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It has been proposed that the "message" sequence of dynorphin A (Dyn A) exists in an extended 
conformation in aqueous solution (Schiller, P. W. Int. J. Pept. Protein Res. 1983, 21, 307-312). 
Molecular modeling suggested that trans-4-aminocyclohexanecarboxylic acid (trans- ACCA) might 
function as a conf ormationally constrained replacement for Gly2-Gly3 of Dyn A in such an extended 
conformation. ACCA was synthesized by catalytic hydrogenation of p-aminobenzoic acid, and the 
cis and trans isomers were separated by fractional recrystallization. Analogues of Dyn A-(l-13)-
NH2 containing cis- and trans-ACCA were prepared by solid-phase peptide synthesis using the 
Fmoc chemical protocol. Results from radioligand binding assays indicated that the peptides have 
modest affinity for K opioid receptors (Ki's = 9.1 and 13.4 nM for [cis-ACCA2-3]- and 
[trans-ACCA2"3]Dyn A-(1-13)NH2, respectively) and modest K-receptor selectivity (Kt ratio (KI 
n/6) = 1/13/210 and 1/21/103, respectively), [cis-ACCA2"3]- and [trans-ACCA2"3]Dyn A-(l-13)-
NH2 are the first reported Dyn A analogues constrained in the "message" sequence that are selective 
for K receptors. The ct's-ACCA analogue showed very weak opioid activity (IC50 = 4.0 jtM) in the 
guinea pig ileum. 

Introduction and Rationale 

Dynorphin A (Dyn A), a 17-amino acid peptide, has 
been postulated to be an endogenous K opioid receptor 
ligand.1 Dyn A shares with other mammalian opioid 
peptides a common N-terminal tetrapeptide "message" 
sequence which is important for opioid activity, while 
containing a unique C-terminal "address" sequence which 
imparts selectivity for K opioid receptors.2 The shortened 
Dyn A-(l-13), with the sequence Tyr-Gly-Gly-Phe-Leu-
Arg-Arg-Ile-Arg-Pro-Lys-Leu-Lys, accounts for essentially 
all of the biological activity of Dyn A in the guinea pig 
ileum (GPI) assay.3 

Since Dyn A is a linear peptide, it can adopt a number 
of possible conformations in solution, with the confor­
mation dependent on the environment. In aqueous 
solution results from several spectral techniques, circular 
dichroism,45 IR spectroscopy,6,7 Raman spectroscopy,8 and 
NMR,7,9,10 are consistent with a random coil and/or 
extended /3-strand conformation for Dyn A-(l-13). Flu­
orescent energy transfer experiments with [Trp4]Dyn 
A-(l-13) in dilute aqueous solution suggested that the 
N-terminal portion of Dyn A is in an extended confor­
mation.11 On the planar surface of a neutral lipid 
membrane,6 or in the presence of sodium dodecyl sulfate,4 

however, Dyn A-(l-13) appears to adopt an a-helical 
structure. Binding to an anionic phospholipid9 or the 
addition of cerebroside sulfate5 does not induce the helical 
structure in the peptide. 

The question remains of whether a conformation 
observed in solution reflects the conformation Dyn A 
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adopts at opioid receptors. Preparing conformationally 
constrained derivatives is another way to examine the 
biologically active conformations of a peptide. The two 
reported analogues of Dyn A constrained in the "message" 
sequence, cyclo[D-Cys2,Cys5]Dyn A-(l-13)12 and cyclo-
[D-Orn2,Asp5]Dyn A-(l-8),13 show high potency in the GPI, 
but also exhibit high ^-receptor affinity. The other 
reported cyclic analogues of Dyn A, cyclized via either a 
lactam13 or a disulfide,14 are constrained in the C-terminal 
"address" portion of the peptide. 

Since the N-terminal "message" sequence appears to be 
important for the opioid activity of Dyn A, we incorporated 
conformational constraints into this region of the peptide. 
Tyr1 and Phe4 residues are important for opioid activity 
and potency,2 so conformational constraints involving Gly2 

and/or Gly3, which would affect the relative orientation 
of the aromatic rings at positions 1 and 4, were examined. 
Since several of the conformational studies described 
above, particularly Schiller's fluorescent energy transfer 
experiments,11 suggested an extended conformation for 
the N-terminus of Dyn A, a conformational constraint 
consistent with this proposed conformation was chosen 
for preparation. 

