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MULTI-DOMAIN AMPHIPATHIC HELICAL 
PEPTIDES AND METHODS OF THEIR USE 

CROSS REFERENCE TO RELATED 
APPLICATIONS 

This is a divisional of co-pending US. patent application 
Ser. No. 12/766,761, ?led Apr. 23, 2010; which is a continu 
ation application of US. application Ser. No. 12/497,443, 
?led Jul. 2, 2009, issued on Dec. 6, 2011 as US. Pat. No. 
8,071,746; whichis the divisional of US. application Ser. No. 
11/577,259, ?ledApr. 13, 2007, issuedas US. Pat. No. 7,572, 
771 on Aug. 11, 2009; which is the US. National Stage of 
International Application No. PCT/US2005/036933, ?led 
Oct. 14, 2005, which was published in English under PCT 
Article 21(2), and which claims the bene?t of US. Provi 
sional Application No. 60/619,392, ?led Oct. 15, 2004. The 
entire disclosures of the prior applications are considered to 
be part of the disclosure of this application and are incorpo 
rated herein by reference. 

FIELD 

This disclosure relates to peptides or peptide analogs with 
multiple amphipathic (x-helical domains that promote lipid 
ef?ux from cells via an ABCA1-dependent pathway. The 
disclosure further relates to methods for characterizing multi 
domain amphipathic (x-helical peptides that promote lipid 
ef?ux from cells. Multi-domain amphipathic (x-helical pep 
tides that promote lipid ef?ux from cells via an ABCA1 
dependent pathway are useful in the treatment and prevention 
of dyslipidemic and vascular disorders. 

BACKGROUND 

Clearance of excess cholesterol from cells by high density 
lipoproteins (HDL) is facilitated by the interaction of HDL 
apolipoprotein with cell-surface binding sites or receptors 
(Mendez et al., J. Clin. Invest. 94:1698-1705, 1994), such as 
ABCA1 (Oram and Yokoyama, J. Lipid Res. 37:2473-2491, 
1996). ABCA1 is a member of the ATP binding cassette 
transporter family (Dean and Chimini, J. Lipid Res. 42: 1007 
1017, 2001) and is expressed by many cell types (Langmann 
et al., Biochem. Biophys. Res. Commun. 257:29-33, 1999). 
Mutations in the ABCA1 transporter lead to Tangier disease, 
which is characterized by the accumulation of excess cellular 
cholesterol, low levels of HDL and an increased risk for 
cardiovascular disease (Rust et al., Nat. Genet. 22:352-355, 
1999; Bodzioch et al., Nat. Genet. 22:347-351, 1999; Brooks 
Wilson et al., Nat. Genet. 22:336-345, 1999; Remaley et al., 
Proc. NatlAcad. Sci. USA 96:12685-12690, 1999; and Lawn 
et al., J. Clin. Invest. 104:R25-R31, 1999). Fibroblasts from 
Tangier disease patients are defective in the initial step of 
cholesterol and phospholipid ef?ux to extracellular apolipo 
proteins (Francis et al., J. Clin. Invest. 96:78-87, 1995 and 
Remaley et al., Arterioscler. Thromb. Vasc. Biol. 17:1813 
1821, 1997). 

