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Abstract: Six cyclic pentapeptides containing two or three non-protein amino acids have been synthesized
by cyclization of linear precursors in dilute solution and characterized by TLC, HPLC, NMR, melting point,
specific rotation etc. A total of 72 cyclization reactions were carried out to study the factors that influence
head-to-tail cyclization: linear precursor sequence, coupling reagent, residue configuration, the proportion
of DMAP additive, concentration, reaction temperature and reaction time. The cyclic pentapeptides will be
modified by active moieties and evaluated as LHRH antagonists. Copyright  2002 European Peptide Society
and John Wiley & Sons, Ltd.
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INTRODUCTION

LHRH was isolated and identified from the hypotha-
lamic neurons of sheep and pigs in 1971 [1,2]. Since
then more than 5000 LHRH analogues have been
synthesized. Most of these analogues are antago-
nists. The search among them has been for highly
active, and long-lasting LHRH analogues with low
side effects which could be used for the therapy of
hormone-dependent cancer and birth control, and
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some have been found that showed high antago-
nistic activity [3,4]. Until now, most of the LHRH
antagonists investigated have been linear peptide
analogues with poor water solubility, instability in
the body and have the disadvantage of causing his-
tamine release [5–7]. Moreover, the study of the
relationship between structure and bioactivity is
complicated by the flexibility of such linear pep-
tides [8–10]. Small cyclic peptides (cyclic pentapep-
tides and cyclic hexapeptides) have better stability
to enzymatic degradation and it is easy to study the
structure–bioactivity relationship because of their
restricted conformations [11]. We believe that the
study of small cyclic peptide LHRH analogues will
be of future importance.

In the synthesis of homodetic cyclic peptides, the
readiness of a linear peptide precursor to cyclize
depends on the size of the ring to be closed. Usu-
ally, no difficulties arise from the cyclization of free
linear peptides containing seven or more amino acid
residues [12]. However, the cyclization of pentapep-
tides is often difficult because cyclodimerization to a
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cyclodecapeptide can occur easily [13,14]. An effec-
tive method to prevent cyclodimerization is to close
the linear peptide precursor in highly dilute solu-
tions (10−3 –10−4 M) [15,16]. The cyclization reaction
may take several hours or several days to complete
unless a highly effective coupling reagent, such as
HATU, HBTU etc, is used. Prolonged existence of the
activated carboxyl component increases the possi-
bility of racemization of the C-terminal residue. The
development of reliable and convenient methods for
the synthesis of cyclic pentapeptides has therefore
been a continuing concern.

Head-to-tail cyclizations are carried out in highly
dilute solution [17]. In principle, two different
approaches are employed for the cyclization of linear
precursors. In one approach the activation step and
ring formation are separated by applying active ester
activation [18–21]. The alternative approach causes
the free linear peptide to be cyclized with the help
of coupling reagents in a ‘one-pot’ method [17]. For
our investigation, we chose the second approach in
order to simplify the synthesis protocol.

In this paper, we report and discuss the syn-
thesis of cyclic pentapeptides as LHRH antagonists
(Table 1) and the factors that influenced the cycliza-
tion yield.

RESULTS AND DISCUSSION

Synthesis and Physical Properties of Cyclic
Pentapeptides

Several problems occurred while cyclizing the lin-
ear pentapeptides in our programme. The target
cyclic pentapeptides contained two or three unnatu-
ral amino acid residues, and their large side chains
inhibited ring formation. Further, the crude prod-
ucts often contained numerous by-products and
could only be purified by HPLC.

A series of cyclic pentapeptides were prepared
by various methods (Table 1). The structures and
purity of the cyclic pentapeptides were characterized
by FAB-MS (or/and ESI-MS), NMR, TLC, HPLC,
melting point, specific optical rotation [α] etc.

The TLC Rf values of cyclic pentapeptides contain-
ing Aph(Boc) residues (1, 3, 5, 6) were obviously
different from the cyclic pentapeptides containing
D-Aph(Boc) residues (2, 4). It was suggested that the
desired cyclic pentapeptide could be separated from
the epimerization product via TLC. For example,
cyclo-(Trp(Boc)-Phg-Arg(Tos)-Aph(Boc)-D-Ala) could

Table 1 The Cyclic Pentapeptides Synthesized in
this Work

No. Cyclic pentapeptide

1 Cyclo-(Trp(Boc)-Phg-Arg(Tos)-Aph(Boc)-D-Ala)
2 Cyclo-(Trp(Boc)-Phg-Arg(Tos)-D-Aph(Boc)-D-Ala)
3 Cyclo-(D-Nal-Phg-Arg(Tos)-Aph(Boc)-D-Ala)
4 Cyclo-(D-Nal-Phg-Arg(Tos)-D-Aph(Boc)-D-Ala)
5 Cyclo-(D-Pal-Phg-Arg(Tos)-Aph(Boc)-D-Ala)
6 Cyclo-(Cit-Arg(Tos)-Aph(Boc)-D-Ala-Trp(Boc))

be separated from cyclo-(Trp(Boc)-Phg-Arg(Tos)-
Aph(Boc)-Ala). Therefore, it can be inferred that
the by-products of epimerization have been removed
from the desired cyclic pentapeptides.

The Factors that Influence Cyclization Results

A total of 72 cyclization reactions were carried out in
order to study the factors that influence head-to-tail
cyclization results. The factors included sequence
(i.e. using different linear precursors of the same
cyclic pentapeptides), coupling reagents, configu-
ration, DMAP additive proportion, concentration,
temperature and reaction time.

Influence of linear peptide precursors. The linear
precursors sequence and the coupling reagent
choice are two of the most important considerations
that govern the success or failure of a cyclization
reaction [22,23]. The cyclic pentapeptide 3 was
chosen as a model for an initial investigation of
the significance of the linear precursor sequence. All
five linear precursors of cyclic pentapeptide 3 were
cyclized by the EDCI/DMAP method, our initially
preferred cyclization method, because it combined
strong activating power with good solubility of the
resultant urea and the products were generally easy
to purify.

After the coupling reaction, the mixture was
washed with aqueous citric acid and Na2CO3 as
described in the experimental section. The residue
was first purified by preparative TLC (eluant:
CHCl3/MeOH = 9 : 1) and then by HPLC on a semi-
preparative silica column (eluant: CHCl3/MeOH =
20 : 1) to yield pure cyclic pentapeptide. The cycliza-
tion yields were based on the product isolated by
HPLC (Table 2).

The best cyclization yields were obtained when
the linear precursor H-D-Nal-Phg-Arg(Toc)-Aph(Boc)-
D-Ala-OH (3-a) was cyclized. The cyclization yield
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Table 2 Synthesis of 3 from Different Linear
Precursors with EDCI/DMAP

No. Linear pentapeptide precursor Yield (%)a

3-a H-D-Nal-Phg-Arg(Tos)-Aph(Boc)-D-Ala-OH 9
3-b H-D-Ala-D-Nal-Phg-Arg(Tos)-Aph(Boc)-OH 4
3-c H-Aph(Boc)-D-Ala-D-Nal-Phg-Arg(Tos)-OH 5
3-d H-Arg(Tos)-Aph(Boc)-D-Ala-D-Nal-Phg-OH 8
3-e H-Phg-Arg(Tos)-Aph(Boc)-D-Ala-D-Nal-OH <1

a The yield of cyclic pentapeptide was based on the amount
of product isolated by HPLC.

from H-Arg(Tos)-Aph(Boc)-D-Ala-D-Nal-Phg-OH (3-d)
was almost the same as that from 3-a. The
lowest cyclization yield was obtained from the linear
precursor 3-e. The yields from linear precursors 3-b
and 3-c were moderate.

The steric bulk of the amino acid residue at the
C-terminal apparently played a more important role
in the cyclization yield than that of the N-terminal.
The side chains of Aph(Boc), Arg(Tos) and D-Nal
are much larger than those of Phg and D-Ala. In
precursor 3-a, a small D-Ala residue was placed at
the C-terminal and large D-Nal residue was at N-
terminal, while in precursor 3-b, a large Aph(Boc)
residue was placed at the C-terminal and a small
D-Ala residue was placed at the N-terminal. The
cyclization yield of precursor 3-a was higher than
that of 3-b. Similar results could be obtained after
comparison of cyclization yield of 3-d with that of
3-e.