Results and Discussion 

Design Rationale and Synthesis. Molecular mod­
eling with the AMBER1516 program was used to examine 
possible conformational constraints for incorporation into 
positions 2 and 3 in Dyn A-(1-13)NH2. These studies 
suggested that trans-4-aminocyclohexanecarboxylic acid 
(trans-ACCA) might replace Gly^Gly3 in an extended 
conformation. The calculated nitrogen-carbonyl carbon 
distance was 5.70 A for trans-ACCA in the diequitorial 
conformation vs 6.12 A between the nitrogen of Gly2 and 
the carbonyl carbon of Gly3 when the peptide was in an 
extended conformation. The ACCA dipeptide replace­
ment is equivalent to constraining 4>2 and <fc while still 
allowing free rotation around fa and ^3. 

ACCA was synthesized by hydrogenation of p-ami­
nobenzoic acid with Pt02 as a catalyst17 (Scheme I), which 
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distance was 5.70 A for trans-ACCA in the diequitorial 
conformation vs 6.12 A between the nitrogen of Gly2 and 
the carbonyl carbon of Gly3 when the peptide was in an 
extended conformation. The ACCA dipeptide replace­
ment is equivalent to constraining î 2 and fa while still 
allowing free rotation around fa and <p3. 

Tyr-Gly-Gly-Phe-Leu-Arg-Arg-lle-Arg-R 

Dyn A-(1-13)NH2 

-Phe-Leu-Arg-Arg-lle-Arg-R 

[frans-ACCA23]Dyn A-(1-13)NH2 

R > -Pro-Lys-Leu-LysNH2 

ACCA was synthesized by hydrogenation of p-ami-
nobenzoic acid with Pt02 as a catalyst17 (Scheme I), which 
yielded a mixture of cis and trans isomers (approx ratio 
of 2.5/1 cis/trans). Separation by fractional recrystalli-
zation18 from EtOH yielded the cis isomer, which was pure 
by XH NMR. Subsequent recrystallization from EtOH/ 
ether yielded the trans isomer, but *H NMR indicated 
that the trans isomer contained from 10-15% up to 35% 
of the cis isomer, depending on the batch. Following 
fractional recrystallization, each isomer was converted 
separately to its Fmoc (9-fluorenylmethoxycarbonyl) de­
rivative. Fmoc protection of these branched amino acids 
proved to be difficult, and literature procedures19 had to 
be modified20 to obtain the desired product (see Exper­
imental Section). HPLC verified that Fmoc-cis-ACCA 
contained only the cis isomer. In the case of Fmoc-trans-
ACCA, the contaminating cis isomer (JR = 29.3 min) was 
not well resolved from the desired Fmoc-trans-ACCA (£R 
= 29.7 min) by HPLC, so this mixture was used in the 
synthesis of the trans-ACCA analogue of Dyn A-(l-13)-
NH2. 

Both the cis and trans isomers were incorporated 
separately into Dyn A-(1-13)NH2 (Scheme I). The 
peptides were prepared as amides because of the enhanced 
metabolic stability of Dyn A-(l-13) amide vs its corre­
sponding acid.21 The peptides were synthesized on a PAL 
resin22 using Fmoc-protected amino acids by procedures 
described previously.23 The peptides were deprotected 
and cleaved from the PAL resin using trifluoroacetic acid 
(TFA) and purified by preparative reverse-phase HPLC. 
The purification of [cis-ACCA2"3]Dyn A-(1-13)NH2 was 
straightforward, while the purification of the trans ana­
logue proved difficult due to the necessity of separating 
it from the contaminating cis analogue. This resulted in 
a very low yield of pure [trans-ACCA2"3]Dyn A-(l-13)-
NH2. 