Research has demonstrated an inverse correlation between 
the occurrence of atherosclerosis events and levels of HDL 
and its most abundant protein constituent, apolipoprotein A-I 
(apoA-I) (Panagotopulos et al., J. Biol. Chem. 277:39477 
39484, 2002). ApoA-I has been shown to promote lipid e?lux 
from ABCA1-transfected cells (Wang et al., J. Biol. Chem. 
275:33053-33058, 2000; Hamon et al., Nat. CellBiol. 2:399 
406, 2000; and Remaley et al., Biochem. Biophys. Res. Com 
mun. 280:818-823, 2001). However, the nature of the inter 
action between apoA-I and ABCA1 is not fully understood. 
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2 
Several other exchangeable-type apolipoproteins have also 
been shown to ef?ux lipid from ABCA1-transfected cells 
(Remaley et al., Biochem. Biophys. Res. Commun. 280:818 
823, 2001). Although the exchangeable-type apolipoproteins 
do not share a similar primary amino acid sequence, they all 
contain amphipathic helices, a structural motif known to 
facilitate the interaction of proteins with lipids (Segrest et al., 
J. LipidRes. 33: 141-166, 1992 andAnantharamaiah et al., J. 
Biol. Chem. 260:10248-10255, 1985). Animal experiments 
have shown that intravenous injections of apoA-I or its vari 
ant, apoA-I Milano (which has a cysteine substitution at posi 
tion 173 for arginine), produced signi?cant regression of 
atherosclerosis (Rubin et al., Nature 353:265-267, 1991 and 
Nissen et al., JAMA 290:2292-2300, 2003). These results 
make apoA-1, or derivatives thereof, attractive as potential 
therapeutic compounds in the treatment and prevention of 
atherosclerosis. 

Short synthetic peptide mimics of apolipoproteins have 
been used as a model for studying physical and biological 
properties of apolipoproteins (see, e.g., Fukushima et al., J. 
Am. Chem. Soc. 101 :3703-3704, 1980; Kanellis et al., J. Biol. 
Chem. 255:11464-11472, 1980; and US. Pat. Nos. 4,643, 
988, and 6,376,464). These include, for instance, single heli 
ces taken from native apolipoproteins, synthetic amphipathic 
alpha helices (Kanellis et al., J. Biol. Chem. 255:11464 
11472, 1980), and derivatives thereof. Examples of short 
synthetic amphipathic helical peptides have been shown to 
promote lipid e?lux and inhibit atherosclerosis (Garber et al, 
J. Lipid Res. 42:545-552, 2001; Navab et al., Circulation 
105:290-292, 2002; and US. Pat. No. 6,156,727). However, 
while some of these peptides exhibit bene?cial effects in 
preventing atherosclerosis, they are also potentially cytotoxic 
(Remaley et al., J. LipidRes. 44: 828-836, 2003). It is believed 
that the cytotoxicity is caused by non-speci?c, ABCA1-inde 
pendent lipid ef?ux from cells (Remaley et al., J. Lipid Res. 
44:828-836, 2003). Therefore, there exists a need for non 
cytotoxic synthetic peptide mimics of apolipoproteins that 
promote speci?c lipid e?lux from cells by anABCAl -depen 
dent pathway for use in the treatment and prevention of car 
diovascular diseases, such as atherosclerosis. 

SUMMARY OF THE DISCLOSURE 

Isolated peptides and peptide analogs including peptides 
with multiple amphipathic (x-helical domains that promote 
lipid ef?ux from cells via an ABCA1-dependent pathway 
have been identi?ed and are described herein. In various 
embodiments, a ?rst amphipathic (x-helical domain exhibits 
higher lipid af?nity relative to a second amphipathic (x-helical 
domain in the same peptide. In one example, the multi-do 
main peptide includes two amphipathic (x-helical domains 
and the peptide comprises an amino acid sequence as set forth 
in any one of SEQ ID NOs: 3-45. 

Also described herein is a method of treating dyslipidemic 
and vascular disorders in a subject, including administering to 
the subject a therapeutically effective amount of the isolated 
multi-domain peptides or peptide analogs. Dyslipidemic and 
vascular disorders amenable to treatment with the isolated 
multi-domain peptides disclosed herein include, but are not 
limited to, hyperlipidemia, hyperlipoproteinemia, hypercho 
lesterolemia, hypertriglyceridemia, HDL de?ciency, apoA-I 
de?ciency, coronary artery disease, atherosclerosis, throm 
botic stroke, peripheral vascular disease, restenosis, acute 
coronary syndrome, reperfusion myocardial injury, vasculi 
tis, in?ammation, or combinations of two or more thereof. 
A method for identifying substantially non-cytotoxic pep 

tides that promotes ABCA1-dependent lipid ef?ux from cells 
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is also described, in which one of more cytotoxicity tests are 
performed with the peptide; and one or more lipid e?Tux tests 
are performed on ABCA1-expressing and non-ABCA1-ex 
pressing cells, thereby identifying one or more substantially 
non-cytotoxic peptides that promote ABCA1-dependent lipid 
e?Tux from cells. Example peptides for use in such methods 
include peptides that contain two or more amphipathic (x-he 
lical domains. 

