro-
found changes in mental status in man, including eu-

phoria, aggressive behavior, and psychotic disturbance
(1-3) which may be difficult to distinguish from schizo-
phrenia.

In previous studies we have shown that PCP is a
potent inhibitor of potassium conductance of the electri-
cally excitable muscle membrane, of the ionic channel

associated with the nicotinic receptor (4, 5), and of mus-
carmnic receptors (6-8). Studies on the behavioral effects
of PCC, a synthetic precursor of PCP, and m-nitro-PCP
(Fig. 1) revealed a much smaller response than that

elicited by either PCP or m-amino-PCP. We therefore
decided to study the action of these discriminant com-

pounds at three different levels: (a) the voltage-sensitive
sodium and potassium conductance of skeletal muscle,
(b) the nicotinic receptor-ionic channel complex of frog
sartorius muscle, and (c) the behavioral changes in rats
evaluated by alterations of their performance in a spatial
alternation test. The effects of these compounds on so-
dium and potassium conductance were assessed by ex-
amining the waveform of the muscle action potential and
of delayed rectification. The actions of m-amino-PCP, m-
nitro-PCP, and PCC on neuromuscular transmission
were compared with those of PCP by analysis of their
effects on muscle twitch, EPCs, and behavior. Results

presented here indicate that the common behavioral
effects of PCP and m-amino-PCP are more likely to be
related to a decrease of potassium conductance than to
blockade of the nicotinic ion channel of the cholinergic
system or to blockade of muscarinic receptors.

MATERIALS AND METHODS

Electrophysiological techniques. Experiments were
performed at room temperature (20-22#{176}) on sciatic nerve
sartorius muscle preparations of the frog Rana pipiens.
The physiological solution had the following composition
(mfflimolar): NaCl, 115.5, KC1, 2.0, CaCl2, 1.8; Na2HPO4,

1.3; and NaH2PO4, 0.7. The solution was bubbled with
100% 02 and the pH was 6.9-7.1. For twitch studies, the
nerve was stimulated with supramaximal rectangular

pulses having a duration varying from 0.05 to 0.1 msec,
via an Ag-AgCl salt bridge electrode connected to a wet
electrode. Direct stimulation of the muscle was accom-

pushed by applying supramaximal rectangular pulses of
1.0- to 2.0-msec duration through a bipolar platinum
electrode placed around the middle portion ofthe muscle.
Direct and indirect stimulation was applied alternately,
each at a rate of 0.05 Hz. The muscle tension generated
by both direct and indirect stimulation was recorded by

attaching the muscle to a Grass force displacement trans-
ducer (FT.03) connected to a Grass Model 7 polygraph
on which the twitch was displayed.

For the recording of intracellular potentials, the mus-
� des were pinned under sljght tension to the paraffin

5 The abbreviations used are: PCP, 1-(1-phenylcyclohexyl)piperidine

(phencycidine); ACh, acetylcholine, PCC, 1-piperidinocyclohexanecar-
bonitrile; m-amino-PCP, 1-(1-m-aminophenylcyclohexyl)piperidine; m-

mtro-PCP, 1-(1-m-nitrophenylcyclohexyl)piperidine; EPC, end-plate

current; TEPC, time constant of EPC decay.

rn-NITRO-PCP Pcc
FIG. 1. Structures ofphencyclidine and its analogues

The molecular weights are as follows: phencyclidine (PCP), 243.4;

m-amino-PCP, 258.4; m-mtro-PCP, 290.4; PCC, 228.8.

lining of a Plexiglas plate having a planoconvex lens in

the center and then placed in a 20-mi capacity bath.
Resting membrane potentials were recorded only from
surface fibers using conventional intracellular recording
techniques (4).

Directly elicited action potentials were recorded with
one microelectrode inserted into a surface fiber while

passing a 30-msec depolarization pulse through another

microelectrode inserted into the same fiber at an inter-
electrode distance of 50 �tm (5). Delayed rectification was
determined in surface fibers of frog sartorius muscle
which were continuously exposed to tetrodotoxin (1.0

/�tM). The muscle fibers were polarized to -90 mV and
stimulated with rectangular depolarizing and hyperpolar-
izing current pulses. The resulting electrotonic potentials
were plotted against the injected current.

The effects of PCP and its analogues on EPCs were
investigated at 22#{176}using sciatic nerve-sartorius muscle
preparations which had been treated with glycerol to

disrupt excitation-contraction coupling. The voltage-
clamp technique was similar to that described earlier (9).
The DC output of a Tektronix oscilloscope, which dis-
played the nerve-evoked EPC and the membrane poten-
tial, was sampled at a rate of 100 �tsec/point using an
analog to digital converter and analyzed by a laboratory
computer (PDP 1 1/40, Digital Equipment Corporation,
Marlboro, Mass.). The value of TEPC was determined by
linear regression of the logarithms of the digitized decay
(20-80%) points against time.