Opioid Receptor Binding Affinities and Opioid 
Activity. The peptides were evaluated for opioid receptor 
affinity at K receptors by measuring the inhibition of 
binding of [3H]bremazocine to guinea pig cerebellar 
membranes, and for n and 6 receptor affinities in rat 
forebrain membranes using [3H]DAMGO ([D-Ala2,-
MePhe4,glyol]enkephalin) and [3H]DPDPE ([D-Pen2,D-
Pen5]enkephalin), respectively (Table I). 

Both [cis-ACCA2-3]- and [trans-ACCA2"3]Dyn A-(l-
13)NH2 bound to K opioid receptors with modest affinity 
(Ki = 9-13 nM), with the cis-ACCA analogue exhibiting 
slightly greater affinity than the trans isomer. The affinity 
of these analogues for K receptors is Veo to V90 that of the 

Scheme I 
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parent peptide Dyn A-(1-13)NH2. Introduction of either 
isomer of ACCA into Dyn A-(1-13)NH2 causes an even 
larger decrease in affinity for M receptors, resulting in Ki's 
greater than 100 nM. Therefore, both of these analogues 
are K selective, with [trans-ACCA2"3]Dyn A-(1-13)NH2 
showing slightly better K selectivity (K/H ratio = 1/21) than 
[cis-ACCA2"3]Dyn A-(1-13)NH2 (K/H ratio = 1/13). Both 
of these peptides had very little affinity for S receptors 
(tfi's > 1000 nM). 

Both the cis- and trans-ACCA Dyn A analogues show 
binding affinity similar to the Dyn A-(1-13)NH2 analogues 
containing an L-amino acid at position 2 reported by Story 
et al.,24 all of which had Ki's in the 2-20 nM range. The 
ACCA-substituted peptides, however, have better K vs M 
selectivity than any of these 2-substituted dynorphin 
analogues. [Aib2]Dyn A-(l-13),26 which incorporates an 
a,a-disubstituted amino acid into position 2 similar to the 
disubstitution a to the amine of ACCA, surprisingly has 
lower affinity for K receptors (Klk = 50 nM). [Aib2]Dyn 
A-(l-13) has 10-30-fold higher affinity for M receptors (Kir 
= 10 nM) than [cis- and [trans-ACCA23]Dyn A-(l-13)-
NH2; thus, the Aib2-substituted peptide is n selective while 
the ACCA-substituted peptides are K selective. 

[cis-ACCA^Dyn A-(1-13)NH2 was evaluated for opi­
oid activity in the guinea pig ileum (GPI) assay. Its potency 
(IC50 = 4.09 iM, 95% confidence = 2.88-5.80 nM) was 
much lower than the parent Dyn A-(1-13)NH2 (IC50 = 
0.24 nM, 95% confidence = 0.21-0.29 nM), but this 
analogue exhibited a full dose-response curve and naloxone 
antagonized its effects (data now shown). The low GPI 
activity of [cis-ACCA2"3]Dyn A-(1-13)NH2 parallels the 
results obtained for the analogues containing L-amino acids 
in position 2.24 There was insufficient trans compound to 
allow for its testing in the GPI. 

Conclusions 
[cis- and trans-ACCA2"3]Dyn A-(1-13)NH2 are the first 

reported Dyn A analogues conformationally constrained 
in the "message" sequence that are selective for K opioid 
receptors. The cis- and trans-ACCA2"3-substituted pep-
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Table I. Opioid Receptor Binding Affinities of Dyn A-(M3)NH2 and [ACCAJDyn A-(1-13)NH2 Analogues 

analogue 

DynA-(l-13)NH2 
[cis-ACCA2"3]Dyn A-(1-13)NH2 
[trans-ACCA2-3]Dyn A-(1-13)NH2 

[3H]bremazocine M 

0.146 ± 0.004 
9.10 ± 0.92 

13.4 ± 0.6 

Ki (nM) 

[3H]DAMGO (/i) 

0.194 ± 0.002 
117 ±2 
275 ±2 

[3H]DPDPE (5) 

3.88 ± 0.09 
1910 ± 65 
1370 ± 53 

ratio K/II/S" 

1/1.3/27 
1/13/210 
1/21/103 

"Ratio of KJKiJK,,. 

