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A B S T R A C T Potent synthetic analogs of gonadotro-
pin-releasing hormone produce parodoxical anti-
reproductive effects when administered chronically.
These compounds are minimally toxic and may exhibit
no plateau of the dose-response curve even at very
high doses. These considerations served as the basis
for our systematic evaluation of [D-leucine6-desargi-
nine-glycine-NH210]gonadotropin-releasing hormone
(GnRH-A) proethylamide in the very high dose range
(i.e., 10-fold larger amounts than previously used). In
rats given the analog for 12 wk, prostate, testis, and
seminal vesicle weights were suppressed to a greater
extent with 200 ,ug q.d. than with 40 MAg q.d. (P < 0.01
prostate, <0.01 testis, <0.01 seminal vesicles), indi-
cating dose-response effects in the very high dose
range. 200 Mg of [D-Leu6-des-Gly-NH2'0]-GnRH-A
consistently suppressed leutinizing hormone (LH) val-
ues at 6 and 12 wk (basal 71±9.5; 6 wk 34±3.8; 12 wk
28±5 ng/ml) whereas 40 ,ug suppressed LH variably
(basal 33±3.8; 6 wk 17±3.9; 12 wk 32±5.2). Testos-
terone fell to 15±2.4 and 19±2.0 ng/100 ml in response
to 200 Mg q.d. and to 27±6.4 and 22±7.4 ng/100 ml
with the 40-,g dose.

These findings in the rodent prompted treatment of
stage D prostate cancer patients with similarly high
doses of [D-Leu6-des-Gly-NH210]-GnRH-A. After treat-
ment for 11 wk with 1,000 or 10,000 Mlg/d of the an-
alog, testosterone and dihydrotestosterone levels tran-
siently rose and then fell into the surgically castrate
range (testosterone 19±4.4 ng/100 ml [D-Leu6-des-
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Gly-NH21]-GnRH-A vs. surgically castrate 11±0.9 ng/
100 ml, P = NS; dihydrotestosterone 15±1.7 ng/100
ml GnRH-A vs. surgically castrate 15±4.1 ng/100 ml,
P = NS). However, unlike the chronic stimulatory ef-
fect on the pituitary at lower doses, very high dose
therapy resulted in profound suppression of plasma
and urine LH. Plasma levels fell to the limit of assay
detectability, whereas the more sensitive urinary assay
detected prepubertal levels of excretion (i.e., 64±8.4
mIU/h). The highly sensitive rat interstitial cell tes-
tosterone bioassay for LH also demonstrated a marked
decline in LH to undetectable levels in 17/19 subjects.
Clinical results with [D-Leu6-des-Gly-NH2'0]-GnRH-A
simulate those achieved by surgical castration in men
with prostatic cancer as suggested by available prelim-
inary data.

INTRODUCTION

70,000 new cases of prostate cancer are diagnosed an-
nually in the United States. 85% of these present with
disseminated lesions and -75% are hormone depen-
dent (1-3). Surgical castration effectively lowers an-
drogen levels and produces tumor regression in these
patients. Because this procedure is unacceptable to
many men, several investigative groups have at-
tempted to develop medical alternatives to castration.
Accelerated death rates induced by cardiovascular
and/or thromboembolic disease related to high-dose
estrogen administration limited the usefulness of this
form of "medical castration" (4). Lower doses of es-
trogen produce tumor regression without cardiovas-
cular complications but may be less effective than cas-
tration. Progestational agents alone are only tran-
siently effective at reducing testosterone (5, 6), whereas
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the recent introduction of antiandrogens (7) or com-
bination of estrogen with progestins shows promise for
a sustained reduction of testosterone levels lasting up
to 16 mo in one study (8).

Studies in a variety of species utilizing highly potent
(superagonist) analogs of gonadotropin-releasing hor-
mone (GnRH-A)' suggested an alternative approach
to medical castration. Chronic administration of these
compounds produces paradoxic atrophy of reproduc-
tive tissues. [D-Leu6-des-Gly-NH210]-GnRH proethyl-
amide (D-Leu6-GnRH) is a superagonist analog with
12-20 times greater luteinizing hormone (LH) and
follicle-stimulating hormone (FSH) releasing activity
than that of GnRH itself (9). Studies in rats (10-15)
demonstrated inhibition of testosterone secretion, re-
duction of testicular LH receptors, and prostate regres-
sion with chronic administration of this compound.
This ability to induce "reproductive atrophy" phar-
macologically with this agent has suggested its poten-
tial usefulness in androgen-dependent neoplasia.

Prior studies in the rodent focused upon the inhib-
itory activities of 0.005-5 1sg of GnRH-A. Because
these compounds are devoid of toxicity at very high
doses, we initiated systematic studies to evaluate the
effects of even higher doses of D-Leu6-GnRH (40-200
,ug daily) in rats bearing androgen-dependent prostate
tumors and then extended these investigations using
comparable doses on a milligram per square meter
basis to men with prostatic carcinoma (16). This report
details the profound inhibition of gonadotropins and
androgens observed with very high-dose GnRH-A
therapy in these studies.

METHODS

Rodent studies
Groups of animals. Three groups of 25 adult male Noble

rats bearing subcutaneous prostate tumor implants (17, 18)
included: Group 1 was castrate (animals were surgically cas-
trated 2 wk before treatment); group 2 received 20 gg of D-
Leu6-GnRH twice daily subcutaneously for 12 wk; and group
3 received 100 ;&g of D-Leu6-GnRH twice daily subcutane-
ously for 12 wk. Animals in group 1 weighed 319±25 g;
group 2, 300±10 g; and group 3, 290±9.2 g.

Blood for measurement of serum LH, testosterone, and
prolactin was obtained basally in each of 25 animals in each
group. Further blood was drawn for hormone measurements
again at 3, 6, and 12 wk of therapy, 12 h subsequent to
previous drug administration. To reduce the number of as-
says necessary and to increase sample size, the serum from
pairs of animals in each group were pooled before analysis.
Animals were killed at 12 wk and the testes, prostates, and
seminal vesicles weighed.

' Abbreviations used in this paper: DHT, dihydrotestos-
terone; FSH, follicle-stimulating hormone; GnRH-A, gonad-
otropin-releasing hormone analog; LH, leutinizing hormone;
PRL, prolactin; RICT, rat interstitial cell testosterone.

Patient studies. 38 noncastrate and 23 surgically castrate
men with histologically confirmed stage D prostatic ade-
nocarcinoma were included in this prospective multicenter
clinical trial. In each of the surgically castrate patients, at
least 1 mo had elapsed since orchiectomy before study entry.
Patients were randomly assigned to receive either 1,000 or
10,000 Mg of D-Leu6-GnRH s.c. on a daily basis. The partic-
ipating investigators (see Acknowledgments) fully explained
the purpose of the study and obtained written informed con-
sent after describing the discomforts, risks, side effects, and
potential benefits of this therapeutic approach and other
therapeutic options available.