It can be concluded that amino acid residues
with bulky side chains should not be placed
at the C-terminal in the sequence chosen for
the linear precursor peptide in the planning of
cyclopentapeptide synthesis in this class.

Three linear precursors (5-a, 5-b, 5-d) of cyclic
pentapeptide 5 were cyclized in DCM/DMF (9 : 1)
solution (10−4 M) (Table 3). The solubility of the
linear precursors of 5 was much lower than that
of 3, and the solvent for the cyclization reaction
therefore had to contain more than 10% DMF.
Coupling reagents and other reaction conditions for
the synthesis of 5 were similar to those of cyclic
pentapeptide 3.

The structure of cyclic peptide 5 was similar to
that of 3 except that the D-Nal residue in 3 was
replaced by D-Pal in 5. It could be predicted that the
precursors of 3 and 5 would have similar cyclization
results. Precursors 5-a and 5-d, in which D-Ala and
Phg were placed at the C-terminal respectively, were

Table 3 Synthesis of 5 from Different Linear
Precursors

No. Linear pentapeptide
precursor

Reagent Yield
(%)a

5-a H-D-Pal-Phg-Arg(Tos)-
Aph(Boc)-D-Ala-OH

EDCI/DMAP 11

5-b H-D-Ala -D-Pal-Phg-
Arg(Tos)-Aph(Boc)-OH

EDCI/DMAP 3

5-d H-Arg(Tos)-Aph(Boc)-D-Ala-
D-Pal-Phg-OH

HBTU/DMAP 3

5-a H-D-Pal-Phg-Arg(Tos)-
Aph(Boc)-D-Ala-OH

HBTU/DMAP 5

a The yield of cyclic pentapeptide was based on the amount
of product isolated by HPLC.

cyclized in order to determine the best precursor for
cyclization. The cyclization yield of 5-a was a little
higher than that of 5-d when HBTU/DMAP was
used as the coupling reagent. Further, for linear
precursor 5-a, EDCI/DMAP (yield 11%) was a better
coupling reagent than HBTU/DMAP (yield 5%).

Knowing that the precursors that contained large
amino acid residues at the C-terminal inhibited ring
formation, it was not necessary to investigate all the
possible precursors with large amino acid residues
(Aph(Boc), D-Aph(Boc), D-Nal, Arg(Tos)) at the C-
terminal. We chose precursor 5-b with Aph(Boc) at
the C-terminal as a model to confirm the influence
the amino acid residue side-chain bulk at the C-
terminal on ring formation.

It was found that 5-a was a better linear precursor
than 5-b for ring closure when EDCI/DMAP was
used as a coupling reagent. Precursor 5-b was not
suitable for cyclization because of side-chain steric
bulk at the C-terminal position. The low cyclization
yield of precursor 5-b provided more evidence that
large amino acid residues at the C-terminal inhibited
ring closure. A large amount of precipitate, which
proved to be a by-product was also formed in the
cyclization of 5-b.

There is a significant structural difference when
comparing the cyclic pentapeptides 1 and 6 with
3 and 5. Only one D-amino acid residue (D-Ala) is
present in 1 and 6. The configuration sequence of
the amino acid residues of 3 and 5 is D-L-L-L-D, while
the configuration sequence of 1 and 6 is L-L-L-L-D.

Three precursors (1-a, 1-b, 1-e) of cyclic pen-
tapeptide 1 and two precursors (6-a, 6-e) of cyclic
pentapeptide 6 were cyclized under the same con-
ditions as those used for the synthesis of cyclic

Copyright  2002 European Peptide Society and John Wiley & Sons, Ltd. J. Peptide Sci. 8: 418–430 (2002)



CYCLIC PENTAPEPTIDE LHRH ANTAGONISTS 421

Table 4 Synthesis 1 and 6 from Different Linear
Precursors with EDCI/DMAP

No. Linear pentapeptide precursor Yield (%)a

1-a H-Trp(Boc)-Phg-Arg(Tos)-
Aph(Boc)-D-Ala-OH

26

1-b H-D-Ala -Trp(Boc)-Phg-
Arg(Tos)-Aph(Boc)-OH

12

1-e H-Phg-Arg(Tos)-Aph(Boc)-D-
Ala-Trp(Boc)-OH

7

6-a H-Trp(Boc)-Cit-Arg(Tos)-
Aph(Boc)-D-Ala-OH

22

6-e H-Cit-Arg(Tos)-Aph(Boc)-D-
Ala-Trp(Boc)-OH

5

a The yield of cyclic pentapeptide was based on the amount
of product isolated by HPLC.

pentapeptide 3. The results are listed in Table 4.
The highest yields obtained for precursor 1-a and
6-a were 26% and 22%, respectively. Moreover, the
purity of the crude products 1 and 6 from pre-
cursors 1-a and 6-a respectively was much higher
than that from other precursors. This result was
consistent with the results in the synthesis of cyclic
peptides 3 and 5. In short, the precursor with a
small amino acid residue at the C-terminal position
facilitated ring formation.

Five different precursors of 1 or 6 with configura-
tion sequences as indicated gave yields as follows:

1-a (26%) or 6-a (22%) : L-L-L-L-D

1-b (12%) : D-L-L-L-L

1-e (7%) or 6-e (5%) : L-L-L-D-L

The amino acid residue Aph(Boc) at the C-terminal
position had very large steric bulk which inhibited
ring formation. As a result, the cyclization yield from
precursor 1-b was much lower than that from 1-a.
The lower cyclization yield from precursor 6-e could
be explained in view of its configurational sequence
and steric bulk. The large side chain of Trp(Boc)
inhibited ring formation. In the linear pentapeptide
containing only one D-amino acid residue, the
precursor with a D-amino acid residue at the C-
terminal position underwent ring formation much
more easily than the precursor with a D-amino acid
residue at the middle position.

In conclusion, the optimal precursors for syn-
thesis of cyclic pentapeptides 1, 3, 5 and 6 had
similar primary structure properties with respect to

the C-terminal residue. The D-Ala residue, which
was placed at the C-terminal position, facilitated
ring formation, and resulted in the highest yield.

Further proof of these principles was obtained
with the synthesis of cyclic pentapeptide 4. Pre-
cursors of 4 were cyclized with coupling reagent
HBTU/DMAP. The cyclization reactions were carried
out in DCM/DMF (10 : 1) solution with the concen-
tration of linear peptide at 3 × 10−4 M. After the
cyclization reaction, the mixture was washed and
purified by preparative TLC and then by HPLC. The
cyclization results are summarized in Table 5.

The steric bulk of the Phg side chain is greater
than that of D-Ala, but the cyclization of precursor
4-d in which Phg was at the C-terminal position
nevertheless provided a better yield than that of 4-
a in which D-Ala was at the C-terminal position.
The different results were presumably caused by the
different conformations of the linear precursors.

Table 5 Synthesis of 4 from Different Linear
Precursors with HBTU/DMAP

No. Linear pentapeptide precursor Yield (%)a

4-a H-D-Nal-Phg-Arg(Tos)-D-Aph(Boc)-D-
Ala-OH

2

4-d H-Arg(Tos)-D-Aph(Boc)-D-Ala-D-Nal-
Phg-OH

19

4-e H-Phg-Arg(Tos)-D-Aph(Boc)-D-Ala-D-
Nal-OH

trace

a The yield of cyclic pentapeptide was based on the amount
of product isolated by HPLC.