and selectivity between the K-selective [cis-ACCA2-3]- and 
[irans-ACCA^Dyn A-(1-13)NH2 and the ̂ -selective Dyn 
A analogue [Aib2]Dyn A-(l-13)25 could be due to differ­
ences in conformation, the larger size of ACCA vs Aib, or 
the substitution at the position corresponding to the Ca 

of Gly3 in the ACCA-substituted peptides. 
The good discrimination of K VS H receptors exhibited 

by the cis- and trans-ACCA derivatives of Dyn A-(l-13)-
NH2 is encouraging and suggests that further modification 
at positions 2 and/or 3 might lead to Dyn A analogues 
with higher x receptor affinity and opioid potency. 

Experimental Section 
Materials. The reagents and instrumentation used were those 

described previously.23 Elemental analysis was performed by 
MWH Laboratories, Phoenix, AZ. NMR spectroscopy was done 
on a 400-MHz Bruker NMR in the Department of Chemistry at 
Oregon State University. 

Hydrogenation of p-Aminobenzoic Acid to ACCA.17 p-
Aminobenzoic acid (Aldrich, 1.056 g, 7.71 mmol) in 30% EtOH 
(100 mL) was hydrogenated under 50 psi of H2, with Pt02 (278 
mg) as a catalyst, at room temperature overnight. This was 
repeated six times and the solutions combined. After removing 
the platinum by filtration, the filtrate was concentrated in vacuo 
until crystals appeared. The crystals were dissolved in H20 and 
boiled, and the solution was treated with charcoal. ACCA was 
precipitated by the addition of 55 mL of EtOH/ether (10/1), 
followed by additional ether until no more crystals appeared. 
This yielded 4.916 g (70.7%) of ACCA as a mixture of cis and 
trans isomers; TLC: Rf (Cis, reverse phase, MeOH/H20,60/40) 
0.33. 

Separation of Cis and Trans Isomers of ACCA.18 The 
crystals were dissolved in water, and EtOH was added to 
crystallize cis- ACCA. The crystals were collected, and the process 
was repeated three times to obtain additional cis isomer. The 
remaining filtrate was concentrated and 55 mL of EtOH/ether 
(10/1) added to crystallize the trans-ACCA. The crystals were 
collected, and the process was repeated three times with the 
addition of excess ether. The isomers were then recrystallized 
from H20/EtOH (cis) or H20/EtOH/ether (trans) to yield 3.125 
g (44.9%) of cis-ACCA and 1.259 g (18.1 %) of trans-ACCA. Data 
for cis-ACCA follow. Mp: 258-264 °C. FAB-MS: m/z 144 (M 
+ 1). •H NMR (d-TFA): « 1.76-2.34 (m, 8 H, -CH2CH2-), 2.85 
(m, 1 H, CHC02H), 3.53 (m, 1 H, CHNH2). Anal. 
(C7H13NO2-0.4H2O): C, H, N. HCl salt mp: 207-208 °C (lit. 
mp:18 217 °C). Data for trans-ACCA Mow. Mp: 262-267 °C. 
FAB-MS: m/z 144 (M + 1). •H NMR (d-TFA): S 1.60-1.70 (m, 
4 H, -CH2-), 2.33 (m, 4 H, -CH2-), 2.52 (m, 1H, CHC02H), 3.46 
(m, 1 H, CHNH2). Anal. (C,H13NO2-0.4H2O): C, H, N. HCl 
salt mp: 272-273 °C (lit. mp:18 273 °C). 

Fmoc-cj's- and Fmoc-trans-ACCA.20 cis-ACCA (393 mg, 2.73 
mmol) and NaOH (109 mg, 2.73 mmol) were dissolved in H20 
(1.97 mL). A suspension of Fmoc-ON-Su (Bachem, 737 mg, 2.18 
mmol) in THF (1.97 mL) was added to the ACCA solution, 
followed by additional H20 and THF (1.97 mL of each). After 
5 min NaHC03 (229 mg, 2.73 mmol) and THF (1.97 mL) were 
added; all reactants went into solution after 25 min. The reaction 
was stirred until TLC (CHCl3/MeOH/AcOH, 89/10/1) indicated 
that all of the Fmoc-ON-Su had reacted (overnight). The solution 
was then acidified with excess 1.5 N HCl and the product, which 
precipitated out, dissolved in EtOAc. The HCl layer was extracted 
with additional EtOAc. The combined EtOAc extracts were then 
washed with 1.5 N HCl (2X), H20 (2X), and saturated NaCl and 
dried over anhydrous MgS04 or Na2S04. The solvent was 