Binding experiments. For the characterization of the
muscarinic properties of PCP and its analogues we car-

ried out competition binding experiments with radiola-
beled atropine. These were done as described earlier (10)
under equilibrium conditions at 25#{176},pH 7.4, in 100 mOsM
Tris-HC1. A portion (0.3 mg) of the P2 fraction (rat
whole brain without cerebellum) was incubated for 90

mm with 3.5 n1�i 3H-labeled (-)-atropine (4.6 Ci/mmole)
with six to nine concentrations of the tested drug. Blanks
(nonspecific binding) were determined in the presence of
0.5 LM (±)-quinuclidinyl benzilate. The free 3H-labeled
(-)-atropine was separated from bound by the rapid
filtration method (GF/B Whatman filters), and the
amount of radioactivity trapped was assayed by a Beck-
man 9000 scintillation counter (43% efficiency), using
NEN 963 scintillation fluid.
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Behavioral studies. Previous studies have established
that PCP impairs spatial alternation performance (11).

In this task a rat is required to alternate responding on
left and right levers in a two-lever operant chamber. The

subjects are naive female Sprague-Dawley rats, approxi-
mately 90 days old and weighing 225-250 g at the begin-
ning of testing. All testing is conducted in BRS/LVE
operant test cages, each containing two levers and each

enclosed in a sound-attenuated cubicle. The task is pro-
grammed and run by a NOVA 1200 minicomputer. mi-
tially, rats deprived of water for 23 hr are shaped by
delivering a noncontingent water reward every minute
during testing; every bar-press on either lever is also
rewarded with water (0.01 ml). When a rat makes a total
of 100 responses during a 30-mm daily test session, the
noncontingent water is eliminated and rats are then

maintained on a schedule of continuous reinforcement
for five more sessions. A forced alternation procedure is
then begun. The levers, which are retractable, are made
available one at a time, alternating after each reward
(left-right-left, etcetera). When rates of responding sta-
biize, usually within 1 week, the task is finally changed

to “learned” alternation. Both levers are now always
available and the rat must stifi alternate responding on
each lever in order to be rewarded. Excess responses
(errors) are counted but have no consequences. After
performance stabilizes, usually within 7-10 days, the rats
are tested for an additional 2 weeks before drug admin-

istration is begun. Rats are tested daily for 30 mm, and
drug or control solutions (usually saline) are adminis-
tered 15 min before test sessions on Tuesdays and Fri-

days. Although different groups of rats (N = 6 rats per
group) are used to evaluate the effects of different drugs,
the same rats receive all doses of a given drug; drugs are

ordinarily administered in a sequence of increasing dos-
age. In addition, the effects of PCP are determined in all
groups of animals, usually both before and after testing
the effects of a derivative. Normally, rats perform the
spatial alternation task with considerable accuracy and
consistency. After training is complete and performance

is asymptotic, the average rat makes only about 15%
more responses than necessary; that is, the ratio of re-
sponses to rewards per 30-mm test session is 1.15 (mean
value of 36 rats on at least 45 test sessions per rat).
Although in the most extreme case, response rates may
fluctuate up to 12-13% from day to day, the error ratio
hardly fluctuates at all; it varies no more than ±3% in
the most variable of rats. As shown in detail elsewhere
(7), PCP (administered i.p. 15 mm before testing) also

affects the rate of response. In contrast to the effect of
PCP on alternation performance, the effect on the rate
of the response is nonspecific (7).

Drugs. PCP and PCC (as the hydrochloride salts) were
obtained from the National Institute of Drug Abuse
(Rockville, Md.). Ketamine (as the hydrochloride salt)
was obtained from Bristol-Meyers (Syracuse, N. Y.);
atropine (as the sulfate salt) and scopolamine (as the
hydrobromide salt) were obtained from Sigma Chemical

Company (St. Louis, Mo.). All other drugs and chemicals
were either synthesized in the laboratory or obtained
from usual laboratory sources. All drugs, for electrophy-

siology and contractile studies, were maintained as re-
frigerated stock solutions (10_2 M) in physiological solu-

tion without calcium for 1 week and diluted just prior to

use. Tritiated atropine (as the racemate, sulfate salt) was

custom-made by general tritiation and obtained from Dr.
0. Buchman, Radiochemistry Department, Nuclear Re-
search Center (Negev, Israel).

Statistics. All values are expressed as the mean ±
standard error of the mean. Student’s t-test was used to

examine the difference between control and drug-induced
changes. Probability (p) values �0.05 were considered
statistically significant.