Table 6 Cyclization Results with Linear Pentapep-
tides having Different Configurational Sequences
with EDCI/DMAP

No Linear pentapeptide
precursor

Configurational
sequence

Yield
(%)a

1-a H-Trp(Boc)-Phg-
Arg(Tos)-Aph(Boc)-D-
Ala-OH

L-L-L-L-D 26

3-a H-D-Nal-Phg-Arg(Tos)-
Aph(Boc)-D-Ala-OH

D-L-L-L-D 9

5-a H-D-Pal-Phg-Arg(Tos)-
Aph(Boc)-D-Ala-OH

D-L-L-L-D 11

a The yield of cyclic pentapeptide was based on the amount
of product isolated by HPLC.
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Further studies of the influence of amino acid
configurations and their sequences. As indicated
above, a higher yield was obtained from the
cyclization of precursor 1-a than from the cyclization
of precursor 3-a (or 5-a) (Table 6). The only
configurational difference between 1-a and 3-a (or
5-a) is in their N-terminal residues. Precursor 1-
a contained an L-amino acid residue, Trp(Boc), at
the N-terminal, but precursor 3-a or 5-a contained
a D-amino acid residue, D-Nal or D-Pal, at the N-
terminal. Even though the side chain (Trp(Boc)) of
1-a is much larger than that of D-Nal (3-a) or D-Pal
(5-a), it was much easier to cyclize.

It was the orientation of the N-terminal side chain,
not the size, that led to the different cyclization
results in this case. The orientation of the N-
terminal side chain (i.e. the configuration of the
N-terminal residue) is a significant factor governing
the success or failure of a cyclization.

A linear precursor with the configurational
sequence L-L-L-L-D was an easier substrate for head-
to-tail cyclization than the linear precursor with the
configurational sequence D-L-L-L-D if the C-terminal
residues of the two precursors were the same. Pre-
cursors of cyclic pentapeptide 3 or 5 contained
three L-amino acid residues and two D-amino acid
residues; while precursors of cyclic pentapeptide 1
contained four L-amino acid residues and one D-
amino acid residue.

Cyclization yields : L-L-L-L-D(1-a 26%)

> D-L-L-L-D(3-a 9%,5-a 11%)

For the linear pentapeptide containing three D-
amino acid residues, precursor L-D-D-D-L was easier
to cyclize than precursor D-L-L-D-D if the amino acid
residue at the C-terminal position was not very
large. In precursor 4-d, two L-amino acid residues
were at the N- and C-terminal and the three D-
amino acid residues were in the middle position.
The cyclization yield of 4-d was much better than
that of 4-a (Table 5).

L-D-D-D-L (4-d 19%) > D-L-L-D-D (4-a ¡ 2%)

The influence of different coupling reagents. Many
reagents have been reported for the synthesis of
cyclic peptides [24–29]. EDCI, BOP, HBTU and
DEPBT were used in our work with additives such
as HOSu, HOBt or DMAP.

The cyclic pentapeptide first successfully obtained
was 3, by cyclizing precursor H-Arg(Tos)-Aph(Boc)-
D-Ala-D-Nal-Phg-OH (3-d) with EDCI/ HOSu. In

Table 7 Cyclization Yields from 3-a, 3-b, 3-d, 6-a
with Different Coupling Reagents

No. Linear
pentapeptide

precursor

Reagent Yield (%)a

3-a H-D-Nal-Phg-Arg(Tos)-
Aph(Boc)-D-Ala-OH

EDCI/DMAP 9

3-a H-D-Nal-Phg-Arg(Tos)-
Aph(Boc)-D-Ala-OH

EDCI/HOSu 5

3-b H-D-Ala-D-Nal-Phg-
Arg(Tos)-Aph(Boc)-OH

EDCI/DMAP 5

3-b H-D-Ala-D-Nal-Phg-
Arg(Tos)-Aph(Boc)-OH

EDCI/HOBt 4

3-d H-Arg(Tos)-Aph(Boc)-D-
Ala-D-Nal-Phg-OH

EDCI/DMAP 8

3-d H-Arg(Tos)-Aph(Boc)-D-
Ala-D-Nal-Phg-OH

EDCI/HOBt 6

3-d H-Arg(Tos)-Aph(Boc)-D-
Ala-D-Nal-Phg-OH

EDCI/HOSu 5

3-d H-Arg(Tos)-Aph(Boc)-D-
Ala-D-Nal-Phg-OH

BOP/HOBt trace

6-a H-Trp(Boc)-Cit-Arg(Tos)-
Aph(Boc)-D-Ala-OH

EDCI/DMAP 22

6-a H-Trp(Boc)-Cit-Arg(Tos)-
Aph(Boc)-D-Ala-OH

EDCI/HOSu 19

a The yield of cyclic pentapeptide was based on the amount
of product isolated by HPLC.

order to search for better coupling reagents, EDCI/
HOBt, EDCI/DMAP and BOP/HOBt were used
respectively in the synthesis (Table 7). Precursor 3-d
was cyclized in DCM/DMF (100 : 1) solution (10−4 M)
with different coupling reagents. The attempt to
cyclize precursor 3-d failed when BOP/HOBt was
used. The best result among the reagents explored
was obtained when EDCI/ DMAP was used. More-
over, the crude residue in that case, after washing
with aqueous citric acid and Na2CO3, contained the
smallest amount of by-products.

The yield of pure product from the EDCI/HOBt
cyclization was higher than from the EDCI/HOSu
cyclization. However, the crude residue contained
more by-products when EDCI/HOBt was used than
when EDCI/HOSu was used even after washing. The
by-products may arise from side reactions between
HOBt and DCM under basic conditions; they could
not be completely removed by washing with aqueous
citric acid and Na2CO3 [30]. The cyclization yield
from precursor 3-d with different coupling reagents
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was found to be in the following order:

EDCI/DMAP > EDCI/HOBT

> EDCI/HOSu > BOP/HOBt.

Similar results were obtained with precursors 3-a
(H-D-Nal-Phg-Arg(Tos)-Aph(Boc)-D-Ala-OH) and 6-a
(H-Trp(Boc)-Cit-Arg(Tos)-Aph(Boc)-D-Ala-OH). More-
over, a better yield was obtained with EDCI/DMAP
than with EDCI/HOBt when the cyclization of pre-
cursor 3-b was carried out. EDCI/DMAP has proved
to be a better cyclization reagent than EDCI/HOSu,
BOP/HOBt, EDCI/HOBt and BOP/HOBt for ring
formation of 3-a, 3-b, 3-d and 6-a.

Linear pentapeptide 2-a was cyclized by DEPBT
which gave the best results and HBTU/DMAP
(Table 8). DEPBT was developed by our research
group [31,32]. It has been successfully used for
the synthesis of linear peptides by solid-phase or
solution methods with a remarkable resistance to
racemization [33]. In addition, DEPBT has been
proved to be a very good reagent for the synthesis of
cyclic peptides [34,35].

It is interesting to compare the reaction progress
and the results of cyclization of precursor 5-a and
3-a when applying EDCI/DMAP and HBTU/DMAP
reagents (Tables 9 and 10). In the cyclization of 5-a

Table 8 Cyclization Yields from 2-a (H-
Trp(Boc)-Phg-Arg(Tos)-D-Aph(Boc)-D-Ala-OH)
with Different Coupling Reagents

Reagent Yield (%)a

DEPBT 22
HBTU/DMAP 12

a The yield of cyclic pentapeptide was based on the
amount of product isolated by HPLC.

Table 9 Cyclization Yields from 5-a (H-
D-Pal-Phg-Arg(Tos)-Aph(Boc)-D-Ala-OH) with
Different Coupling Reagents

Reagent Yield (%)a

EDCI/DMAP 11
HBTU/DMAP 5

a The yield of cyclic pentapeptide was based on the
amount of product isolated by HPLC.

Table 10 Cyclization Yields from 3-a (H-
D-Nal-Phg-Arg(Tos)-Aph(Boc)-D-Ala-OH) with
Different Coupling Reagents

Reagent Yield (%)a

HBTU/DMAP 12
EDCI/DMAP 9

a The yield of cyclic pentapeptide was based on the
amount of product isolated by HPLC.

using the strongly activating reagent HBTU/DMAP,
only traces of linear precursor were detectable by
TLC after a reaction time of 1 h. However, the
amount of the desired cyclic pentapeptide changed
only slightly after that time and a substantial
amount of by-product formation was evident. The
by-product may be a polymer, judging by its much
lower solubility than the cyclic pentapeptide. Ring
closure of precursor 5-a with EDCI/DMAP afforded
a better purity of crude product and a higher yield
of pure cyclic pentapeptide.