evaporated in vacuo to give a thick oil. Dissolution in EtOAc, 
precipitation with hexane, and evaporation of solvent yielded 
737 mg (92.6%) of Fmoc-cis-ACCA as a glassy solid. Mp: 128-
130 °C. FAB-MS: m/z 366 (M + 1). HPLC26 (0 to 75% B over 
50 min, 1.5 mL/min): tR = 29.3 min. >H NMR (d6-DMSO): « 
1.40-1.58 (m, 6 H, -CH2CH2-), 1.85 (m, 2 H, -CH2-), 2.38 (br s, 
1 H, CHC02H), 3.41 (m, 1 H, -CHNH-), 4.22 (m, 3 H, Fmoc 
-CHCH20-), 7.29 (d, 1 H, -NH-), 7.31 (t, 2 H, Ar), 7.40 (t, 2 H, 
Ar), 7.69 (d, 2 H, Ar), 7.87 (d, 2 H, AT). Anal. (C22H23N04): C, 
H, N. 

Protection of the trans isomer (429 mg, 3 mmol) as described 
for cis-ACCA yielded 760 mg (86.7%) of Fmoc-trans-ACCA. 
FAB-MS: m/z 366 (M + 1). HPLC26 (0 to 75% B over 50 min, 
1.5 mL/min): tR = 29.7 min (Fmoc-trans-ACCA, 66%), tR • 29.3 
min (Fmoc-cis-ACCA, 33%). Data for an analytical sample 
recrystallized from THF/H20 follow. Mp: 220-227 °C. 'HNMR 
(d6-DMSO): 61.19-1.35 (m, 4 H, -CH2CH2-), 1.85-1.94 (m, 4 H, 
-CH2CH2-), 2.08 (br t, 1 H, CHC02H), 3.18 (m, 1 H, -CHNH-), 
4.20 (m, 1H, Fmoc -CtfCH20-), 4.26 (m, 2 H, Fmoc-CHCH20-), 
7.22 (d, 1 H, -NH-), 7.32 (t, 2 H, Ar), 7.40 (t, 2 H, Ar), 7.67 (d, 
2 H, Ar), 7.87 (d, 2 H, Ar). Anal. (C22H23N04): C, H, N. 

Peptide Synthesis Using Fmoc-Protected Amino Acids. 
Both peptides were synthesized, cleaved from the resin, and 
purified by procedures described previously.23 Before removing 
the Fmoc group from ACCA, the entire coupling sequence for 
that amino acid was repeated to ensure complete coupling. 
Following cleavage from the resin the peptides were purified by 
preparative reverse-phase HPLC27 (0 to 50% B over 75 min, 20 
mL/min for the cis analogue, and 15 to 45% B over 60 min, 20 
mL/min for the trans analogue). Data for [cis-ACCA2*3]Dyn 
A-(1-13)NH2 follow. Yield: 30mg(24%). FAB-MS: m/z 1614 
(M + 1). HPLC26 (0 to 75% B over 50 min, 1.5 mL/min): tR = 
19.5 min. Amino acid analysis: Tyr (1) 0.93, Phe (1) 0.99, Leu 
(2) 2.02, Arg (3) 3.15, He (1) 0.97, Pro (1) 0.97, Lys (2) 2.01. Data 
for [trans-ACCA2-3]Dyn A-(1-13)NH2 follow. Yield: 4.4 mg 
(3.3%). FAB-MS: m/z 1614 (M + 1). HPLC26 (15 to 35% B 
over 40 min, 1.5 mL/min): tR = 14.4 min. Amino acid analysis: 
Tyr (1) 0.79, Phe (1) 1.05, Leu (2) 2.02, Arg (3) 3.12, lie (1) 0.99, 
Pro (1) 1.02, Lys (2) 2.02. 