The foregoing and other features and advantages will 
become more apparent from the following detailed descrip 
tion of several embodiments, which proceeds with reference 
to the accompanying ?gures. 

BRIEF DESCRIPTION OF THE FIGURES 

FIGS. 1A-1F are a set of graphs illustrating lipid e?Tux by 
ABCA1 transfected cells and control cells treated with vari 
ous peptides. ABCA1 transfected cells (closed circle) and 
control cells (open circle) were grown in alpha-MEM media 
with 10% FCS and were examined for their ability to e?Tux 
cholesterol (FIGS. 1A, 1C and 1E) and phospholipid (FIGS. 
1B, 1D and IF) over 18 hours to apoA-I (FIGS. 1A and 1B), 
L-37pA (FIGS. 1C and 1D), and D-37pA (FIGS. 1E and IF). 
Results are expressed as the mean of triplicatesil SD. 

FIGS. 2A-2B are a pair of graphs illustrating the time 
course for lipid e?Tux by ABCA1 transfected cells and control 
cells treated with apoA-I and L-37pA. Cholesterol e?Tux 
from either ABCA1 transfected cells (FIG. 2A) or control 
cells (FIG. 2B) treated with 10 ug/ml apoA-I (square), 10 
ug/ml L-37pA peptide (triangle), and blank media (circle) 
(a-MEM plus 1 mg/ml BSA) was determined at the time 
points indicated on the x axis. Results are expressed as the 
mean of triplicatesil SD. 

FIG. 3 is a graph illustrating solubilization of DMPC 
vesicles by synthetic peptides. The indicated peptides 
(L-37pA (L), D-37pA (D), L2D-37pA (L2D), L3D-37pA 
(L3D), and apoA-I (A)) at a ?nal concentration of 0.4 mg/ml 
were incubated with DMPC vesicles (2 mg/ml) for 2 hours 
and the decrease in turbidity (indicative of vesicle lysis) was 
monitored at an absorbance of 350 nm. Results are expressed 
as the mean of triplicatesil SD. 

FIGS. 4A-4B are a pair of graphs illustrating lipid e?Tux by 
ABCA1 transfected cells and control cells treated with mixed 
L- and D-amino acid 37pA peptides. ABCA1 transfected 
cells (closed symbols) and control cells (open symbols) were 
examined for their ability to ef?ux cholesterol (FIG. 4A) and 
phospholipid (FIG. 4B) over an 18 hour period when treated 
with 10 ug/ml L2D-37pA (closed circle, open circle) and 10 
ug/ml L3D-37pA (closed square, open square). Results are 
expressed as the mean of triplicatesil SD. 

FIG. 5 is a graph illustrating ABCA1 -independent ef?ux of 
cholesterol from Tangier disease ?broblasts. Normal skin 
?broblasts (open bars) and Tangier disease skin ?broblasts 
(solid bars) were examined for their ability to e?Tux choles 
terol over an 18 hour period when treated with 10 ug/ml 
apoA-I (A), 10 ug/ml L-37pA (L), and 10 ug/ml D-37pA (D). 
Results are expressed as the mean of triplicatesil SD. 

FIGS. 6A-6B are a pair of graphs illustrating the effect of 
cell ?xation on cholesterol e?Tux from ABCA1 transfected 
cells and control cells. ABCA1 transfected cells (FIG. 6A) 
and control cells (FIG. 6B) were examined for their ability to 
e?Tux cholesterol when treated with apoA-I (A), L-37pA (L), 
D-37pA (D), and (0.02%) taurodeoxycholate (T) before 
(open bars) and after (solid bars) ?xation with 3% paraform 
aldehyde. Synthetic peptides and apoA-I were used at a con 
centration of 10 ug/ml, and cholesterol e?Tux was measured 
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4 
after 18 hours. E?Tux due to taurodeoxycholate treatment was 
measured after 1 hour. Results are expressed as the mean of 
triplicatesil SD. 