However, the cyclization yield from precursor
3-a with HBTU/DMAP was better than with
EDCI/DMAP (Table 10). The influence of different
coupling reagents on the cyclization yields was
dependent on the structure of the N-terminal amino
acid residue.

The configurational sequences of the two pre-
cursors (5-a and 3-a) are the same: D-L-L-L-D. The
structures of 5-a and 3-a are the same except for the
N-terminal residues. The main differences between
the N-terminal residues are in their side chain bulk
and polarity. The side chain of the D-Nal residue
in precursor 3-a has larger bulk but lower polarity
than that of the D-Pal residue. The side chain of the
D-Nal residue is hydrophobic, while that of D-Pal is
hydrophilic. It could be inferred that HBTU/DMAP
is a more suitable reagent than EDCI/DMAP for
the cyclization of a linear D-L-L-L-D precursor in
which the side chain of the N-terminal residue is
a large hydrophobic moiety. However, EDCI/DMAP
is a more suitable reagent than HBTU/DMAP for the
cyclization of a linear D-L-L-L-D precursor in which the
side chain of the N-terminal residue is a hydrophilic
moiety.

The influence of added DMAP. The cyclization of
precursor 6-a was carried out using EDCI/DMAP
with different amounts of DMAP additive. The best
cyclization yield (30%) was obtained when the molar
ratio between EDCI and DMAP was 5 : 2 with a pH
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Table 11 Cyclization Yields from 6-a (H-
Trp(Boc)-Cit-Arg(Tos)-Aph(Boc)-D-Ala-OH) with
Different between EDCI : DMAP Ratios

EDCI : DMAP Yield (%)a

5 : 2 30
1 : 1 22

a The yield of cyclic pentapeptide was based on the
amount of product isolated by HPLC.

of 7.5 (Table 11). A lower yield (22%) was obtained
when the molar ratio between EDCI and DMAP was
1 : 1 (pH 8.5). Adding more DMAP led to racemization
of the C-terminal residue. In addition, excessive
DMAP caused the crude product to become yellow.
Therefore, the molar ratio between EDCI and DMAP
should not be lower than 5 : 2.

HBTU/DMAP was used for cyclization of pre-
cursor 4-a with different amounts of DMAP addi-
tive. In contrast to experience with EDCI/DMAP,
the HBTU/DMAP method needed more DMAP
(HBTU/DMAP = 2 : 3), the optimal pH value (8.5) for
the HBTU/DMAP method was higher than the opti-
mal value (7.5) for the EDCI/DMAP method.

The influence of concentration. Precursor 6-
a (H-Trp(Boc)-Cit-Arg(Tos)-Aph(Boc)-D-Ala-OH) was
cyclized by EDCI/DMAP at different concentrations
of linear peptide. The best cyclization results were
obtained when the concentration of 6-a was 10−4 M

(Table 12). Similar results were obtained when other
linear precursors were cyclized.

Highly dilute conditions are usually employed in
the cyclization of linear peptide precursors in solu-
tion. However, there has been no report about the

Table 12 Cyclization Yields from
6-a with EDCI/DMAP at Different
Concentrations

Concentration of
linear pentapeptide

(M)

Yield (%)a

1 × 10−4 30
3 × 10−4 16

a The yield of cyclic pentapeptide was
based on the amount of product
isolated by HPLC.

exact optimal concentration. According to the liter-
ature, the concentrations of linear precursors are
usually about 10−3 M with concentrations of cou-
pling reagents at 1–5 × 10−3 M. In our synthesis, the
linear precursor concentrations were usually in the
range of 1–3 × 10−4 M. A decreased concentration
of linear precursors would diminish the cyclodimer-
ization. On the other hand, higher concentrations
of a coupling reagent would increase the chance
of the linear peptide and coupling reagent com-
ing together. This increased chance would favour
the cyclization reaction. Procedures with lower con-
centrations of linear precursors (10−4 M) and higher
concentrations of coupling reagents (3–6 × 10−3 M)
were therefore used in our work.

A stepped concentration protocol was also
adopted. The linear precursor concentration was
usually 10−4 M and the concentration of the coupling
reagent was in the range of 6 × 10−4 M–3 × 10−3 M,
but after a while, the solution was gradually con-
centrated.

The influence of reaction temperature. The
cyclization of precursor 3-a (H-D-Nal-Phg-Arg(Tos)-
Aph(Boc)-D-Ala-OH) was carried out with HBTU/
DMAP at varied temperatures. It was found that
a decreased reaction temperature could improve the
product purity and increase the cyclization yield.
A yield of 8% was obtained when the reaction was
carried out at room temperature for 20 h, while a
yield of 12% was obtained when the reaction solu-
tion was stirred at −15 °C for 2 h, and then stirred
at 0 °C for 2 h and at room temperature for 20 h
(Table 13).

A protocol of gradually increasing the reac-
tion temperature was developed for our cycliza-
tion reactions: it proved effective and resulted in
improved yields. At the outset, the mixture was
stirred at −15 °C for 2 h, and then allowed to

Table 13 Reaction Times for EDCI/DMAP and
HBTU/DMAP Cyclizations of 3-a at Different Reac-
tion Temperatures

Reagent Time at Time at Time Yield
−15 °C 0 °C at r.t. (%)a

EDCI/DMAP 4 days 2 days 2 days 9
HBTU/DMAP 2 h 2 h 20 h 12
HBTU/DMAP — — 20 h 8

a The yield of cyclic pentapeptide was based on the amount
of product isolated by HPLC.
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attain room temperature gradually. A decreased
reaction temperature could prevent racemization
of the C-terminal residue. A lower reaction tem-
perature in the beginning is especially important
in order to increase the cyclization yield for the
HBTU/DMAP method since HBTU is a strongly acti-
vating reagent.

This protocol was also effective when EDCI/DMAP
was used for cyclization. The reaction was allowed
to run at −15 °C for about 4 days and then at 0 °C
for 2 days. Finally the temperature was increased
to room temperature and the reaction solution was
stirred for another 2 days.

The influence of reaction time at low tempera-
ture. The reaction time in the synthesis of cyclic
pentapeptide varied according to different linear
precursors and coupling reagents. Usually, the reac-
tion was stopped when no linear precursor was
detectable by TLC.

It was very interesting to analyse the crude
product of cyclic pentapeptide 1 from precursor 1-a
(H-Trp(Boc)-Phg-Arg(Tos)-Aph(Boc)-D-Ala-OH) when
two reactions by EDCI/DMAP method were carried
out for different reaction times at −12 °C.

In the first reaction (Reaction A), the reaction
mixture was kept at −12 °C for 4 days, and then
continued at room temperature as usual. In the
second reaction (Reaction B), the mixture was kept
at −12 °C for 30 days, and then continued at room
temperature as usual. It was found that the crude
product from Reaction B was purer than that from
Reaction A. When the crude product from Reaction B
was analysed by TLC, only one by-product spot near
the desired cyclic pentapentide spot was observed.
This by-product could be removed by purification
on preparative TLC. More by-product spots were
observed in the crude product from Reaction A.
Moreover, the isolated yield by HPLC from Reaction

B (32%) was higher than that from Reaction A (26%).
In short, an increased time at low temperature
improved the purity of the crude product and
enhanced the yield.

The Best Synthetic Results for each Cyclic
Pentapeptide

The best results for the synthesis of each cyclic
pentapeptide are summarized in Table 14. The best
cyclization yield was obtained by cyclization of
linear precursors with D-Ala or Phg at the C-
terminal. Three of them were obtained by the method
of EDCI/DMAP, two of them were obtained by
HBTU/DMAP, and one was obtained by DEPBT.
Of all the cyclic pentapeptides, the yield of 1
was the highest and the yield of 5 was the
lowest.

CONCLUSION

Six cyclic pentapeptides, which will be modified in
later work with active groups, have been synthe-
sized, purified by HPLC and characterized by TLC,
HPLC, NMR, melting point and specific rotation.

The cyclic pentapeptide by-product, which was
formed as a result of racemization of the C-
terminal residue, could be completely removed by
preparative TLC.