RESULTS

Effects on muscle twitch. The m-nitro derivative of

PCP (10-160 j.LM) caused a concentration-dependent
block of neuromuscular transmission (i.e., indirectly elic-
ited twitch) in frog sartorius muscle (Fig. 2). The directly
elicited twitch was transiently potentiated and then de-
pressed by m-nitro-PCP (100 tiM) (Fig. 3), an effect which
may be related to the suppression of action potential

generation in muscle (see below). Peak potentiation of
the directly elicited twitch with m-nitro-PCP (100 �sM)

occurred at 6-7 mm, when it reached 110 ± 10% of

control-an insignificant effect (p > 0.05). The subse-
quent depression of both the directly and indirectly elic-
ited twitches by m-nitro-PCP was reversed by washing

the drug from the bath. When exposed to m-amino-PCP
(100 �LM), the indirectly elicited muscle twitch was also

blocked about 5 mm after application. Like PCP (12), m-

amino-PCP produced a concentration-dependent poten-
tiation of the directly elicited twitch. For example, at 80

and 100 �LM, m-amino-PCP produced’ a significant (p <

0.01) and sustained potentiation of the directly elicited
twitch which reached peak values of 138 ± 8% (N = 3
muscles) and 161 ± 14% (N = 4 muscles; range 133-199)
of control within 6-7 min, respectively (Fig. 4). The direct
response recovered 1 hr after washing with drug-free
physiological solution. PCC (10, 40, and 100 ,tM) reduced

FIG. 2. Concentration-dependent depression of the indirectly elic-

ited twitch in frog sartoriuamuscle by PCP analogues

Each point and bar represent the mean (± standard error) twitch

tension relative to control val#{241}esof three to five muscles after exposure

to the compound for 20-30 mm. #{149},m-Nitro-PCP; t m-amino-PCP�’

A, PCC. The curves drawn were best approximation of the data.
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FIG. 3. Effect of m-nitro-PCP on twitch tension of frog sartorius

muscle

In A, the indirectly elicited response was first blocked with a-

bungarotoxin (5 �tg/ml) prior to applying m-mtro-PCP (100 saM). B,

Effects of m-mtro-PCP (100 jiM) on directly (#{149})and indirectly (0)

elicited muscle twitches. Each point and bar represent the mean (±

standard error) of results with four muscles.

the amplitude of the indirectly elicited twitch by 16 ±
8%, 57 ± 8%, and 100% (N = 3 to 5 muscles each),
respectively (Fig. 5). The directly elicited twitch was
depressed less than 10% after 1 hr of exposure to PCC
(100 jsM), a value similar to control. The concentrations
causing 50% blockade of the indirectly elicited muscle
twitch with m-nitro-PCP, m-amino-PCP, and PCC were
approximately 28, 45, and 36 �tM (Fig. 2).

Effects on the resting membrane and action poten-

tials. The mean control for the resting membrane poten-
tial of surface fibers was -90.1 ± 0.8 mV (N = 36 fibers).
Neither PCP nor PCC, m-amino-PCP, or m-nitro-PCP at
100 �zM concentration had any effect on the resting mem-
brane potential ofsurface fibers, which remained at about

FIG. 5. Effect of PCC (1(K) #M) on directly and indirectly elicited

twitches offrog sartorius muscle
Note that PCC had no effect on the directly elicited twitch (#{149}),but

blocked the indirectly elicited muscle twitch (0). Each point and bar

represent the mean (± standard error) of results with four muscles.

-90 mV (i.e., within 1 mV of the mean control). The
ability of PCP (at 100 /LM) to suppress repetitive firing of
action potentials in the muscle membrane and increase
the half-decay time of the action potential (5) was con-

firmed in the present investigation. Thus, the threshold
of the action potential increased to 108% of control,
amplitude decreased to 82% of control, rate of rise de-
creased to 75% of control, rate of fall decreased to 10% of
control, and the half-decay time of the action potential

increased to 542% of control (Table 1). Similarly, m-

amino-PCP (100 ,�M) markedly prolonged the muscle
action potential; the half-decay time increased to 212%

of control (Table 1), the rate of rise decreased to 75% of
control (p < 0.001) and the rate of fall decreased to 33%
of control (p < 0.02). When stimulated repetitively at a
frequency of 1 Hz, the half-decay time of the first and

tenth action potentials in a train should be identical. In
the presence of PCP (100 ELM), the half-decay times of
the first and tenth action potentials increased to 405 and
454% of control (5); with m-amino-PCP (100 tiM), the
half-decay time increased to 210 and 380% of control,
respectively (Fig. 6).

After a 30-mm exposure to m-nitro-PCP (100 ,�M) or
PCC (100 �LM), the threshold of the action potential was
significantly increased, the rate of rise was unaffected
but the rate of fall was significantly decreased (p < 0.02)
(Table 1), and secondary spikes normally present were
abolished. Although m-nitro-PCP signfficantly prolonged

the half-decay time of the action potential, the extent of
the increase was small when compared with PCP and m-
amino-PCP under similar conditions (Table 1), and the
rate of fall decreased to 62% of control at 100 �LM. PCC
was without effect on the half-decay time of the action

potential but increased the threshold and decreased the
amplitude and rates of rise and fall of the action potential
significantly.

In the presence of m-nitro-PCP (100 �LM), the half-
decay time of the first and tenth action potentials in a
train evoked at 1 Hz were prolonged to 133 and 215% of
control, values approximately 30% and 50% of those with

PCP under similar circumstances. Additionally, the pro-

m-amino-PCP

� � � 3
0 5 10 30 60mm

FIG. 4. Time course of effect of m-amino-PCP (100 �M) on the

directly elicited twitch offrog sartorius muscle

The indirectly elicited response was first blocked with a-bungaro-

toxin (5 �zg/ml) and then m-amino-PCP was applied. Comparable

results were obtained in three additional experiments.