Patients were hospitalized for 3 d for initial study mea-
surements and disease staging. An initial blood sample was
obtained between 7 and 9 a.m., after which either 1,000 or
10,000 Mg of D-Leu6-GnRH s.c. was administered daily.
Blood samples were drawn just before and at 4 and 8 h after
the first D-Leu6-GnRH dose (day 1), 24 h after the second
dose (72 h), and 4 and 8 h after the third dose (76 and 80
h) as shown on Figs. 2 and 3. Subsequent blood samples were
obtained 24 h after previous drug administration on days 7,
14, and wk 4-5, 6-7, 10-11. At each time interval, mea-
surements of FSH, LH, prolactin (Prl), testosterone, dihy-
drotestosterone (DHT), and cortisol were made in all pa-
tients. A subgroup consisting of the first 12 noncastrate pa-
tients entered into the study had additional measurements
for progesterone, 17a-hydroxyprogesterone, and androstene-
dione. Limited amounts of plasma precluded measurement
of each hormone of each patient. In addition, 3-h timed
urines were obtained during chronic therapy (i.e., at least
1 mo) in six men for measurement of LH and FSH by ra-
dioimmunoassay (RIA). Biologically active LH was mea-
sured (in 19 castrate and 9 intact men) before treatment and
again during the 6th to 11th wk of drug administration.
Hormone assays. Serum LH, FSH, and Prl were mea-

sured in rodents (19) and in patients by RIA as previously
described (20, 21). To enhance assay sensitivity, we also used
RIA of urinary LH and FSH, which involved an extraction
and 40-fold concentration of urine before quantitation using
the same reagents as for the plasma RIA (22). The rat in-
terstitial cell testosterone (RICT) assay for LH of Dufau et
al. (23) was used to measure biologically active LH in serum.
This assay has a limit of sensitivity of 0.4 mIU/ml and a
bioassay/RIA potency ratio of 3.95±0.97 (SD, n = 168).
Assay precision, sensitivity, normal ranges, specificity and
physiologic studies using this assay have been previously
published (23, 24). A direct solid-phase assay was used to
measure plasma cortisol (25). RIA of testosterone and DHT
used plasma extraction, LH-20 column chromatography, and
then specific RIA (26). Measurement of androstenedione in-
volved ether extraction of 1-3 ml of plasma, celite chro-
matography, and then RIA by methods used extensively in
prior studies (27). Plasma progesterone and 17a-hydroxy-
progesterone were assayed after extraction and column chro-
matography on LH-20 using specific antisera.
With the amounts of plasma extracted, the working sen-

sitivities of the steroid RIA used included testosterone, 10
ng/100 ml; DHT, 10 ng/100 ml; progesterone, 0.1 ng/ml;
and 17a-hydroxyprogesterone, 0.1 ng/ml. The sensitivities
of the human LH, FSH, and Prl RIA reflecting 85% binding
on the assay standard curves included: LH, 8 mIU/ml; FSH,
4 mIU/ml; and Prl, 5 ng/ml. For the rat LH assay 18 ng/
ml of RP-1 was the amount that yielded 85% binding on the
standard curve. The sensitivities of the urinary LH and FSH
assays depended upon the volumes extracted and volume of
urinary output but averaged 10 mIU/h for both LH and
FSH assays.
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Data analysis. Unpaired t tests were used to compare
parameters between each treatment group. Basal levels of
LH and Prl were unexpectedly variable among the three
treatment groups (Table I). As a consequence, paired t tests
were used to evaluate the statistical significance of the degree
of suppressibility of various hormone levels when compared
with basal values. Since the number of patients evaluated
at each time point varied, unpaired t tests were used in a
similar fashion for the human data. Since the experimental
design required multiple comparisons between basal and
treatment values, we used the Bonferroni method of ana-
lyzing multiple comparisons (28). With this highly conser-
vative technique, the usual P value necessary for statistical
significance is divided by the number of comparisons made
and thus one arrives at a lower and more stringent P value.
Thus, for the rodent studies P < 0.05 is divided by the three
comparisons made (i.e., basal vs. 3, 6, and 12 wk), which
equals a required P value of <0.017 for statistical signifi-
cance. In addition, where appropriate, analysis of variance
was undertaken to evaluate overall differences between ini-
tial values and those between 2 and 11 wk in patients treated
with the D-Leu6-GnRH. When hormone levels were unde-
tectable in various assays, results were expressed as the lower
limit of detectability for statistical purposes.

RESULTS

Rodent studies
LH. The administration of very high dose D-Leu6-

GnRH (40 and 200 yg daily) caused an initial increase
in plasma LHI concentrations at 3 wk followed by later
suppression at 6 and 12 wk (Table I). 40 ,ug daily of
D-Leu6-GnRH increased LH from 33±3.8 (SEM) to
230±18 ng/ml (P < 0.01) at 2 wk, whereas 200 Mig
exerted a less pronounced stimulatory effect (basal,
71±9.5 ng/ml; 3 wk, 98±6.5 ng/ml [P < 0.01]). During
6-12 wk of treatment, LH consistently fell below basal

values in animals receiving 200 Ag daily. This hormone
declined significantly only at week 6 in those given 40
gg daily. In the castrate animals, a sevenfold rise in
LH from 77±18 basally to 460±60 ng/ml at 12 wk was
observed.

Testosterone. The levels of this steroid increased
slightly but not significantly at 3 wk and then fell in
response to both high doses of D-Leu6-GnRH at 6-12
wk (Table I). At the highest dose (i.e., 200 ,ug daily),
D-Leu6-GnRH suppressed testosterone to 15±2.4 and
19±2.0 ng/100 ml (P < 0.001 and P < 0.01, respec-
tively) at 6 and 12 wk. By comparison, castration re-
duced testosterone to 11±1.7 and 8.8±1.0 ng/100 ml
(P < 0.001 and P < 0.001) at the same time points.
At the 12th wk, testosterone levels were notably sig-
nificantly higher in the GnRH-A-treated animals (P
< 0.02 for 40 Mg; P < 0.001 for 200 ,ug) than after
castration. The levels observed after drug or castration
were an order of magnitude lower than the testoster-
one concentrations before treatment, which ranged
from 90±12 to 100±25 ng/100 ml.