Although each cyclic pentapeptide has its most
suitable linear precursor, some regularities were
found. For the C-terminal residue of the linear
precursor, steric bulk plays an important role. Of
all the linear precursors, those with the smaller D-
Ala or Phg as the C-terminal residue were usually
the easiest to cyclize. Lower yields were obtained
when the precursors had the larger D-Nal, Trp(Boc),
Aph(Boc) or Arg(Tos) residues at the C-terminal

Table 14 The Best Results for Each Cyclic Pentapeptide

Cyclic
pentapeptide

Linear precursor Reagent Yield (%)a

1 H-Trp(Boc)-Phg-Arg(Tos)-Aph(Boc)-D-Ala-OH EDCI/DMAP 32
2 H-Trp(Boc)-Phg-Arg(Tos)-D-Aph(Boc)-D-Ala-OH DEPBT 22
3 H-D-Nal-Phg-Arg(Tos)-Aph(Boc)-D-Ala-OH HBTU/DMAP 12
4 H-Arg(Tos)-D-Aph(Boc)-D-Ala-D-Nal-Phg-OH HBTU/DMAP 19
5 H-D-Pal-Phg-Arg(Tos)-Aph(Boc)-D-Ala-OH EDCI/DMAP 11
6 H-Trp(Boc)-Cit-Arg(Tos)-Aph(Boc)-D-Ala-OH EDCI/DMAP 30

a The yield of cyclic pentapeptide was based on the amount of product isolated by HPLC.
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position. However, for the N-terminal residue; the
orientation of the side chain of the N-terminal
amino acid residue (i.e. residue configuration) is
a dominant factor governing the success or failure
of a cyclization, not its bulk.

HBTU/DMAP was found to be a suitable reagent
for cyclization of the linear pentapeptide in which
the side chain of the N-terminal residue is large
and hydrophobic. DEPBT was a suitable reagent
for cyclization when the configurational sequence
was L-L-L-D-D. EDCI/DMAP has a wider range of
applicability for the synthesis of cyclic pentapeptides
and good cyclization results were obtained by
EDCI/DMAP in all except a few cases. Moreover,
the following order of cyclization efficiency for EDCI
was found to be:

EDCI/DMAP > EDCI/HOBt > EDCI/HOSu.

The use of concentration and reaction temperature
gradients was found to be effective for preventing
racemization, decreasing by-products, and increas-
ing cyclization yields. Running the reaction at a
lower temperature for a long period of time was
advantageous.

After comparison of all the cyclization results, it
was found that the cyclic pentapeptides containing
only one D-amino acid residue were easier to
synthesize than those containing two or three
adjacent D-amino acid residues. The linear precursor
with the configurational sequence of L-L-L-D-D was
easier to cyclize than that of D-L-L-D-D.

EXPERIMENTAL

General Data

Free linear pentapeptides were synthesized by
SPPS on a 2-chlorotrityl resin using an Fmoc
protecting strategy [36–39]. DCM was dried over
K2CO3, and distilled over CaH2. DMF was distilled
in vacuum over ninhydrin to remove the free amino
residues, and then dried over 4 Å Zeolite. Other
reagents were used as purchased from commercial
suppliers, without further purification. 1H NMR
spectra were obtained using a 500 MHz IR-ATS-
MO/ Kernresonanz. FAB-MS were determined on
a VG-ZAB-HS or a Bruker APEXII. ESI-MS used
a NanoESI. Specific rotation was measured with a
Perkin Elmer MC-241. Melting points were obtained
with a Yanaco micro melting point apparatus.

Analytical TLC was performed on precoated GF254

silica gel plates from Merck using UV detection at
365 nm. Preparative TLC plates were prepared in
our own laboratory using GF254 silica gel.

HPLC purification of cyclic pentapeptides was per-
formed on a silica column (6 µm HR silica column,
300 × 7.8 mm) with a Waters 600 E HPLC appara-
tus. UV detection wavelength on a Water 486 moni-
tor was selected at 280 nm for cyclic pentapeptides
1, 2, 3, 4, 6 and 254 nm for cyclic pentapep-
tide 5. Eluent: A (CHCl3/MeOH = 25 : 1) for 2; B
(CHCl3/MeOH = 22.5 : 1) for 4; C (CHCl3/MeOH =
20 : 1) for 1 and 3; D (CHCl3/MeOH = 9 : 1) for 6; E
(CHCl3/MeOH/i − PrOH = 12.5 : 1 : 0.6) for 5.

General Cyclization Procedure

With EDCI/DMAP. DCM/DMF (100 : 1, 500 ml)
containing 0.05 mmol (1 eq) linear pentapeptide
was cooled to −15 °C. EDCI (1.22 mmol, 240 mg,
25 eq) and DMAP (0.5 mmol, 61 mg, 10 eq) were
added to the solution. The mixture was stirred
at −15 °C for 2 h and then kept at a −15 °C
for 2 days. EDCI (0.5 mmol, 96 mg, 10 eq) and
DMAP (0.2 mmol, 24 mg, 4 eq) were added, and the
mixture was kept at −15 °C for another 2 days, and
kept at 0 °C for 2 days. After that, the mixture was
stirred at room temperature for 2 days and then
concentrated to 50 ml. After stirring at room tem-
perature for 2 days, 50 ml DCM was added. The
mixture was washed with 2% citric acid (2 × 50 ml),
2% Na2CO3(2 × 50 ml) and brine (5 × 50 ml), dried
over Na2SO4, and evaporated. The residue was puri-
fied by TLC plate to obtain the crude product.
Further purification by HPLC was carried out on
a silica column.

With EDCI/HOSu. DCM/DMF (100 : 1, 300 ml) con-
taining 0.03 mmol (1 eq) linear pentapeptide was
cooled to −15 °C. EDCI (0.90 mmol, 173 mg, 30 eq),
HOSu (1.2 mmol, 138 mg, 40 eq) and DIEA (1.8
mmol, 310 µl, 60 eq) were added. After stirring at
−15 °C for 2 h, the mixture was kept at −15 °C for
2 days. Then, the mixture was kept at 0 °C for 2 days
and stirred at room temperature for 2 days. After
that, the mixture was concentrated to 30 ml and
stirred at room temperature for 2 days. 30 ml DCM
was added. The solution was washed and purified
with the same method as the EDCI/DMAP method
to give pure product.

With EDCI/HOBt. DCM/DMF (100 : 1, 300 ml) con-
taining 0.03 mmol (1 eq) linear precursor, HOBt
(0.3 mmol, 40 mg, 10 eq) and DIEA (0.6 mmol,
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100 µl) were cooled at −15 °C and then EDCI (0.3
mmol, 58 mg, 10 eq) was added. The mixture was
stirred at −15 °C for 2 h and then kept at −15 °C
for 2 days. The solution was stirred at 0 °C for
2 h and then stirred at room temperature. Every
24 h, additional EDCI (5 eq) and HOBt (5 eq) were
added. The pH was kept at 8–9 by addition of DIEA.
After 7 days, the solvent was concentrated to 30 ml
and stirring was continued at room temperature for
2 days. 30 ml DCM was added. The solution was
washed and purified with the same method as the
EDCI/DMAP method to give pure product.

With HBTU/DMAP. DCM/DMF (9 : 1, 100 ml) con-
taining 0.03 mmol (1 eq) linear pentapeptide was
cooled to −15 °C. HBTU (0.12 mmol, 45 mg, 4 eq)
and DMAP (0.18 mmol, 22 mg, 6 eq) were added.
The solution was stirred at −15 °C for 2 h
and at room temperature for 8 h. Additional
HBTU (0.06 mmol, 23 mg, 2 eq) and DMAP (0.09
mmol, 11 mg, 3 eq) were added to the mixture and
stirred at room temperature for 12 h. The solution
was concentrated to about 30 ml and stirred at room
temperature for 8 h. After that, 30 ml DCM was
added. The solution was washed and purified with
the same method as the EDCI/DMAP method to give
pure product.