640 AGUAYO ET AL.
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TABLE 1

Effects ofPCP and its analogues on the directly elicited action potential offrog sartorius muscles

Values presented are means

drug for 30 min.

± standard error; numbers in parentheses are the numbe rs of fibers from four muscles exposed to 100 �M of each

Condition Threshold

mV

Amplitude

mV

Half-decay time

msec

Rate of rise

V/sec

Control 44.0 ± 0.5 (43) 84.7 ± 1.0 0.65 ± 0.01 472 ± 14

PCP 47.3 ± 2.3 (45)” 69.1 ± 2.8a 3.52 ± 0.63� 352 ± 2Y’

m-Amino-PCP 46.9 ± 0.4 (33)” 76.6 ± 1.4’ 1.38 ± 0.03� 375 ± 10”

m-Nitro-PCP 47.5 ± 0.6 (23)” 76.2 ± 1.1�’ 0.87 ± 0.03#{176} 471 ± 15

PCC 56.8 ± 1.4 (11)b 68.3 ± 2.2” 0.70 ± 0.04 380 ± 23”

(‘p < 0.001 with respect to control.

hp < 0.02 with respect to control.

longation of the action potential under these conditions
was less frequency-dependent with m-nitro-PCP than
with m-amino-PCP, and the depression of rate of fall
more profound (Fig. 6).

Effects on delayed rectification. To determine whether
the prolongation of the muscle action potential was pos-

sibly related to a blockade of potassium conductance, as
has been observed with PCP (5), we examined the prop-
erty of delayed rectification in the muscle membrane in
the presence of all four agents. Experiments on frog
sartorius muscles were conducted in the presence of

tetrodotoxin (1 jiM) to block sodium conductance. At
concentrations as low as 10 �tM, PCP and m-amino-PCP
caused a significant blockade (p < 0.02 or greater) which
became more complete as the applied depolarization was
increased (Fig. 7). At 10 jIM, m-mtro-PCP (Fig. 7) and
PCC (data not shown) were ineffective; at 100 ,.LM, PCC
still had no effect on delayed rectification, but 100 � m-

nitro-PCP did produce a partial blockade of delayed
rectification whereas the effect of 100 �tM m-amino-PCP,
like that of PCP, was complete (Fig. 8). Similar to obser-
vations with PCP, the onset of blockade of delayed
rectification was frequency-dependent, occurring with a
decreased latency when the frequency of membrane ac-

tivation was increased (data not shown). These fre-
quency-dependent effects were similar to the prolonga-
tion observed in the decay phase of the muscle action

potential (Table 1 and Fig. 6). Only partial recovery of

delayed rectification (to 50% of control) was observed
after washing either PCP or m-amino-PCP from the bath
for 60 mm, but complete recovery was observed with m-

nitro-PCP.

Effects on the EPC. When the frog sartorius muscle
was exposed to m-nitro-PCP (30 �tM), the amplitude of
the EPC at -90 mV decreased to 63% of control and the
TEPC was shortened to 38% of control (Fig. 9). Similarly,
m-amino-PCP (30 j.LM) decreased the peak EPC ampli-

tude recorded at -90 mV to 26% of control and TEPC was
shortened to 43% of control. Figure 9A illustrates the
current-voltage relationships for EPCs in control fibers
and in the presence of the three concentrations of m-

nitro-PCP. There was a concentration-dependent de-
pression of peak EPC amplitude by m-nitro-PCP (Fig.
9A); at 5 jiM, for example, the EPC amplitude was sig-
nificantly reduced between -100 and -160 mV, but there
was little alteration of EPC amplitude between +50 and

-85 mV. With higher concentrations, the EPC amplitude
was depressed even at positive membrane potentials. At

more negative membrane potentials, the current-voltage
relationship of the EPC in the presence of 5-50 /iM m-

nitro-PCP showed a marked upward curvature and a
region of negative conductance where the EPC ampli-

tudes decreased in spite of an increase in the driving
force.

FIG. 6. Effect ofm-amino-PCP and m-nitro-PCP (1(K) tiM) on the directly elicited action potentials in surface fibers ofglycerol-shocked frog

sartorius muscle

The upper traces are 10 superimposed action potentials and the lower trace their first derivative (dV/dt); the horizontal line is the zero

potential. Membrane potentials were held at -90 mV before each stimulus. Stimulus frequency: 1.0 Hz. The compounds were applied for 30 mm

before recordings were obtained.
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FIG. 7. Voltage-current relationship recorded from surface fibers offrog sartorius muscle in the presence of 10 �tM PCP, m-amino-PCP, and

m-nitro-PCP

The muscles were continually exposed to tetrodotoxin (1 tiM) to block sodium conductance both before (control; #{149})and during exposure to the

compounds (0) (see Materials and Methods). Insets show typical records from control fibers (upper) and drug-treated fibers (lower) after 45-60

miii of exposure. Each point represents the mean (± standard deviation) of 3-8 determinations from 7-10 fibers for control and 10-15 fibers

during drug. Each muscle served as its own controL Single asterisks indicate a significant difference between control and drug-treated values (p

< 0.02). Double asterisks indicate p < 0.001 at the point indicated and when greater currents were applied.