Prl. All animals exhibited similar Prl levels basally
and during the 12 wk of observation (Table I). How-
ever, prolactin transiently increased during the third
and sixth weeks of drug administration (Table I).
Organ weights. Measurement of androgen target

organ weights provides a bioassay of the effects of high-
dose GnRH-A administration. In animals receiving the
40 jg daily D-Leu6-GnRH dose prostate weight was
0.26±0.08 (SD) g and in those given 200 yg daily,
0.16±0.09 g (Fig. 1). This reflected a significant dose-
response effect (P < 0.01, 40 vs. 200 Mg daily). In com-
parison, castration reduced the weight of this organ

TABLE I
Effect of D-Leu6-GnRH on Rodent Plasma Hormone Levels

Weebk on treatment

Treatment
I formone group 0 3 6 12

LH (ng/ml) Castrate 77±18 490±185 520±811 460±601
D-Leu6 40§ 33±3.8 230±18 17±3.9° 32±5.2
D-Leu6 20011 71±9.5 98±6.50 34±3.8° 28±5.0t

Testosterone Castrate 100±25 9.8±1.30 11±1.7t 8.8±1.0t
(ng/ 100 ml) D-Leu6 40§ 100±22 130±20 27±6.4 22±7.41

D-Leu6 20011 90±12 100±6.6 15±2.4 19±2.0°

Prolactin (ng/ml) Castrate 72±9.1 48±9.4 67±15 73±6.7
D-Leu6 40§ 48±3.5 101±10t 89±9.4t 59±6.9
D-Leu` 20011 64±6.3 100±8.9 100±13 77±13

0 P < 0.01.
I P < 0.001.
§ D-Leu"-GnRH, 20 yg b.i.d.
D-Leu'-GnRH, 100 ug b.i.d.
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FIGURE 1 Testis prostate and seminal vesicle weight in an-
imals receiving 20 and 100 ,ug of D-Leu6-GnRH proethylam-
ide s.c. twice daily (i.e., 40 and 200 Mg total daily dose).
Cross-hatched area represents mean±SEM for castrated an-
imals. This was different than either treatment dose (P
< 0.001). ° ° P < 0.01 .

(0.08±0.05 g) to a greater extent than either the 40
,gg (P < 0.01) or the 200 gg (P < 0.005) doses of
D-Leu6-GnRH. Dose-response effects were also noted
in the seminal vesicles and testis as well (Fig. 1).

Human studies
Dose-response data. Based on the rat data, we

chose to initiate clinical studies with comparable
amounts of D-Leu6-GnRH (i.e., 1,000 and 10,000 Mg)
on a milligrams per square meter basis (16). In contrast
to findings in the rat, no dose-response differences were
observed in the level of any hormone between patients
receiving 1,000 or 10,000 ug D-Leu6-GnRH daily. For
example, Fig. 2 illustrates testosterone levels expressed
as percentage of control values (to facilitate compar-
ison) in patients receiving 1,000 and 10,000 ug/d. Both
doses produced an initial rise in testosterone lasting 1
wk followed by suppression to a maximum of 6% of
basal values thereafter. At no time point are the re-
sponses to either dose statistically different. Conse-
quently, for all additional data analysis, the 1,000- and
10,000-,ug dose groups were pooled and dose-response
data were omitted for other hormones.
LH and FSH levels. In both the castrate and non-

castrate men, LH initially rose to peak values 8 h after
the first dose. For castrate men, the increase was from

71±8.4 (SEM) mIU/ml basally, to 127±14 mIU/ml
(P < 0.001), whereas the noncastrate men exhibited
an increment from 28±3.5 to 97±9.9 (P < 0.001) (Fig.
3) mIU/ml, P < 0.001) and 2 wk for the noncastrate
men (13±0.9, P < 0.001). Thereafter, the titers of this
gonadotropin in both groups fell further to values that
bordered assay sensitivity (i.e., 85% binding on the
assay standard curve) for the remainder of the 11 wk.
FSH levels similarly rose in both castrate and intact

men and peaked 8 h after the initial injection. The
first significant suppression occurred at 72 h in the
castrate group and 2 wk in the noncastrate group.
Thereafter, both groups fell further to the levels of
borderline assay detectability.
To determine accurately the degree of gonadotropin

suppression, highly sensitive methods of q6antitating
low levels of gonadotropins are necessary. For this
purpose, we used 40-fold concentrates of urine ex-
tracts, a method extensively validated for this purpose
(22). In a subgroup of six intact men, urine LH levels
were 64±8.4 mIU/h (mean±SEM) during chronic
treatment with D-Leu6-GnRH (Fig. 4). These levels,
actually prepubertal, are nearly 20-fold lower than the
mean urinary LH for adult men (i.e., 1,022±67 mIU/
h) and 10-fold below the lower level of the adult male
normal range (i.e., 560-2,500 mIU/h). Urine FSH lev-
els during D-Leu6-GnRH therapy were more variable
in individual patients but the mean excretion (209±68
mIU/h) was below the mean adult male level of
489±46 mIU/h and near the lower limit of normal of
190 mIU/h.

Biologic LH activity (RICT). To assess the inhi-
bition of biologically active LH by D-Leu6-GnRH, a
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FIGURE 2 Dose-response effects of 1,000 and 10,000 Mg of
D-Leu6-GnRH on human serum testosterone expressed as
percentage of basal mean values. Data points represent the
mean and SEM. D-Leu6-GnRH was administered subcuta-
neously daily. Blood samples were drawn just before, and
at 4 and 8 h after the first D-Leu6-GnRH dose (day 1), 24
h after the second dose (72 h), and 4 and 8 h after the third
dose (76 and 80 h) as shown on Figs. 2 and 3. Subsequent
blood samples were obtained 24 h after previous drug ad-
ministration on days 7, 14, wk 4-5, 6-7, 10-11.
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FIGURE 3 Serum LH and FSH levels by RIA in castrate and noncastrate men. The data points
represent the mean and SEM determinations. The numbers in parentheses represent the num-

bers of individuals included in each data point. The lines are broken to indicate the change
in scale on the ordinate. °P < 0.05, ° °P< 0.01, ° P< 0.001. D-Leu6-GnRH was administrated
subcutaneously daily. Sampling schedule was same as in Fig. 2.

subset of 9 castrate and 19 intact men (Fig. 5) were

selected for study based upon availability of serum.

Of note is the elevation in basal LH levels in 5/19
noncastrate men, both by RIA (normal 7.9±4.4 [SD])
and RICT (normal 41.4±15.1 [SD], 168 samples, 7 sub-
jects). These findings of increased LH are consistent
with a variety of data in support of elevated LH in
noncastrate, older men (29-35), although one recent
study suggested otherwise (36). Of additional interest
is the fact that 3/9 castrate men had normal LH levels
by RICT (but not by RIA). This may reflect the low-
ered B/I ratios that occur after castration (37). These
observations will be expanded and discussed fully in
an additional publication.

In castrate men, 4/9 LH levels were suppressed to
undetectable levels (i.e., <0.4 mIU/ml). The other five

men suppressed LH levels markedly (i.e., 5-20-fold)
but remained detectable. In comparison, 17/19 of the
noncastrate men suppressed LH levels below the level
of assay detectability, whereas the other two fell 15-
50-fold.
Acute on chronic responses. In other species, the

pituitary continues to respond to each subsequent dose
of GnRH-A, even though overall gonadotropin
suppression 24 h after each dose is observed ("acute
on chronic" effect) (38-41). To assess this phenome-
non, we compared the acute LH and FSH increments
during the first with that during the third daily injec-
tion of D-Leu6-GnRH. Surprisingly, by the third day,

2000 F

E

1000

0

1600

E

800

0

LH

.I

I

L-
r

8

FSH

FIGURE 4 Measurement of urine LH and FSH by RIA of
40-fold concentrations of urinary extracts. Data points rep-
resent control levels in untreated normal men (-) and values
measured during the chronic administration (>1 mo) of D-

Leu6-GnRH (0). Bars represent means±SEM; dashed lines
represent normal ranges.
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FIGURE 5 Interstitial cell LH bioassay of serum LH in castrate and noncastrate men. The cross-
hatched area represents the normal range in men ages 20-45 yr. The dotted area below rep-
resents the undetectable range of <0.4 mIU/ml.

the acute on chronic stimulatory effect of D-Leu6-
GnRH on LH and FSH was completely abolished by
high-dose GnRH-A administration (Fig. 6, FSH data
not shown).