With BOP/HOBt. DCM/DMF (100 : 1, 300 ml) con-
taining 0.03 mmol (1 eq) linear precursor, HOBt
(0.3 mmol, 40 mg, 10 eq) and DIEA (0.6 mmol,
100 µl) was cooled to −15 °C and treated with
BOP (0.3 mmol, 133 mg, 10 eq). The mixture was
stirred at −15 °C for 2 h and then kept at −15 °C
for 24 h. After that, the solution was stirred at 0 °C
for 5 h and then stirred at room temperature. Every
24 h, additional BOP (5 eq) and HOBt (5 eq) were
added. The pH was kept at 8–9 by addition of DIEA.
After 7 days, the solvent was concentrated to 30 ml
and stirring was continued at room temperature for
2 days. 30 ml DCM was added. The solution was
washed and purified with the same method as the
EDCI/DMAP method to give pure product.

With DEPBT. DCM/DMF (100 : 1, 204 ml) containing
0.06 mmol (1 eq) linear pentapeptide (3 × 10−4 M)
was cooled to −15 °C. DEPBT (0.3 mmol, 90 mg,
5 eq) and DIEA (0.48 mmol, 84 µl) were added to
the solution. After stirring at −15 °C for 2 h and
at 0 °C for another 2 h, the solution was stirred at
room temperature. Every 2 days, 5 eq DEPBT was
added. The pH was kept at 8 by addition of DIEA.
After 6 days, the mixture was concentrated to 60 ml
and stirring was continued at room temperature for

2 days. The solution was washed and purified with
the same method as the EDCI/DMAP method to give
pure product.

Characterization data

cyclo-(Trp(Boc)-Phg-Arg(Tos)-Aph(Boc)-D-Ala)
(1). m.p. 246° –248 °C; [α]D20 = −46° (c 0.1, CHCl3/
MeOH = 1 : 1); FAB-MS: m/z = 1063(M + H)+, ESI-
MS: m/z = 1063.3 (M + H)+, 1085.3 (M + Na)+,
1101.2 (M + K)+; TLC Rf : 0.43 (CHCl3/MeOH =
9 : 1); Retention time on HPLC: 8.52 min (eluent:
CHCl3/MeOH = 20 : 1, flow: 2 ml/min); 1H NMR
(DMSO, 500 MHz) δ 1.06 (d, J = 6.3 Hz, 3H, CH2-
β (D-Ala)), 1.19 (m, 2H, CH2-γ (Arg)), 1.45 (s, 9H,
3 × CH3 (Boc)), 1.61 (s, 9H, 3 × CH3(Boc)), 1.64 (m,
2H, CH2-β (Arg)), 2.33 (s, 3H, CH3(Tos)), 2.71 and
2.89 (2d, J = 10.0 Hz, 2H, CH2-β (Aph)), 2.96 (m,
2H, CH2-δ (Arg)), 3.00 and 3.23 (2d, J = 11.6 Hz,
2H, CH2-β (Trp)), 3.70 (m, 1H, CH-α (Arg)), 4.24
(t, J = 7.2 Hz, 1H, CH-α (D-Ala)), 4.40 (m, 1H, CH-
α (Aph)), 4.48 (t, J = 8.0 Hz, 1H, CH-α (Trp)), 5.44
(d, 1H, CH-α (Phg)), 6.40–7.30 (broad, 3H, 3 × NH
(Arg)), 7.01–8.03 (t, d, s, 18H, arom CH(Trp, Tos,
Phg, Aph)), 7.86 (d, J = 9.2 Hz, 1H, NH-α (Aph)), 8.06
(d, J = 9.2 Hz, 1H, NH-α (Arg)), 8.20 (d, J = 8.0 Hz,
1H, NH-α (Phg)), 8.53 (d, J = 9.2 Hz, 1H, NH-α (D-
Ala)), 8.69 (d, J = 9.2 Hz, 1H, NH-α (Trp)), 9.17 (s,
1H, Ar-NH-CO (Aph)).

cyclo-(Trp(Boc)-Phg-Arg(Tos)-D-Aph(Boc)-D-Ala)
(2). m.p. 265° –270 °C (dec); [α]D20 = −17° (c 0.1,
CHCl3/MeOH = 1 : 1); FAB-MS: m/z = 1063 (M +
H)+, 1085 (M + Na)+, ESI-MS: m/z = 1063.2 (M +
H)+; TLC Rf : 0.53 (CHCl3/MeOH = 9 : 1); Retention
time on HPLC: 7.85 min (eluent: CHCl3/MeOH =
22.5 : 1, flow: 2 ml/min); 1H NMR (DMSO, 500 MHz)
δ 0.88 (d, J = 6.4 Hz, 3H, CH2-β(D-Ala)), 1.01 (m, 2H,
CH2-γ (Arg)), 1.18 (s, 9H, 3 × CH3(Boc)), 1.34 (m,
2H, CH2-β (Arg)), 1.36 (s, 9H, 3 × CH3(Boc)), 2.12
(s, 3H, CH3(Tos)), 2.58 (d, J = 8.6 Hz, 2H, CH2-β (D-
Aph)), 2.72 (m, 2H, CH2-δ (Arg)), 2.87 (d, 2H, CH2-β
(Trp)), 3.65 (m, 1H, CH-α (Arg)), 3.96 (m, 1H, CH-
α (Ala)), 4.09 (m, 1H, CH-α (D-Aph)), 4.26 (m, 1H,
CH-α (Trp)), 5.05 (d, J = 8.2 Hz, 1H, CH-α (Phg)),
6.40–7.30 (broad, 3H, 3 × NH (Arg)), 6.80–7.38 (t,
d, s, 17H, arom CH(Trp, Tos, Phg, D-Aph)), 8.10 (d,
J = 9.0 Hz, 1, arom (Trp)), 7.51 (d, J = 9.0 Hz, 1H,
NH-α (D-Aph)), 7.81 (d, 1H, NH-α (Arg)), 8.08 (d,
J = 8.2 Hz, 1H, NH-α (Phg)), 8.17 (d, J = 8.0 Hz, 1H,
NH-α (D-Ala)), 8.22 (d, J = 9.2 Hz, 1H, NH-α (Trp)),
8.98 (s, 1H, Ar-NH-CO (D-Aph)).
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cyclo-(D-Nal-Phg-Arg(Tos)-Aph(Boc)-D-Ala) (3).
m.p. 251° –254 °C; [α]D20 = −24° (c 0.1, CHCl3/
MeOH = 1 : 1); FAB-MS m/z = 996 (M + Na)+, ESI-
MS: m/z = 974.2 (M + H)+, 996.3 (M + Na)+; TLC Rf :
0.50 (CHCl3/MeOH = 9 : 1); Retention time on HPLC:
5.75 min (eluent: CHCl3/MeOH = 30 : 1, flow: 3 ml/
min); 1H NMR (DMSO, 500 MHz) δ 0.92 (d, J =
6.2 Hz, 3H, CH3-β (D-Ala)), 1.36 (m, 2H, CH2-γ (Arg)),
1.45 (s, 9H, 3 × CH3(Boc)), 1.57 (m, 2H, CH2-β (Arg)),
2.30 (s, 3H, CH3(Tos)), 2.76 and 2.85 (2d, J = 9.6 Hz,
2H, CH2-β (Aph)), 3.06 (m, 2H, CH2-δ (Arg)), 3.13
and 3.24 (2d, J = 10.2 Hz, 2H, CH2-β (D-Nal)), 3.70
(m, 1H, CH-α (D-Ala)), 3.84 (d, J = 5.8 Hz, t, 1H,
CH-α (Arg)), 4.35 (d, J = 8.6 Hz, t, 1H, CH-α (Aph)),
4.43 (m, 1H, CH-α (D-Nal)), 5.31 (d, J = 8.2 Hz, 1H,
CH-α (Phg)), 6.40–7.30 (broad, 3H, 3 × NH (Arg)),
6.94–7.84 (t, d, s, 20H, arom CH(Aph, Phg, Tos, D-
Nal)), 7.81 (d, J = 9.2 Hz, 1H, NH-α (Aph)), 8.17 (d,
J = 10.2 Hz, 1H, NH-α (D-Nal)), 8.29 (d, J = 6.0 Hz,
1H, NH-α (D-Ala)), 8.76 (d, J = 8.2 Hz, 1H, NH-α
(Phg)), 8.91 (d, J = 9.2 Hz, 1H, NH-α (Arg)), 9.17 (s,
1H, Ar-NH-CO (Aph)).