FIG. 8. Voltage-current relationship recorded from surface fibers offrog sartorius muscle in thepresence ofl(%) �aM m-wnino-PCP, m-nitro-

PCP, and PCC

The muscles were exposed to tetrodotoxin as in Fig. 7. Each point represents the mean (± standard deviation) of 5-10 determinations from

15-20 fibers of 4-5 muscles. m-Amino-PCP blocked delayed rectification completely, whereas m-mtro-PCP was only partially effective and PCC
was totally ineffective. Asterisks indicatep < 0.02 () orp 0.001 (�). #{149},Control; 0, drug.
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FIG. 9. Effect ofm-nitro-PCP on the current-voltage relationship ofthe EPC (A) and on the relationship between the time constant of EPC

decay and membrane potential (B)

Each point represents the mean values from 8-14 end plates from 3-5 muscles. #{149},Control; m-nitro-PCP: 0, 5 �zM; �, 30 �M; D, 50 )LM. The inset

in A shows the concentration-response curves indicating the voltage-dependent action of m-nitro-PCP on peak EPC amplitude as a percentage

of control at-iSO (#{149}),-40 (A), and +50 mV (#{149}).The inset in B shows the relationship between In k3, the second-order rate constant for drug

binding obtained from the slope of the relationship hr versus the concentration of drug, and membrane potential (see text for further details).

The standard errors were too small to be shown.

The marked voltage-dependent action of m-nitro-PCP
on the peak EPC amplitude is demonstrated by the curve
in Fig. 9A (inset), where EPC amplitudes at -150, -40,
and +50 mV are plotted against the concentration of m-

nitro-PCP (5, 30, and 50 �.LM). The curves show that the
agent is more effective at - 150 than at -40 or +50 mV,

which suggests that it reacts with a site which affects the
voltage sensitivity of the EPC. Thus, at 30 �LM, m-nitro-
PCP reduced the EPC amplitude to 50% at -150 mV but
to only 62 and 84% of control at -40 and +50 mV,
respectively. In contrast to PCP (4), m-nitro-PCP did not
produce a time-dependent depression of EPC amplitude.

The onset of nonlinearity in the current-voltage relation-
ship was shifted to more depolarized membrane poten-
tials with increasing concentrations of m-nitro-PCP.
However, this onset of nonlinearity was less marked than
the one produced by PCP. In the presence of 5 �LM m-

mtro-PCP, the nonlinearity began at -100 mV, whereas
at concentrations of 50 �tM the nonlinear segment began
at -60 mV. Similarly, another PCP derivative, rn-amino-
PCP (30 �LM) significantly decreased the peak amplitude
of the EPC and induced a small curvature of the current-
voltage relationship at negative membrane potentials
(Fig. 10). In fact, at -90 mV the peak amplitude of the
EPC was decreased to 26% of control. m-Amino-PCP (30
zM) had only a small voltage-dependent effect on the

current-voltage relationship, but affected TEPC in a rather

similar manner. Like rn-nitro-PCP, the minimal concen-
tration of rn-amino-PCP which altered EPC amplitude
was 5�uM.

Concentrations of PCC between 10 and 70 �tM de-
pressed the peak EPC amplitude (Fig. hA). At -90 mV,
the peak amplitude of the EPC was decreased to 50 and
15% of control at concentrations of 30 and 70 �tM, respec-

tively. None of these compounds altered the equilibrium
potential for the EPC.

Effects on TEPC. The relationship between ‘rEPC and
membrane potential was examined under control condi-

tions and in the presence of rn-nitro-PCP, m-amino-PCP,
and PCC and compared with that of PCP. The time

constant, TEPC, which characterizes the exponential decay
of the EPC in normal muscle, varies with the membrane
potential according to the relationship:

1� = ‘T(O) exp1

where H is a constant which indicates the voltage sensi-

tivity of the decay phase (13-15). In other words, TEPC

becomes progressively longer as the membrane potential
is made more negative (Fig. 9B). Figure 9B shows TEPC

determined from a series of end plates plotted semilogar-
ithmically against membrane potential before and after
treatment of frog sartorius muscle with three concentra-

tions of rn-nitro-PCP. The minimal effective concentra-
tion for altering TEPC was 5 jIM. Little alteration occurred
between +60 and -60 mV, but there was greater shorten-
ing of TEPC at potentials more negative than - 100 mV
(Fig. 9B). Higher concentrations (30-50 �LM) caused a
marked acceleration of the decay phase of the EPC at

hyperpolarized potentials such that ‘TEPC at -150 mV was
reduced to 26% and 16% of control, respectively, by 30
and 50 �LM rn-nitro-PCP. At concentrations of 30 �M or

higher, TEPC was virtually independent of the membrane
potential (Fig. 9B). The alteration in the voltage sensitiv-
ity of TEPC is demonstrated by the change in the slopes of

the relationship between log of TEPC versus membrane
potential (Fig. 9B). The effects of rn-amino-PCP on TEPC

were nearly identical with those of m-nitro-PCP. Thus,
at -150 mV TEPC in the presence of 30 �&M rn-amino-PCP
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FIG. 10. Effect of m-amino-PCP on the current-voltage relationships of the EPC (A) and on the relationship between the time constant of

EPC decay and membrane potential (B)

Each symbol represents the mean of results with 7-14 fibers obtained from 4 or more muscles. S, Control; m-amino-PCP: A, 10 jiM; 0, 30 fLM.

decreased significantly to 34% of control (p < 0.001) (Fig.
lOB).