Testicular steroids. Only response data from non-
castrate patients are presented since no effects of D-
Leu6-GnRH were observed in castrate men (Fig. 7).

120 k

90 k

60

11

30 '

0 4

8,

8
TIME (HOURS POST D LEUWGnRH ADMINISTRATION

FIGURE 6 Acute on chronic effect of D-Leu6-GnRH on LH
levels. The open circles represent LH levels in intact men
receiving D-Leu6-GnRH for the first injection. The solid cir-
cles represent LH levels in men following the fourth daily
subcutaneous injection of the same doses.

In intact men, testosterone levels rose initially from
323±37 ng/100 ml to 461±51 ng/100 ml at 8 h (P
= <0.01) and then fell to suppressed levels (114±26
ng/100 ml) by 2 wk. Thereafter, testosterone declined
further to 19±4.4 ng/100 ml (P < 0.001) at 10-11 wk,
a reduction of 94% over basal. These levels approxi-
mated those observed basally (11±0.9 ng/100 ml) in
25 castrate men before therapy. DHT concentrations
paralleled those of testosterone, increasing initially
from 49±4.8 ng/100 ml to 87±17 ng/100 ml at 72 h
(P = 0.01), and then fell to 28±4.5 ng/100 ml (P
< 0.01) at 2 wk. By 10-11 wk of treatment, the levels
fell further to 15±1.7 ng/100 ml (P < 0.01), a 70%
reduction over basal values. This represented a level
identical to castrate values in men studied under basal
conditions (15±4.1 ng/100 ml, n = 23).

Steroids of mixed gonadal and adrenal origin. In
a subgroup of intact men, 17a-hydroxyprogesterone,
androstenedione, and progesterone were measured
during D-Leu6-GnRH therapy. All steroids originate
from both adrenal and testicular sources, although the
testis source of 17a-hydroxyprogesterone predomi-
nates (42). Although there was a tendency for an initial
rise, no statistically significant changes occurred dur-
ing the first 80 h after initial injection. At 6 wk of
treatment, androstenedione decreased from 0.8±0.13
ng/ml to 0.3±0.08 ng/ml and 17-hydroxyprogesterone
declined similarly. These decrements, however, did
not reach statistical significance because the Bonfer-
roni correction for multiple comparisons required sig-
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FIGURE 7 Testosterone and dihydrotestosterone levels in
men receiving D-Leu6-GnRH superagonist analog over 11
wk. The numbers within the parentheses represent the num-
bers making up each data point. 'P < 0.05, 0 °P < 0.01,
°°P < 0.001. D-Leu6-GnRH was administered subcutane-
ously daily. Sampling schedule same as in Fig. 2.

nificance levels of P < 0.01. Use of analysis of variance
to compare basal values with those observed after 2
wk of therapy also did not reveal statistically signifi-
cant differences for androstenedione and 17-hydroxy-
progesterone (Fig. 8).

Initial analysis of progesterone levels revealed that
all values approached assay sensitivity. Consequently,
samples from 10 men before treatment and during the
second to eleventh weeks of treatment were pooled to
allow large extraction volumes (i.e., 2 ml). With this
method of analysis values remained <0.1 ng/ml before
and during treatment.

Prolactin and cortisol levels. Analysis of basal and
posttreatment levels of prolactin and cortisol revealed

no statistically significant differences at any time be-
tween groups (data not shown).

DISCUSSION

Potent GnRH-A produce prostatic atrophy and reduc-
tion of testosterone levels in a variety of species (38-
41, 43-45). Reports of these paradoxical actions stim-
ulated several ongoing studies of GnRH-A as potential
treatment strategies for androgen-dependent prostatic
carcinoma in man (46-48). We first questioned what
doses of analog should be chosen for initial studies in
patients. Unpublished data in rats (research files, Ab-
bott Laboratories) suggested that very high doses of
GnRH-A (i.e., doses an order of magnitude greater
than previously used) might produce greater suppres-
sion of prostatic weight than lower doses. Our rodent
data (Fig. 1) demonstrated significantly greater
suppression of prostate, seminal vesicle, and testis
weight with the 200 ,ug than with the 40 ,ug daily dose
of D-Leu6-GnRH. This surprising dose-response effect
with very high doses supported the potential usefulness
of such large amounts of GnRH-A in patients. A major
margin of patient safety was predicted since no tox-
icity occurred with amounts >10 mg/kg per d for 32
d or lower doses administered for up to 2 y in rats.
Thus, for the patient trials, we chose GnRH-A doses
(i.e., 1,000-10,000 ug/d) equivalent to the amounts
used in rats when corrected for square meter differ-
ences (16). These doses are in striking contrast with
the much lower amounts used chronically in three re-
cently published preliminary studies of GnRH-A ad-
ministration in prostate cancer patients (46-48). It is
pertinent, then, to consider whether LH and androgen
suppression were greater in the present study than in
those using lower GnRH-A doses. Our data indicate
a 75-90% suppression of plasma LH and FSH to the
limit of detectability of the respective RIA. By com-
parison, Faure et al. (48) found no inhibition and Borg-
mann et al. (47) a 60% reduction in three patients. LH
levels were not reported in the study of Tolis et al.
(46). These data support the possibility that LH
suppression may be greater in patients receiving
1,000-10,000 Mg of GnRH-A daily as reported in the
present study.

Since the GnRH-A exert significant direct gonadal
effects in some species, it may not be necessary to sup-
press LH fully to achieve castrate levels of testosterone
in noncastrate men treated with GnRH-A. To examine
this possibility, we also compared the published levels
of testosterone in men given lower amounts of
GnRH-A with those in subjects receiving 1,000-10,000
,ug daily (Table II). As shown in Table II, the data of
Faure et al. (48) and Tolis et al. (46) suggest that lower
amounts of GnRH-A than used in the current study
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FIGURE 8 Levels of 17a-hydroxyprogesterone and androstenedione in selected patients during
administration of D-Leu6-GnRH. D-Leu6-GnRH was administered subcutaneously daily. Sam-
pling schedule same as in Fig. 2.

do not suppress testosterone to castrate levels. The ap-
proach of Borgmann et al. (47) to use very high doses,
initially and lower doses chronically did appear to
lower testosterone to castrate levels in three patients.
This is of great interest and requires examination in
a larger study.