Binding and Guinea Pig Ileum Assays. Guinea pig 
cerebellar membranes and rat forebrain membranes were pre­
pared and binding assays performed as previously described,24 

except that 100 nM DAMGO was included in the incubation 
mixtures of [3H]bremazocine with guinea pig cerebellar mem­
branes (K binding assays). Guinea pig ileum assays were 
performed as previously described.24 In experiments involving 
naloxone, the antagonist was added to the tissue bath 10 min 
prior to determination of the agonist dose-response curve. 

Acknowledgment. This research was supported by a 
grant from the National Institute on Drug Abuse (R01 
DA05195). We would like to acknowledge the technical 
assistance of Valerie Caldwell for binding assays and 
Martin Knittle for guinea pig ileum assays. We would 
also like to thank Dwight Weller for use of the VAX 
workstation and AMBER software and for his assistance 
in learning and using AMBER. 

References 
(1) Chavkin, C; James, I. F.; Goldstein, A. Dynorphin Is a Specific 

Endogenous Ligand of the « Opioid Receptor. Science 1982,215, 
413-415. 

(2) Chavkin, C; Goldstein, A. Specific Receptor for the Opioid Peptide 
Dynorphin: Structure-Activity Relationships. Proc. Natl. Acad. 
Sci. U.S.A. 1981, 78, 6543-6547. 



Journal of Medicinal Chemistry, 1993, Vol. 36, No. 8 1103 

(3) Goldstein, A.; Tachibana, S.; Lowney, L. I.; Hunkapiller, M.; Hood, 
L. Dynorphin-(l-13), an Extraordinarily Potent Opioid Peptide. 
Proc. Natl. Acad. Sci. U.S.A. 1979, 76, 6666-6670. 

(4) Maroun, R.; Mattice, W. L. Solution Conformations of the Pituitary 
Opioid Peptide Dynorphin-(l-13). Biochem. Biophys. Res. Com-
mun. 1981, 703, 442-446. 

(5) Wu, C-S. C; Lee, N. M,; Loh, H. H.; Yang, J. T. Competitive Binding 
of Dynorphin-(l-13) and ^-Endorphin to Cerebroside Sulfate in 
Solution. J. Biol. Chem. 1986, 261, 3687-3691. 

(6) Erne, D.; Sargent, D. F.; Schwyzer, R. Preferred Conformation, 
Orientation, and Accumulation of Dynorphin A-(l-13)-tridecapep-
tide on the Surface of Neutral Lipid Membranes. Biochemistry 
1985, 24, 4261-4263. 

(7) Renugopalakrishnan, V.; Rapaka, R. S.; Huang, S.-G.; Moore, S.; 
Hutson, T. B. Dynorphin A (1-13) Peptide NH Groups are Solvent 
Exposed; FT-IR and 500 MHz 'H NMR Spectroscopic Evidence. 
Biochem. Biophys. Res. Commun. 1988,151, 1220-1225. 

(8) Rapaka, R. S.; Renugopalakrishnan, V.; Collette, T. W.; Dobbs, J. 
C; Carreira, L. A.; Bhatnagar, R. S. Conformational Features of 
Dynorphin A-d-13). Laser Raman Spectroscopic Studies. Int. J. 
Pept. Protein Res. 1987, 30, 284-287. 

(9) Lancaster, C. R. D.; Mishra, P. K.; Hughes, D. W.; St.-Pierre, S. 
A.; Bothner-By, A. A.; Epand, R. M. Mimicking the Membrane-
Mediated Conformation of Dynorphin A-(1-13)-Peptide: Circular 
Dichroism and Nuclear Magnetic Resonance Studies in Methanolic 
Solution. Biochemistry 1991, 30, 4715-4726. 

(10) Zhou, N.; Gibbons, W. A. A 'H Nuclear Magnetic Resonance Study 
of the Opioid Peptide Dynorphin-(l-13) in Aqueous Solution. J. 
Chem. Soc. Perkin Trans. 2 1986, 637-644. 

(11) Schiller, P. W. Fluorescence Study on the Solution Conformation 
of Dynorphin in Comparison to Enkephalin. Int. J. Pept. Protein 
Res. 1983, 21, 307-312. 