However, PCC did not cause any significant alteration
of TEP(’ recorded at membrane potentials between +50
and -150 mV at all of the concentrations studied (Fig.
liE). Indeed, this relationship remained linear with
slopes of -0.0067 msec/mV under control conditions and
-ft0067, -0.0057, and -0.0078 msec/mV at 30, 50, and

70 �tM PCC, respectively (Fig. 11B).
The voltage-dependent effect of m-nitro-PCP is con-

sistent with an action of the drug on the ionic channel.
Assuming that the probability for a single-charged cati-
onic species to bind at a site within the channel is

determined by a Boltzmann equation and that the acti-
vated conducting species of the channel, AR�, can decay
to either of two nonconducting states by a mechanism

similar to that described by the sequential model (16),

AR±AR* �AR�D

then TEPC (17) is described by the expression:

1� = (a + [DJk3)�

Here k3, the second-order rate constant for drug binding,
is the slope of the plot of the inverse TEPC versus concen-
tration of the drug. The fraction of the membrane poten-
tial sensed by e*ternally applied m-nitro-PCP can affect
the rate constant as follows (17, 18):

(-neV 6)
k3 = K0 exp

where K0 is the rate constant at 0 mV, ne is the charge of

FIG. 1 1. Effect ofPCC on the current-voltage relationships ofthe EPC and on the relationship between the time constant ofEPC decay and

membrane potential (B)

Each symbol represents the mean of results with 6-13 fibers from 4 or more muscles. #{149},Control; PCC: U, 10 iM; D, 30 ,iM; 0, 50 pM; A, 70
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the agent, V is membrane potential, k is the Boltzmann agent which does not distribute significantly into the
constant, and T is absolute temperature. The value of 6 brain, has no effect.
can be obtained from the slope of a plot of ln k3 versus
membrane potential. This analysis showed that rn-nitro- DISCUSSION

PCP senses9% of the membrane potential at its limiting

energy barner (bmdmg site) (Fig. 9).
Effects on behavior. The effects of the PCP analogues

on the spatial alternation performance (7, 11) are ifius-
trated in Table 2. As shown earlier (7, 11), the effect of
PCP on the error ratio is monotomc, i.e., the ratio in-
creases � dose. Aside from ketamine and the PCP
derivatives, the only other agents which to date have
been found to mmuc the effect of PCP on the error ratio

are the classical antimuscannic anticholinergics sc?pol-
amine and atropme, as well as qumuchdmyl benzilate.
Other drugs were tested and shown to be without effect

on the error ratio� These include (7) h�J�p�i4ol, cM�:

prom�lnt, (+)-iimph�Utnii,w, atpomorphiim, lyst�rgw

ait�id dI�thyhimidt�, morphhm0 ntdoxotm mtmeiunytiuniim�
nk�oUnt3, PIlO1�i*rPlflt�, OXOtrt3H1O1’Int�I physost1�mitm, �md
iir�ieollne, Mtithscopoltimlnt3, n peripht�nii antimus�uinic

PCP and m-amino-PCP potentiated the directly elic-
ited muscle twitch prolonged the action potential and
blocked delayed rectification and the ionic channel of the
ACh receptor as revealed by changes in peak EPC am-
plitude and TEPC. In contrast rn-nitro-PCP potentiated
the muscle twitch only to a small extent and prolonged
the action potential only slightly. PCC did not potentiate
the muscle twitch and had an even smaller effect on the
half-decay time ofthe action potential than m-mtro-PCP.
Moreover, delayed rectification was not affected by PCC,
and m-mtro-PCP caused only a partial blockade at con-
centrations 4-5 times higher than that required of rn-

amino�PCP, J3oth PCC rind m-nitro-PCP depr�s�ed peek
� � but only m�nitro4’CP shorttintid � I#{252}

h�i bs�mht�v1oritl tt�sts only PCP anti mitmIno�PCP vnus4�id
marked eh�ing�s in itlUr�it�on p�rfornuinct, wtwreus rn-

�p�p � �cc did � ciiust i�ignlficu,fl impMrmt�nt

i’4IThI’� :� of this pt�rformm�ncs� nt rt1evimt. dos.�s (sets Table 2)�

l�:ffet’tp� � (l1�s4�i’� Ian p.pistitsl U/frlU(lfj(Ul /)er�tiFflwl�ee
‘ . . . ‘ . .AU ItE�I�� WtIUtC U1iflIl)I�I tired i� I11 Iflhll �)I1ft( I mm ttEI�t tfl� I )rLI�

II�t�(ttr(tInI� were ��)(4t�e1l 1-4 miiiy� �*pt*rI� $�11IU� (�,�j�4) w� r�i�t�I

�lt �-3-wt3tCk inlervi*la. N = t�ve tt� � ptr ttru� dm�se. AU eiitstcb*n$

(IEWDiIIOUS W�iI�I wlthlu ItVt mm�I� I1W�4fl�.