Based upon the above data, use of very high dose
GnRH-A in man is nontoxic and produces a profound
suppression of LH to prepubertal (Figs. 4 and 5) and
testosterone to castrate levels. However, it requires
emphasis that our study has not firmly established the
requirement for such large amounts of drug. The rel-
ative efficacy of very high doses and of lower amounts
can only be inferred currently by comparing published
data. It will now be necessary to conduct full dose-
response studies in man to determine the maximal
doses required. This issue is particularly important
since lower doses can be administered much more
practicably by the nasal spray route. Since only 1-4%
of drug is absorbed by this method of delivery (51,
52), administration of very high amounts intranasally
is not feasible.

Based upon rodent studies, previous investigators
emphasized the importance of the direct gonadal ef-
fects of GnRH-A in producing reproductive atrophy.
These conclusions relied heavily on the observations
that rodent testes contain GnRH receptors (53) and
analog effects can be demonstrated in hypophysecto-

mized animals (13, 54-56). In addition, GnRH-A do
not suppress basal LH levels in intact male rats during
chronic treatment. With a variety of regimens (i.e.,
D-Leu6-GnRH, 2-200 ng [57]; D-Ala6-GnRH; 100 ng-
1 yg [10, 58, 59]; D-Tryp6-GnRH, 0.001-1 ,g [12]; Bus-
erelin, 0.034-34 yg, or GnRH itself, 0.034-340 ug/d
[11]), basal LH was unchanged or increased in intact
animals, while suppression occurred exclusively in cas-
trates. Only with very high dose GnRH (i.e., 200 ug
q.d.; this study) has inhibition of basal LH been dem-
onstrated during chronic treatment in intact male rats.
The biological importance of this additional effect of
GnRH-A is suggested by the organ weight and testos-
terone data in this study (Fig. 1, Table 1). Prostatic
seminal vesicle and testis weight as well as testosterone
decreased to a significantly greater extent in the rats
(i.e., 200 ytg q.d. group) whose LH was consistently
suppressed during 6-12 wk of therapy than in those
with variable LH inhibition (i.e., the 40 tsg q.d. group)
(Table I).
The recent data of Clayton (11) provide a possible

mechanistic explanation for the LH suppression ob-
served only at the very high dose level in the rodent.
He demonstrated a dose-related, biphasic action of
GnRH-A on pituitary GnRH receptor content. Low-
dose GnRH-A infusion (i.e., 0.34 ug/d per rat) stim-
ulated GnRH receptors; intermediate doses (i.e., 3.4
,ug) produced no effects; and very high doses (34 jig)

Prostate Cancer Treatment: D-Leu6-Gonadotropin-releasing Hormone Analog 1849



TABLE II
Clinical Studies of GnRH-A in the Treatment of Prostatic Carcinoma

Number Analog (49, 50) potency Treatment Testosterone
Investigative grotip of subjects Analog used Dose and route Lu-Rhi = I duration at studies end

wk ng/dl

Faure et al. (48) 8 Buserelin° 50 tsg s.c. daily 20-50 4-30 128±56

Tolis et al. (46) 10 D-Trp6GnRH 100 ,g s.c. daily 26-50
Buserelin° 50 Ag s.c. daily or 500 Ag 20-50 16 65±15§

i.n.) b.i.d.

Borgmann et al. (47) 3 Buserelin° 1 mg b.i.d. s.c. X 3-6 d, 20-50 24 <25
then 0.4-1.2 mg/d i.n.t

Warner et al. 38 D-Leu6GnRH 1 or 10 mg daily 12-20 11 19±4.4
(current study)

[D-Ser(TBU)6, des-Gly-NH2'tt]LH-RH ethylamide.
I i.n. absorption = 1-4% (51-52).
§ Reflects pooled data from both analogs not differentiated.

inhibited receptor content in the pituitaries of intact
male rats. Thus, chronic administration of very high
doses of GnRH-A may be necessary to down-regulate
GnRH receptors and to suppress LH during chronic
administration in the intact male rat. In addition, such
doses may be required to produce the profound re-
duction in urinary LH and plasma LH bioactivity ob-
served in patients in this study.
The data presented serve to highlight the well-rec-

ognized species differences regarding the mechanisms
whereby the GnRH-A produce reproductive atrophy
(10). In the rat, GnRH-A inhibit testicular function by
a predominately testicular effect with a lesser inhibi-
tion of gonadotropin secretion. In contrast, the major
effect in men is to suppress LH released by the pitui-
tary.
The rationale for treatment of prostatic carcinoma

with GnRH-A is to mimic the biologic effects of sur-
gical castration (60). Even with very high doses of
GnRH-A, testosterone levels and reproductive organ
weight did not decrease to the extent produced by
castration in our rodent studies (Table I, Fig. 1). Pre-
vious investigators have not identified this lack of com-
plete reproductive atrophy since castrate animals were
not included as controls. In our patient studies (Fig.
7), testosterone levels did fall to the castrate range
(19±4.4 ng/dl GnRH-A, 11±0.9 ng/dl castration, P
= NS) but organ weights were not available for com-
parative analysis. In general, these data suggest that
complete inhibition of the pituitary Leydig cell axis
is more easily achieved in man than in the rodent.
Nonetheless, further study of the comparative biologic
effects of GnRH-A vs. castration in men is necessary.
In particular, the relative efficacy of castration and

GnRH-A on prostatic tumor growth in patients as a
biologic endpoint of androgen suppression is required.

In this regard, the prostate cancer response data in
patients from this trial have now been published and
support our contention that very high dose GnRH-A
treatment mimics the clinical effects of surgical cas-
tration (61, 62). In 57 patients completing >10 wk of
therapy, all with Stage D prostatic carcinoma, respon-
ses according to the National Prostatic Cancer Project
criteria (63) were as follows: (a) In 30 noncastrate pa-
tients who had received no previous hormonal therapy,
22/30 (74%) objectively responded and 7/30 (23%)
were without change. (b) Of 27 intact (i.e., noncas-
trate) patients who had received prior hormonal ther-
apy, 5 (19%) experienced objective tumor regression
and 9/27 (33%) no change. These responses are similar
to those expected after surgical castration.

It is of interest that disease flare occurred in 4.4%
of patients (61, 62) treated with D-Leu6-GnRH for
prostate cancer. Flare of disease is probably related
to the acute testosterone rise observed upon initiation
of GnRH-A treatment. The transient nature of this
acute androgen increment following chronic agonist
treatment was first shown by Faure et al. (48) and is
consistent with our data. Tumor stimulation or flare
on this basis should be equally transient. Thus, an acute
increase in testosterone upon each chronic injection
(acute on chronic phenomenon) as has been reported
in rats (40), rams (39), and monkeys (38, 41) is not seen
in man.

Findings of low toxicity with dramatic hormonal
and clinical results using very high doses of GnRH-A
make it incumbent upon other investigators to explore
this upper end of the dose-response range in other
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treatment settings. Currently, the antireproductive
properties of GnRH-A are being used for precocious
puberty (64, 65), contraception (66), gonadal sparing
during chemotherapy (67), nongonadal tumors (49,
68), endometriosis (69), combination hormonal ther-
apy (70), hirsuitism, and acne as well as other non-
tumorous conditions (71).