cyclo-(D-Nal-Phg-Arg(Tos)-D-Aph(Boc)-D-Ala)
(4). m.p. 216° –218 °C; [α]D20 = +18° (c 0.1, CHCl3/
MeOH = 1 : 1); FAB-MS m/z = 996 (M + Na)+, ESI-
MS: m/z = 974.2 (M + H)+, TLC Rf : 0.40 (CHCl3/
MeOH = 9 : 1); Retention time on HPLC: 10.12 min
(eluent: CHCl3/MeOH = 20 : 1, flow: 2 ml/min); 1H
NMR (DMSO, 500 MHz) δ 1.10 (m, 2H, CH2-γ
(Arg)), 1.28 (m, 3H, CH3-β (D-Ala)), 1.37 (m, 2H,
CH2-β (Arg)), 1.41 (s, 9H, 3 × CH3(Boc)), 2.26 (s,
3H, CH3(Tos)), 2.52 and 2.72 (2m, 2H, CH2-β (D-
Aph)), 2.91 (m, 2H, CH2-δ (Arg)), 3.06 and 3.25 (2d,
J = 10.6 Hz, 2H, CH2-β (D-Nal)), 3.97 (m, 1H, CH-α
(D-Ala)), 4.08 (m, 1H, CH-α (Arg)), 4.26 (m, 2H, CH-α
(Aph, D-Nal)), 5.50 (d, J = 8.4 Hz, 1H, CH-α (Phg)),
6.40–7.30 (broad, 3H, 3 × NH (Arg)), 7.06–7.82 (t, d,
s, 20 H, arom CH(D-Aph, Phg, Tos, D-Nal)), 7.85 (d,
J = 8.0 Hz, 1H, NH-α (D-Aph)), 8.32 (d, J = 8.4 Hz,
1H, NH-α (D-Nal)), 8.39 (d, J = 7.9 Hz, 1H, NH-α
(D-Ala)), 8.58 (d, J = 8.4 Hz, 1H, NH-α (Phg)), 9.10
(s, 1H, Ar-NH-CO (D-Aph)), 9.16 (d, J = 6.8 Hz, 1H,
NH-α (Arg)).

cyclo-(D-Pal-Phg-Arg(Tos)-Aph(Boc)-D-Ala) (5).
m.p. 196° –199 °C; [α]D20 = −27° (c 0.05, CHCl3/
MeOH = 1 : 1); FAB-MS: m/z = 925 (M + H)+, ESI-
MS: m/z = 925.2 (M + H)+; TLC Rf : 0.49 (CHCl3/
MeOH = 5 : 1); Retention time on HPLC: 6.58 min
(eluent: CHCl3/MeOH = 9 : 1, flow: 3 ml/min); 1H
NMR (DMSO, 500 MHz) δ 1.11 (d, J = 6.5 Hz, 3H,
CH3-β (D-Ala)), 1.17 (m, 2H, CH2-γ (Arg)), 1.45 (s, 9H,

3 × CH3(Boc)), 1.59 (m, 2H, CH2-β (Arg)), 2.32 (s, 3H,
CH3(Tos)), 2.83 and 2.98 (2d, J = 7.0 Hz, 2H, CH2-
β (Aph)), 2.95 (m, 2H, CH2-β (D-Pal), 2.98 (m, 2H,
CH2-δ (Arg)), 4.01 (m, 1H, CH-α (Arg)), 4.14 (m, 1H,
CH-α (Pal)), 4.15 (m, 1H, CH-α (Ala)), 4.58 (m, 2H,
CH-α (Aph)), 5.16 (d, J = 7.0 Hz, 1H, CH-α (Phg)),
6.40–7.30 (broad, 3H, 3 × NH (Arg)), 7.04–8.39 (t,
d, s, 17H, arom CH(Aph, Phg, Tos, Pal)), 7.96 (d,
J = 7.2 Hz, 1H, NH-α (D-Ala)), 8.05 (broad, 1H, NH-
α (D-Pal)), 8.09 (broad, 1H, NH-α (Arg)), 8.35 (d,
J = 7.5 Hz, 1H, NH-α (Aph)), 8.53 (d, J = 7.0 Hz,
1H, NH-α (Phg)), 9.21 (s, 1H, Ar-NH-CO (Aph)).

cyclo-(Cit-Arg(Tos)-Aph(Boc)-D-Ala)-Trp(Boc))
(6). m.p. 212° –214 °C; [α]D20 = −32° (c 0.1, CHCl3/
MeOH = 1 : 1); FAB-MS m/z = 1087 (M + H)+, 1109
(M + Na)+, ESI-MS: m/z = 1087.3 (M + H)+, 1109.2
(M + Na)+; TLC Rf : 0.44 (CHCl3/MeOH = 5 : 1);
Retention time on HPLC: 8.33 min (eluent: CHCl3/
MeOH = 9 : 1, flow: 2 ml/min); 1H NMR (DMSO,
500 MHz) δ 1.00 (m, 3H, CH3-β(D-Ala)), 1.28 (m, 2H,
CH2-γ (Cit)), 1.35 (m, 2H, CH2-γ (Arg)), 1.43 (s, 9H,
3 × CH3(Boc)), 1.58 (s, 9H, 3 × CH3(Boc)), 2.33 (s,
3H, CH3(Tos)), 2.73 and 2.88 (2d, 2H, CH2-β (Aph)),
2.96 (m, 2H, CH2-δ (Cit)), 3.06 (m, 2H, CH2-δ (Arg)),
3.00 and 3.23 (2d, J = 12.0 Hz, 2H, CH2-β (D-Trp)),
3.75 (m, 1H, CH-α (Cit)), 4.10 (m, 1H, CH-α (Arg)),
4.18 (m, 1H, CH-α (Ala)), 4.38 (m, 2H, CH-α (Aph)),
4.42 (m, 1H, CH-α (Trp)), 5.38 (s, 2H, CO-NH2(Cit)),
5.96 (t, 1H, NH-CO (Cit)), 6.40–7.30 (broad, 3H,
3 × NH (Arg)), 7.00–7.66 (t, d, s, 13H, arom CH(Trp,
Aph, Tos)), 7.76 (d, J = 8.6 Hz, 1H, NH-α (Aph)), 7.80
(d, J = 8.6 Hz, 1H, NH-α (Cit)), 8.15 (d, J = 9.2 Hz,
1H, NH-α (Arg)), 8.39 (d, J = 9.4 Hz, 1H, NH-α (Ala)),
8.56 (d, J = 6.4 Hz, 1H, NH-α (Trp)), 9.18 (s, 1H,
Ar-NH-CO (Aph)).

REFERENCES

1. Schally AV, Arimura A, Kastin AJ. Gonadotropin-
releasing hormone: one polypeptide regulates secretion
of luteinizing and follicle-stimulating hormones. Sci-
ence 1971; 173: 1036–1038.

2. Matsuo H, Bava Y, Nair RM. Structure of porcine LH-
and FSH-releasing hormone. I. The proposed amino
acid sequence. Biochem. Biophys. Res. Commun. 1971;
43: 1334–1339.

3. Kutscher B, Bernd M, Beckers T, Polymeropoulos EE,
Engel J. Chemistry and molecular biology in the
search of new LHRH antagonists. Angew. Chem. Int.
Ed. Engl. 1997; 36: 2148–2161.

Copyright  2002 European Peptide Society and John Wiley & Sons, Ltd. J. Peptide Sci. 8: 418–430 (2002)



CYCLIC PENTAPEPTIDE LHRH ANTAGONISTS 429

4. Gao X-M, Tang Y-C, Ye Y-H. Progress in the study of
luteinizing hormone-releasing hormone (LHRH). Proc.
Biochem. Biophys. 2000; 27: 500–504.

5. Bajusz S, Csernus VJ, Janaky T, Bokser L, Fekete M,
Schally AV. New antagonists of LHRH II. Inhibition and
potentiation of LHRH by closely related analogues. Int.
J. Pept. Protein Res. 1988; 32: 425–435.