F�tu’l1tr rtports hiivt suggeHttmd thut dost�s of PCI’ which

�tit�nulatt� ths�’ ct�ntri�l nervous svstt�m of ritts also producs
‘

ext.�ns1vi diimi.igt� t�o tht �kt�1titit1 muschi flbt�rs in Lht�
IIITlb$ oftht�se nninuils wht�n ths�iy iu’s� pIiwt�d in rt�sLrnining
ciigt�s (l9)� This finding With previouMly mittrlbuted to
kirgtt1 �nt�rmittsmt incrtitsts �n musc1t� ttinsion d.�vt31()p#{248}d
i�mdm’ thoss�i C0W11t101I$ (20), In view of the pre�t3nL t1nd�
logs, it could wtill bt� �xphiintmd by tht� mtsrktid ,dttiristion

of tht� t4tictricni propt�rt�s of tht� rnusch� nmmbrim#{248}

I�)rL(g l)�M� M�n �. ,� �- �-
. (�s�/ g

,�‘1(4IImw - I.IfI

t’t:p I)::� 1.1$ elicited by PC? imd it� behi�vIorisJ1y isctIvt� itnalogtws,
(),f� l.4�r Th$� �ffict� of rn-i�mino-PCP on poti�ssium condueUirwe
i#{149}I�� l.:�7”

�.t) y�::r�.o �Mi

w�r� r�fltctt�d In tht�m marked ioL�ntl�tlon of the dirt�ct

museh� twitch which rt�sults from at signi#{241}cantpro1ongi�
tiOn of tht inusciti iwtion pote#{252}Ua�i (Tublt� 1; Fig, 6) und

I II I 14
.I’f) �

IUI) I I�

!i).(I I.�’

block�idtt of dt$l8yt�d rtwtitIc�uion (Figs, 7 mind 8). Thtse

s�’fft�cts ii�rt� slmili�r to thut produced by hlstrion�coto�ln
(21) Unllks� th� active rn �rniino PCP, tht� bthi*vioridly
mn�1ctivs� rn�n1tro�PCP iind PCC had it wtmi*ker uction on

.

Ffl-AWIflt)-P(�P Jo I�4”

� �

�. � . ‘

the f�Uing phti�e of tht� action pottrntiftJ; rn�nitro�PCP but
not PCC blocktd dt�luyed rs.wtifIcut�on to � sm�J1 extent

at th� highest conctrntrt�tion ex�mintici, It is signlflctrnt
to tht� hypoth#{248}sis thin bt�huvIort*J #{248}fft�ctsof PCP �fl3

t�, I) I 1(4
mmlit) I�lIl

rnlnt�d to �wt�nn pottint�it1 prolongution by pottissium
ch�rnnt1 blockftdt thin k�itaimine, it congtner of PCP

�m.tm us which �s much I#{248}ssiwtivt� i�s u psychotoni#{252}ntitic (Tiiblt�
2), m�rnIft�st.s no upp�irent etftwt on tht� potussium chanrwt

n.h I .:UV’ of t4tictricttlly tmxciusble nmmbriums, Ytn kt�u*mine t*Jso
I()�II 1(14” prolongs tht� �wtion potentiitl In musclt3, �i1though i�PP�r�
!I).m) :L$l�1 tmtiy by �in tiltirninivti mechunism, i,t�,, by blocking dt�

, ,). ‘4

‘)�� I;�$��

II) �‘I�)-�’
I�) I) � 07

�
AIr(m�)II1El till)

;.�oI�

iiiyt�d sodium inzwtivntion (22)� K�t�niitw is only about
20% as active as pcp and 10% as actIve as rn�amino-PCP

ill t)$E�haViOl’al tO$t�1 (Tahki 2)� The low p�yt’hoton�ioit4k’
t1tl)Vlt� of ntiopsnt� (iihout itI tin�os tht� dohti of Pt’I’ tInti
,,,�nni1no�PCP waim rt�tiuit’od) I’eVt�nI&iI1 in �jmt i�t1 alt t�m’ua-
(iOfl tasks also fitP( with tht� hyl)OthtI$LP� that �sch act �vity
ii� clutt to an of��t’t of thtt ch’ug on J)()ttD4$iUfl� (()n(lUrtaflct’

fot’ atr()�)itu�i wa� prt�viow4y �mhown tO �)rolun�( the action
qL($t1LwI$1t$ny� t)$�J)zIINIt� 1.1) I.4�i’

‘-. f�0 141(4”

J)otential in akeletal nnssc’lti by blocking l)t)tassiLmn� &‘()I1�

dut’tanc.’t� (23) at vOnctE�ntI’flt�ons at least a lOg-d()$&i uflht�

�rt�ato�’ thati thoHti afTecting hitiding of drugs tO I1fll�V&t�

t’ink’ lect�pton(� ThI�i would explain tht� cliffertinct� bts�

�l $�nifici�niIy tifTers�nt irot+s clo�t�si �1dIJ)IC tJ�ti* ( p < OlIn 1y �i�rtu$

:‘�iqthnu’�m t-Ie�I)�
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tween the rank order of potency for muscarimc blockade
and for PCP-like behavioral effects.