ACKNOWLEDGMENTS

The following members of the Abbott Study Group are ac-
knowledged for their help in this study: Norman L. Block
and Mario A. Eisenberger, University of Miami Hospitals
and Clinics, Miami, FL 33136; Roy J. Correa and Robert
S. Gibbons, Department of Urology, The Mason Clinic, Seat-
tle, WA 98111; Andrew G. Glass, Department of Oncology,
Permanente Clinic, Portland, OR 97232; Harold A. Harvey
and Allan Lipton, Department of Medicine, Division of On-
cology, The Milton S. Hershey Medical Center of The Penn-
sylvania State University, Hershey, PA 17033; L. Michael
Glode and John N. Wettlaufer, University of Colorado, Den-
ver, CO 80262; Joseph A. Smith, Division of Urology, Uni-
versity of Utah Medical Center, Salt Lake City, UT 88413;
Gerald H. Sokol, Department of Radiation Oncology, Tampa
General Hospital, Tampa, FL 33606; Martin T. Resnick and
Hyman B. Muss, Section of Hematology/Oncology, Bowman
Gray School of Medicine, Winston-Salem, NC 27103; Pierre
R. Band, Institut du Cancer de Montreal, Center Hospitalier
Notre-Dame, Montreal, Quebec, Canada H21 4MI; Harvey
Schneir, Veterans' Administration Hospital, Sepulveda, CA
91343; David Heber and Jacob Rajfer, Clinical Research
Center, Harbor General Hospital, University of California,
Los Angeles, Torrance, CA 90509; Barry S. Stein, Temple
University Hospital, Philadelphia, PA 19140; Anthony F.
Greco, Oncology Division, Vanderbilt University School,
Nashville, TN 37232; and James N. Hueser, Boone Clinic,
Columbia, MO 65201.
The authors wish to thank Mrs. Kay Cassel and Mrs. Mar-

lene Thompson for their assistance in preparation of this
manuscript and Ms. Marianne Tezak for expert technical
assistance. We further wish to thank Dr. Marshall Jones for
his help in compilation of the statistics.

This work was supported in part by National Institutes of
Health grant NCI-R-26-CA2730 and by a grant from TAP
Pharmaceuticals/Abbott Laboratories.

REFERENCES

1. Silverberg, E., and A. I. Holleb. 1982. Cancer Statistics.
CA Cancer J. Clin. 32: 15-31.

2. The Veterans Administration Co-Operative Urological
Research Group. 1967. Treatment and survival of pa-
tients with cancer of the prostate. Surg. Gyn. Obstet.
124: 1011-1017.

3. Schirmer, H. K. A., G. P. Murphy, and W. W. Scott.
1965. Hormone therapy of prostatic cancer and the clin-
ical course of the disease. Urol. Digest. 4: 15.

4. Byar, D. P. 1973. Proceedings: the Veterans Adminis-
tration Cooperative Urological Research Group's studies
of cancer of the prostate. Cancer (Phila.). 32: 1126-1130.

5. Johnson, D. E., K. E. Kaesler, and A. G. Ayala. 1975.
Megestrol acetate for treatment of advanced carcinoma
of the prostate. J. Surg. Oncol. 7: 9-15.

6. Geller, J., J. Albert, and S. S. C. Yen. 1978. Treatment

of advanced cancer of the prostate with megestrol ac-
etate. Urology. 12: 537-541.

7. Rost, A., M. Schmidt-Gollwitzer, W. Hantelmann, and
W. Brosig. 1981. Cyproterone acetate, testosterone, LH,
FSH, and prolactin levels in plasma after intramuscular
application of cyproterone acetate in patients with pros-
tatic cancer. Prostate. 2: 315-322.

8. Geller, J., J. Albert, S. S. C. Yen, S. Geller, and D. Loza.
1981. Medical castration of males with megestrol acetate
and small doses of diethystilbestrol. J. Clin. Endocrinol.
Metab. 52: 576-580.

9. Vilchez-Martinez, J., D. Coy, A. Arimura, E. Coy, Y.
Hirotsu, and A. Schally. 1974. Synthesis and biological
properties of [Leu-6]-LH-RH and [D-Leu-6,des-Gly-
NH210]LH-RH ethylamide. Biochem. Biophys. Res.
Commun. 59: 1226-1232.

10. Labrie, F., L. Cusan, C. Seguin, A. Belanger, G. Pelle-
tier, J. Reves, P. A. Kelly, A. Lemay, and J. P. Raynaud.
1980. Antifertility effects of LHRH agonists in the male
rat and inhibition of testicular steroidogenesis in man.
Int. J. Fertil. 25: 157-170.

11. Clayton, R. N. 1982. Gonadotropin-releasing hormone
modulation of its own pituitary receptors. Evidence for
biphasic regulation. Endocrinology. 111: 152-161.

12. Rivier, C., J. Rivier, and W. Vale. 1979. Chronic effects
of [D-Trp6,Pro9-NEt]luteinizing hormone-releasing fac-
tor on reproductive processes in the male rat. Endocri-
nology. 105: 1191-1201.

13. Hsueh, A. J. W., and P. B. C. Jones. 1981. Extrapituitary
actions of gonadotropin-releasing hormone. Endocr.
Rev. 2: 437-460.

14. Fraser, H. M. 1982. Antifertility effects of GnRH. J.
Reprod. Fertil. 64: 503-515.

15. Fraser, H. M. 1981. Luteinizing hormone releasing hor-
mone and fertility control. In Oxford Reviews of Re-
productive Biology. C. A. Finn, editor. Oxford Univer-
sity Press, Oxford. 3: 1-49.

16. Freireich, E. J., E. A. Gehan, D. P. Rall, L. H. Schmidt,
and H. E. Skipper. 1966. Quantitative comparison of
toxicity of anticancer agents in mouse, rat, hamster, dog,
monkey, and man. Cancer Chemother. Rep. 50: 219-
244.

17. Drago, J. R. 1982. Studies of androgen dependent Nb
rat prostate carcinoma model. J. Androl. 3: 34.

18. Drago, J. R., R. M. Ikeda, R. E. Maurer, L. B. Goldman,
and H. Tesluk. 1979. The Nb rat: prostatic adenocar-
cinoma model. Invest. Urol. 16: 353-359.

19. Musto, N. A., R. J. Santen, C. Huckins, and C. W. Bardin.
1978. Abnormalities of the pituitary-gonadal-axis of Hre
rats: a study of animals with an inherited disorder of
seminiferous tubular and Leydig cell function. Biol.
Reprod. 19: 797-806.

20. Murray, F. T., J. Osterman, J. Sulewski, R. Page, R.
Bergland, and J. M. Hammond. 1979. Pituitary function
following surgery of prolactinomas. Obstet. Gynecol. 54:
65-73.

21. Santner, S. J., R. J. Santen, H. E. Kulin and L. M. De-
mers. 1981. A model for validation of radioimmunoassay
kit reagents: measurement of follitropin and lutropin in
blood and urine. Clin. Chem. 27: 1892-1895.