(12) Schiller, P. W.; Eggimann, B.; Nguyen, T. M.-D. Comparative 
Structure-Function Studies with Analogs of Dynorphin-( 1-13) and 
[Leus]Enkephalin. Life Sci. 1982, 31,1777-1780. 

(13) Schiller, P. W.; Nguyen, T. M.-D.; Lemieux, C. Synthesis and Opioid 
Activity Profiles of Cyclic Dynorphin Analogs. Tetrahedron 1988, 
44 733-743. 

(14) Kawasaki, A. M.; Knapp, R. J.; Kramer, T. H.; Wire, W. S.; Vasquez, 
O. S.; Yamamura, H. I.; Burks, T. F.; Hruby, V. J. Design and 
Synthesis of Highly Potent and Selective Cyclic Dynorphin A 
Analogues. J. Med. Chem. 1990, 33, 1874-1879. 

(15) Weiner, P. K.j Kollman, P. A. AMBER: Assisted Model Building 
with Energy Refinement. A General Program for Modeling 
Molecules and Their Interactions. </. Comput. Chem. 1981,2,287-
303. 

(16) Weiner, S. J.; Kollman, P. A.; Nguyen, D. T.; Case, D. A. An All 
Atom Force Field for Simulations of Proteins and Nucleic Acids. 
J. Comput. Chem. 1986, 7, 230-252. 

(17) Skaric, V.; Kovacevic, M.; Skaric, D. Synthesis of Peptides 
Containing cis- or trans-Z- or 4-Aminocyclohexanecarboxylic Acid 
Residues. J. Chem. Soc. Perkin Trans. 1 1976, 1199-1201. 

(18) Ferber, E.; Bruckner, H. Uber das Isochinuclidin. Chem. Ber. 1943, 
76,1019-1027. 

(19) Milton, R. C. deL.jJecker, E.; Milton, S. C. F.; Baxter, J. E. J.; 
Elsworth, J. F. Improved Purities for Fmoc-amino Acids from Fmoc-
ONSu. Int. J. Pept. Protein Res. 1987, 30, 431-432. 

(20) Anderson, H., Synthetech, Inc., Albany, OR, personal communi­
cation, 1991. 

(21) Leslie, F. M.; Goldstein, A. Degradation of Dynorphin-(l-13) by 
Membrane-Bound Rat Brain Enzymes. Neuropeptides 1982, 2, 
185-196. 

(22) Albericio, F.; Barany, G. An Acid-Labile Anchoring Linkage for 
Solid-Phase Synthesis of C-Terminal Peptide Amides Under Mild 
Conditions. Int. J. Pept. Protein Res. 1987, 30, 206-216. 

(23) Snyder, K. R.; Story, S. C; Heidt, M. E.; Murray, T. F.; DeLander, 
G. E.; Aldrich, J. V. Effect of Modification of the Basic Residues 
of Dynorphin A-(l-13) Amide on x Opioid Receptor Selectivity 
and Opioid Activity. J. Med. Chem. 1992, 35, 4330-4333. 

(24) Story, S. C; Murray, T. F.; DeLander, G. E.; Aldrich, J. V. Synthesis 
and Opioid Activity of 2-Substituted Dynorphin A-(l-13) Amide 
Analogues. Int. J. Pept. Protein Res. 1992, 40, 89-96. 

(25) Lemaire, S.; Parent, P.; Lapierre, C; Michelot, R. N,N-Diallylated 
Analogs of Dynorphin A-(l-13) as Potent Antagonists for the 
Endogenous Peptide and Selective K Opioid Analgesics. In The 
International Narcotics Research Conference (INRC)'89, Progress 
in Clinical and Biological Research; Quirion, R., Jhamandas, K., 
Gianoulakis, C, Eds.; Alan R. Liss, Inc.: New York, 1990; Vol. 328, 
pp 45-48. 

(26) Vydac 214TP54 column, solvent A = 0.1% TFA in H20, solvent 
B = 0.1% TFA in AcCN. 

(27) Protein Plus preparative column, solvents A and B are as above. 