The close correlation between the ability of PCP and

its analogues to block potassium permeability and their
effect on behavior is also supported by the dose-response
relationship in behavioral tests. Assuming that the vol-
ume of distribution of PCP and m-amino-PCP in a rat is

60% of body weight, then a behaviorally active dose of
1-5 mg/kg (Table 2) is equivalent to about 30 �LM. These

values are comparable to the concentration (10 �zM) at
which both active drugs, i.e., PCP and rn-amino PCP,
block delayed rectification (Fig. 7). On the other hand,
the lowest dose of rn-nitro-PCP needed to exert a behav-
ioral effect was 20 mg/kg, the equivalent of 115 jIM, and
PCC (20 mg/kg or about 146 �M) had no behavioral

effect. This is in excellent agreement with the concentra-
tion of m-nitro-PCP that did block delayed rectification
to a small extent, i.e., 100 �tM. As described above, PCC
had no effect even at this high concentration.

Several combinations of drugs have also been tested in
the behavioral paradigm described here. Positive findings

obtained so far include partial antagonism of the effect
of PCP on spatial alternation by physostigmine, piocar-
pine, oxotremorine, and arecoline (7). Analyzed together,

all of these data indicate that impairment of spatial
alternation performance by PCP, although characteristic
of muscarinic agents, cannot be explained solely by their

action as muscarinic receptor blockers. Indeed, the rank
order of potency of the drugs to elicit the behavioral
effects differs from that established in muscarmnic sys-
tems. Thus, results in Table 2 show that m-amino-PCP
is more potent than either m-nitro-PCP or PCP itself,
and this correlates well with their affinities for sites

labeled in brain homogenates by [3H]atropine (Kd = 4.4,
22, and 110 �LM for m-amino-PCP, PCP and m-nitro-PCP,
respectively). However, the derivative of PCP in which
the piperidine is replaced by a morpholino group is
practically inactive in the behavioral test but is a potent
muscarinic blocker. Similarly, the rank order of potency

for atropine, scopolamine, and quinuclidinyl benzilate,
which are nearly equipotent to PCP in the behavioral
test, is not commensurate with the very high affinities of
these drugs for muscarinic binding sites in brain homog-
enates, for which these drugs exhibit an affinity that is
3-4 orders of magnitude higher than that of PCP (10).

In contrast to these congruent dose relationships, we
found that the effects of the compounds on the ionic
channels of the nicotinic ACh receptor start at concen-
trations of 5-10 /ZM. However, this action does not appear
to be related to the behavioral activity because m-nitro-
PCP has low behavioral activity and PCC totally lacks

an effect on spatial alternation, whereas both drugs affect
peak EPC amplitude in a manner similar to PCP and m-

amino-PCP. It is also noteworthy that the potency rank-
ing in spatial alternation performance paradigm agrees
very well with the rank orders of potency in behavioral
studies of PCP derivatives by Shannon (24) and Kalir et

al. (25) in which different paradigms were used.
Further support for our hypothesis that the decrease

in potassium conductance is involved in eliciting the
behavioral effect of PCP and m-amino-PCP is also pro-

vided by their effect on presynaptic membranes (26).
Thus, PCP and m-amino-PCP significantly increased the

quantal release of ACh from the nerve terminal in frog
sartorius muscles at concentrations as low as 0.1 /.LM, but
m-nitro-PCP (0.8 /iM) and PCC (1.6 �LM) were ineffective.
In addition, PCP and rn-amino-PCP significantly de-

creased potassium-stimulated �Rb efflux from brain syn-
aptosomes; m-nitro-PCP and PCC were practically in-

active (26). This finding further supports the idea that
the discriminant action of the behaviorally active agents

is potassium conductance.
The details of the central mechanism involved in PCP

action have yet to be elucidated, but it appears clear that
PCP-induced changes in electrical excitability of mem-
branes have to be directly considered. Most studies of
the effects of PCP on neurotransmitter levels and recep-
tors until now have indicated only that serotonin, dopa-
mine, norepinephrmne and epinephrmne, ACh, and -y-ami-
nobutyric acid may somehow be involved in the media-
tion of the behavioral effects produced by PCP. It is
important to stress that the changes produced by PCP in

the electrical excitability of membranes apparently do
modify significantly the release of neurotransmitte�s as
well as their postsynaptic effects. This could explain why
previous studies of the direct effects of PCP on neuro-
transmitter levels and receptors in vitro have failed to
produce good correlations with behavioral activity (27).
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