22. Kulin, H. E., P. M. Bell, R. J. Santen, and A. J. Ferber.
1975. Integration of pulsatile gonadotropin secretion by
timed urinary measurements: an accurate and sensitive
3-hour test. J. Clin. Endocrinol. Metab. 40: 783-789.

23. Dufau, M. L., R. Pock, A. Neubauer, and K. J. Catt.
1976. In vitro bioassay of LH in human serum: the rat

Prostate Cancer Treatment: D-Leu6-Gonadotropin-releasing Hormone Analog 1851



interstitial cell testosterone (RICT) assay. J. Clin. En-
docrinol. Metab. 42: 958-969.

24. Solano, A. R., M. L. Dufau, and K. J. Catt. 1979. Bioassay
and radioimmunoassay of serum luteinizing hormone in
the male rat. Endocrinology. 105: 372-381.

25. Demers, L. M., and D. D. Derck. 1977. Comparison of
competitive protein binding analysis and radioimmu-
noassay for the determination of cortisol in serum and
urine. Clin. Biochem. 10: 104-108.

26. Santen, R. J. 1975. Is aromatization of testosterone to
estradiol required for inhibition of luteinizing hormone
secretion in men? J. Clin. Invest. 56: 1555-1563.

27. Samojlik, E., and R. J. Santen. 1978. Adrenal suppression
with aminoglutethimide. III. Comparison of plasma A4-
and A5-steroids in postmenopausal women treated for
breast carcinoma. J. Clin. Endocrinol. Metab. 47: 717-
724.

28. Perlmutter, J., and J. L. Myers. 1973. A comparison of
two procedures for testing multiple contrasts. Psych.
Bull. 79: 181-184.

29. Fontana, D., G. C. Isaia, G. Fasolis, A. Bertagna, M.
Borgno, and G. M. Molinatti. 1979. Determination des
taux plasmatiques de testosterone et des gonadotrophines
avant et apres l'intervention d'adenomectomie prosta-
tique. J. Urol. Nephrol. 85: 479-484.

30. Mazzi, C., L. R. Riva, and D. Bernasconi. 1974. Gonad-
otropins and plasma testosterone in senescence. In The
Endocrine Function of the Human Testes. M. Serio and
L. Martini, editors. Academic Press, Inc., New York. 2:
51.

31. Rubens, R., M. Dhont, and A. Vermuelen. 1974. Further
studies on Leydig cell function in old age. J. Clin. En-
docrinol. Metab. 39: 40-45.

32. Stearns, E. L., J. A. MacDonnell, B. J. Kaufman, R.
Padua, T. S. Lucman, J. S. D. Winter, and C. Faiman.
1974. Declining testicular function with age: hormonal
and clinical correlates. Am. J. Med. 57: 761-766.

33. Baker, H. W. G., H. G. Burger, D. M. de Kretser, B.
Hudson, S. O'Conner, C. Wang, A. Mirovics, J. Count,
M. Dunlop, and G. C. Rinnie. 1976. Changes in pituitary-
testicular system with age. Clin. Endocrinol. (Oxf.). 5:
349-372.

34. Harman, S. M., and P. D. Tsitouras. 1980. Reproductive
hormones in aging men. I. Measurement of sex steroids,
basal luteinizing hormone, and Leydig cell response to
human chorionic gonadotropin. J. Clin. Endocrinol.
Metab. 51: 35-40.

35. Fontana, D., G. C. Isaia, F. DiCarlo, G. Fasolis, A. Ber-
tagna, C. Reboani, and D. F. Randone. 1978. Ormoni
plasmatici e recettori ormonali nell'adenoma prostatico.
Atti del 500 congresso della Societa Italiana di Urolo-
gia. 2: 145-160.

36. Sannow, D., R. Bosse, and J. W. Rowe. 1980. The influ-
ence of age, alcohol consumption, and body build on
gonadal function in men. J. Clin. Endocrinol. Metab.
51: 508-512.

37. Dufau, M. L., K. Nozu, A. Dehejia, A. Garcia Vela,
A. R. Solano, F. Fraioli, and K. J. Catt. 1982. Biologic
activity and target cell actions of luteinising hormone.
Serono Symposium No. 49, "Pituitary Hormones and
Related Peptides." M. Motta, M. Zanisi, and F. Piva,
editors. Academic Press, Inc., New York. 117-138.

38. Resko, J. A., A. Belanger, and F. Labrie. 1982. Effects
of chronic treatment with a potent luteinizing hormone
releasing hormone agonist on serum luteinizing hormone
and steroid levels in the male Rhesus monkey. Biol. Re-
prod. 26: 378-384.

39. Fraser, H. M., and G. A. Lincoln. 1980. Effects of chronic

treatment with an LHRH agonist on the secretion of LH,
FSH and testosterone in the ram. Biol. Reprod. 22: 269-
276.

40. Bex, F. J., and A. Corbin. 1981. In vivo and in vitro
investigation of the extrapituitary antireproductive ef-
fects of a potent LHRH agonist in immature and adult
male rats. J. Androl. 3: 152-161.

41. Sundaram, K., K. G. Connell, C. W. Bardin, E. Samojlik,
and A. V. Schally. 1982. Inhibition of pituitary-testicular
function with [D-Trp6]luteinizing hormone-releasing
hormone in Rhesus monkeys. Endocrinology. 110: 1308-
1314.

42. de la Torre, B., B. Sjoberg, M. Hedman, G. Bartfai, and
E. Diczfalusy. 1981. A study of the short-time variation
and interrelationship of plasma hormone levels reflect-
ing pituitary, adrenocortical and testicular function in
fertile men. Intl. J. Androl. 4: 532-545.

43. Sandow, J., and M. Hahn. 1978. Chronic treatment with
LH-RH in golden hamsters. Acta Endocrinol. 88: 601-
610.

44. Seguin, C., L. Cusan, A. Belanger, P. A. Kelly, F. Labrie,
and J.-P. Raynaud. 1981. Additive inhibitory effects of
treatment with an LHRH agonist and an antiandrogen
on androgen-dependent tissues in the rat. Mol. Cell.
Endocrinol. 21: 37-41.

45. Vickery, B. H., G. I. McRae, and H. Bonasch. 1982.
Effect of chronic administration of a highly potent
LHRH agonist on prostate size and secretory function
in geriatric dogs. Prostate. 3: 123-130.

46. Tolis, G., D. Ackman, A. Stellos, A. Mehta, F. Labrie,
A. T. A. Fazekas, A. M. Comaru-Schally, and A. V.
Schally. 1982. Tumor growth inhibition in patients with
prostatic carcinoma treated with luteinizing hormone-
releasing hormone agonists. Proc. Natl. Acad. Sci. USA.
79: 1658-1662.

47. Borgmann, V., W. Hardt, M. Schmidt-Gollwitzer, H.
Adenauer, and R. Nagel. 1982. Sustained suppression of
testosterone production by the luteinising-hormone re-
leasing-hormone agonist buserelin in patients with ad-
vanced prostate carcinoma. Lancet. I: 1097-1099.