6. Janeka A, Janecki T, Bowers C, Fotkers K. New, highly
active antagonists of LHRH with acylated lysine and
p-aminophenylalanine in position 5 and 6. Int. J. Pept.
Protein. Res. 1994; 44: 19–23.

7. Rivier JE, Jiang G, Porter J, Hoeger CA, Craig AG,
Corrigan A, Vale W, Rivier CL. Gonadotropin-releasing
hormone antagonists: novel members of the azaline B
family. J. Med. Chem. 1995; 38: 2649–2662.

8. Reddy DV, Jagannadh B. Studies on the structure
of some cyclic and linear antagonists of luteinizing
hormone-releasing hormone. Int. J. Pept. Protein. Res.
1995; 46: 9–17.

9. Nikiforovich GV, Marshall GR. Conformation–function
relationships in LHRH analogs II. Conformations of
LHRH peptide agonists and antagonists. Int. J. Pept.
Protein. Res. 1993; 42: 181–193.

10. Hocat SJ, Nekola MV, Coy DH. Effect of the CH2NH
and CH2NAc peptide bond isoteres on the antagonistic
and histamine releasing activities of a luteinizing
hormone-releasing hormone analogue. J. Med. Chem.
1988; 119: 1820–1824.

11. Veber DF, Freidinger RM. Cyclic hexapeptide LHRH
antagonists. European Patent EP 1 90 946 A2, 1986-
08-13.

12. Ehrlich A, Heyne HU, Winter R, Beyermann M, Haler
H, Carpino LA, Beinert M. Cyclization of all L-penta-
peptides by means of 1-hydroxy-7-azabenzotriazole-
derived uranium and phosphonium reagents. J. Org.
Chem. 1996; 61: 8831–8838.

13. Ehrlich A, Rothemund S, Brudel M. Synthesis of cyclic
peptides via efficient new coupling reagents. Tetrahe-
dron Lett. 1993; 34: 4781–4784.

14. Tang Y-C, Tian G-L, Ye Y-H. Progress of study on
synthesis of cyclic peptides. Chem. J. Chin. Univ. 2000;
21: 1056–1063.

15. Vogll D, Schmidt R, Hartung K, Demuth HU, Chung
NN, Schiller PW. Cyclic morphiceptin analogs: cycliza-
tion studies and opioid activities in vitro. Int. J. Peptide
Protein Res. 1996; 48: 495–502.

16. Mendre C, Pascal R, Calas B. Synthesis of endothe-
lin cyclic analogue using an original multidimen-
sional protection scheme. Tetrahedron Lett. 1994; 35:
5429–5432.

17. Schmidt R, Neubert K. Cyclization studies with tetra-
and pentapeptide sequences corresponding to β-
casomorphines. Int. J. Pept. Prot. Res. 1991; 37:
502–507.

18. Lagarias JC, Houghter RA, Rapoport H, Rapoport H.
Cyclopeptide alkaloids. Synthesis of the ring system
and its ion affinity. J. Am. Chem. Soc. 1978; 100:
8202–8209.

19. Iacquier R, Lazaro R, Raniriseheno H, Viallefont PH.
Synthesis of HC toxin and related cyclopeptide
containing the (L-Ala-D-Ala-L-Ada-D-Pro) sequence. Int.
J. Pept. Protein Res. 1987; 30: 22–32.

20. Schmidt U, Langner J. Cyclotetrapeptides and cyclo-
pentapeptides: occurrence and synthesis. J. Pept. Res.
1997; 49: 67–73.

21. Ji AX, Bodanszky M. Cyclization studies with a model
pentapeptide. Int. J. Pept. Protein Res. 1983; 22:
590–596.

22. Humphrey JM, Chamberlin AR. Chemical synthesis of
natural product peptide: coupling methods for the
incorporation of noncoded amino acids into peptides.
Chem. Rev. 1997; 97: 2243–2266.

23. Brady SF, Varga SL, Freidinger RM. Practical synthe-
sis of cyclic peptides with an example of dependence of
cyclization yield upon linear sequence. J. Org. Chem.
1979; 41: 3101.

24. Schiller PW, Nguyen TM, Miller J. Synthesis of side-
chain to side-chain cyclized peptide analogs on solid
supports. J. Int. J. Pept. Protein Res. 1985; 25:
171–177.

25. Plaue S. Synthesis of cyclic peptides on solid supports.
Int. J. Pept. Protein Res. 1990; 35: 510–517.

26. Felix AM, Wang CT, Heimer EP, Fournier A. Applica-
tion of BOP reagent in solid phase synthesis II: solid
phase side-chain to side-chain cyclization using BOP
reagent. Int. J. Pept. Protein Res. 1988; 31: 231–238.

27. Gobbo M, Biondi L, Cavaggion F, Filira F, Piek T, Man-
tel P, Rocchi R. Synthesis and biological activities of
head-to-tail cyclic bradykinin analogues of varying ring
size. J. Pept. Res. 1997; 50: 336–341.

28. Said-Nejad E, Felder ER, Mierke DF, Yamazaki T,
Schiller PW, Goodman M. 14-Membered cyclic opioid
related to dermorphine and their partially retro-inverso
modified analogues: synthesis and biological activity.
Int. J. Pept. Protein Res. 1992; 39: 145–160.

29. Deng J, Hamade Y, Shioiri TA. New synthesis of
cyclotheonamide B via guanidination of ornithine.
Tetrahedron Lett. 1996; 37: 2261–2264.

30. Ji J-G, Zhang D-Y, Ye Y-H, Xing Q-Y. Studies on the
reactions of HOBt, HOOBt, HOSu with dichloroalkane
solvents. Tetrahedron Lett. 1998; 39: 6515–6516.

31. Fan C-X, Hao X-L, Ye Y-H. A novel organophosphorus
compound as a coupling reagent for peptide synthesis.
Synth. Commun. 1996; 26: 1455.

32. Ye Y-H, Fan C-X, Zhang D-Y, Xie H-B, Hao X-L, Tian
G-L. Application of four novel organophosphorus
compounds as coupling reagents for synthesis of
bioactive peptide. Chem. J. Chin. Univ. 1997; 18:
1086–1092.

33. Li HT, Jiang XH, Ye Y-H, Fan C-X, Romoff T, Good-
man M. 3-(Diethoxyphosphoryl)-1,2,3-benzotriazin-
4(3H)-one (DEPBT): A new coupling reagent with
remarkable resistance to racemization. Org. Lett. 1999;
1: 91–93.

34. Tang Y-C, Gao X-M, Tian G-L, Ye Y-H. Synthesis of
cyclopentapeptides using an organo

Copyright  2002 European Peptide Society and John Wiley & Sons, Ltd. J. Peptide Sci. 8: 418–430 (2002)



430 GAO ET AL.

phosphorus reagent DEPBT. Chem. Lett. 2000; 6:
611–612.

35. Xie H-B, Tian G-L, Ye Y-H. Application of an
organophosphorus reagent DEPBT for synthesis of
cycloheptapeptide. Synth. Commun. 2000; 30: 4233.

36. Barlos K, Gatos D, Kapolos S, Poulos C, Schafer W,
Wenqing Y. Application of 2-chlorotrityl resin in solid
phase synthesis of (Leu15)-gastrin I and unsulfated
cholecystokinin octapeptide: selective O-deprotection
of tyrosine. Int. J. Peptide Protein Res. 1991; 38:
555–561.

37. Krambovities E, Hatzidakis G, Barlos K. Preparation of
MUC-1 oligomers using an improved convergent solid

phase peptide synthesis. J. Biol. Chem. 1998; 273:
10 874–10 879.

38. Athanassopoulos P, Barlos K, Gatos D, Hatzi O,
Tzavara C. Application of 2-chlorotrityl chloride resin
in convergent peptide synthesis. Tetrahedron Lett.
1995; 36: 5645–5648.

39. Barlos K, Gatos D, Hatzi O, Koch N, Koutsogianni S.
Synthesis of the very acid-sensitive Fmoc-Cys(Mmt)-
OH and its application in solid-phase peptide synthe-
sis. Int. J. Peptide Protein Res. 1996; 47: 148–153.

Copyright  2002 European Peptide Society and John Wiley & Sons, Ltd. J. Peptide Sci. 8: 418–430 (2002)