48. Faure, N., F. Labrie, A. Lemay, A. Belanger, Y. Gour-
deau, B. Laroche, and G. Robert. 1982. Inhibition of
serum androgen levels by chronic intranasal and sub-
cutaneous administration of a potent luteinizing hor-
mone-releasing hormone (LH-RH) agonist in adult men.
Fertil. Steril. 37: 416-424.

49. Corbin, A. 1982. From contraception to cancer: a review
of therapeutic applications of LHRH analogues as anti-
tumor agents. Yale J. Biol. Med. 55: 27-47.

50. Perrin, M. H., J. E. Rivier, and W. W. Vale. Radioligand
assay for gonadotropin-releasing hormone: relative po-
tencies of agonists and antagonists. Endocrinology. 106:
1289-1296.

51. London, D. R., W. R. Butt, S. S. Lynch, J. C. Marshall,
S. Owusu, W. R. Robinson, and J. M. Stephenson. 1972.
Hormonal responses to intranasal luteinizing hormone-
releasing hormone. J. Clin. Endocrinol. Metab. 37: 829-
831.

52. Dahlen, H. G., E. Keller, and H. P. G. Schneider. 1974.
Linear dose dependent LH release following intranasally
sprayed LRH. Horm. Metab. Res. 6: 510-513.

53. Clayton, R. N., M. Katikineni, V. Chan, M. L. Dufau,
and K. J. Catt. 1980. Direct inhibition of testicular func-
tion by gonadotropin-releasing hormone: mediation by
specific gonadotropin-releasing hormone receptors in in-
terstitial cells. Proc. Natl. Acad. Sci. USA. 77: 4459-
4463.

54. Corbin, A., and F. J. Bex. 1980. Inhibition of male re-

1852 Warner et al.



productive processes with an LH-RH agonist. In Reg-
ulation of Male Fertility. G. R. Cunningham, W.-B.
Schill, and E. S. E. Hafez, editors. Martinus Nijhoff, The
Hague, Netherlands. 55-63.

55. Seguin, C., A. Belanger, L. Cusan, G. Pelletier, J. J.
Reeves, F.-A. Lefebvre, P. A. Kelly, and F. Labrie. 1981.
Relative importance of the adenohypophyseal and go-
nadal sites of inhibitory action of LHRH agonists. Biol.
Reprod. 24: 889-901.

56. Bourne, G. A., S. Regiani, A. H. Payne, and J. C. Mar-
shall. 1980. Testicular GnRH receptors-characteriza-
tion and localization on interstitial tissue. J. Clin. En-
docrinol. Metab. 51: 407-409.

57. Tcholakian, R., A. de la Cruz, M. Chowdhury, A. Stein-
berger, D. Coy, and A. Schally. 1978. Unusual anti-
reproductive properties of the analog [D-Leu6,des-gly-
NH2'0]-luteinizing hormone-releasing hormone ethylam-
ide in male rats. Fertil. Steril. 30: 600-603.

58. Labrie, F., C. Auclair, L. Cusan, P. Kelly, G. Pelletier,
and L. Ferland. 1978. Inhibitory effect of LHRH and
its agonists on testicular gonadotrophin receptors and
spermatogenesis in the rat. Intl. J. Androl. l(Suppl. 2):
303-318.

59. Labrie, F., A. Belanger, L. Cusan, C. Seguin, G. Pelle-
tier, P. A. Kelly, J. J. Reeves, F.-A. Lefebvre, A. Lemay,
Y. Gourdeau, and J.-P. Raynaud. 1980. Antifertility ef-
fects of LHRH agonists in the male. J. Androl. 1: 209-
228.

60. Redding, T. W., and A. V. Schally. 1981. Inhibition of
prostate tumor growth in two rat models by chronic ad-
ministration of D-Trp6 analogue of luteinizing hormone-
releasing hormone. Proc. Natl. Acad. Sci. USA. 78:
6509-6512.

61. Glode, L. M. 1982. Leuprolide therapy of advanced
prostatic cancer. 1982. Proceedings of the ASCO An-
nual Meeting, April 25-27. St. Louis, MO. C-426.

62. Abbott Leurpolide Prostatic Cancer Study Group, J. A.
Smith. Leuprolide in metastatic cancer. 1982. Proceed-
ings of the American Urological Association Annual
Meeting. Kansas City. 88.

63. Schmidt, J. D., W. W. Scott, R. Gibbons, D. E. Johnson,

G. R. Prout, Jr., S. Loening, M. Soloway, J. deKernion,
J. E. Pontes, N. H. Slack, and G. P. Murphy. 1980. Che-
motherapy programs of the National Prostatic Cancer
Project (NPCP). Cancer. (Phila.). 45: 1937-1946.

64. Crowley, W. F., Jr. F. Comite, W. Vale, J. Rivier,
D. L. Loriaux, and G. B. Cutler, Jr. 1981. Therapeutic
use of pituitary desensitization with a long-acting LHRH
agonist: a potential new treatment for idiopathic pre-
cocious puberty. J. Clin. Endocrinol. Metab. 52: 370-
372.

65. Comite, F., K. Hench, A. McNemar, and A. Dwyer.
1982. LHRH analog therapy in 15 children with true
precocious puberty: effect on somatic growth and bone
maturation. Proceedings of the 64th Annual Meeting of
The Endocrine Society, San Francisco. 153.

66. Linde, R., G. C. Doelle, N. Alexander, F. Kirchner, W.
Vale, J. Rivier, and D. Rabin. 1981. Reversible inhibition
of testicular steroidogenesis and spermatogenesis by a
potent gonadotropin-releasing hormone agonist in nor-
mal men. N. Engl. J. Med. 305: 663-667.

67. Glode, L. M., J. Robinson, and S. F. Gould. 1981. Pro-
tection from cyclophosphamide-induced testicular dam-
age by an analogue of gonadotropin releasing hormone.
Lancet. 1: 1132-1134.

68. Teodorczyk-Injeyan, J., M. A. S. Jewett, J. A. Kellan,
and A. Malkin. 1981. Gonadoliberin (LHRH) mediated
release of choriogonadotropin in experimental human
and animal tumors in vitro. Endocr. Res. Commun. 8:
19-24.

69. Meldrum, D. R., R. J. Chang, J. Lu, W. Vale, J. Rivier,
and H. L. Judd. 1982. "Medical oophorectomy" using
a long-acting GNRH agonist-a possible new approach
to the treatment of endometriosis. J. Clin. Endocrinol.
Metab. 54: 1081-1083.

70. Auclair, C., and M. L. Givner. 1982. Medrogestone and
an LHRH analogue as potential combination therapy for
hormone-dependent cancers. Arch. Androl. 8: 21-24.

71. Tolis, G., A. Mehta, A. M. Comaru-Schally, and A. V.
Schally. 1981. Suppression of androgen production by
D-tryptophan-6-luteinizing hormone-releasing hormone
in man. J. Clin. Invest. 68: 819-822.

Prostate Cancer Treatment: D-Leu6-Gonadotropin-releasing Hormone Analog 185t3