FIGS. 7A-7B are a pair of graphs illustrating the competi 
tive binding of L-37pA peptide to ABCA1 transfected cells 
and control cells. ABCA1 cells (FIG. 7A) and control cells 
(FIG. 7B) were incubated for 3 hours at 4° C. with the indi 
cated concentration of the competitor proteins [L-37pA (tri 
angle), D-37pA (open square), apoA-I (closed circle), L2D 
37pA (star), and L3D-37pA (open circle)] and were then 
washed and incubated for 1 hour at 4° C. with 1 ug/ml of 
radiolabled L-37pA peptide. Results are expressed as the 
mean of triplicatesil SD. 

FIG. 8 is a graph plotting the calculated hydrophobic 
moment of the 37pA peptide and derivative peptides (1A, 2A, 
3A, 4A, 5A, and 10A) with their retention time on a reverse 
phase HPLC. Approximately 1 mg of each of the peptides was 
injected on a C-18 reverse phase HPLC column and eluted 
with 25-85% gradient of acetonitrile containing 0.1% TFA. 

FIG. 9 is a graph illustrating red blood cell lysis by the 
37pA peptide and derivative peptides (1A, 2A, 3A, 4A, 5A, 
and 10A). Red blood cells were incubated with the indicated 
concentration of the peptides for 1 hour at 37° C. Results are 
expressed as the mean of triplicatesil SD. 

FIGS. 10A-10F are a set of graphs illustrating cholesterol 
e?Tux by ABCA1 transfected cells and control cells when 
treated with the 37pA peptide and derivative peptides (37pA, 
FIG. 10A; 1A, FIG. 10B; 2A, FIG. 10C; 3A, FIG. 10D; 4A, 
FIG. 10E; and 5A, FIG. 10F). ABCA1 transfected cells (grey 
squares) and control cells (solid triangles) were examined for 
their ability to ef?ux cholesterol over an 18 hour period when 
treated with the indicated concentration of peptide. ABCA1 
speci?c e?Tux was calculated by subtracting the cholesterol 
e?Tux results from the ABCA1 transfected cells from the 
control cells (open diamonds). Results are expressed as the 
mean of triplicatesil SD. 

SEQUENCE LISTING 

The nucleic and amino acid sequences listed in the accom 
panying sequence listing are shown using standard letter 
abbreviations for nucleotide bases, and three letter code for 
amino acids, as de?ned in 37 C.F.R. 1.822. Only one strand of 
each nucleic acid sequence is shown, but the complementary 
strand is understood as included by any reference to the 
displayed strand. The Sequence Listing is submitted as an 
ASCII text ?le named sequences.txt, created on Feb. 26, 
2012, ~28 KB, which is incorporated by reference herein. In 
the accompanying sequence listing: 
SEQ ID NO: 1 shows the amino acid sequence of the 37pA 

peptide. 
SEQ ID NO: 2 shows the amino acid sequence of the 

gamma crystalline peptide. 
SEQ ID NOs: 3-45 show the amino acid sequences of a 

series of peptides with apoA-I-like activity; these are also 
discussed in Table 1. 
SEQ ID NOs: 46-49 show the amino acid sequences of 

several cell recognition sequences. 
SEQ ID NOs: 50-53 show the amino acid sequences of 

several cell internalization sequences. 
SEQ ID NO: 54 shows the amino acid sequence of a neutral 

cholesterol esterase activation sequence. 
SEQ ID NO: 55 shows the amino acid sequence of an 

ACAT inhibition sequence. 
SEQ ID NOs: 56 and 57 show the amino acid sequences of 

a pair of LDL receptor sequences. 
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SEQ ID NOs: 58-60 show the amino acid sequences of 
several anti-oxidant sequences. 
SEQ ID NOs: 61 and 62 show the amino acid sequences of 

a pair of metal chelation sequences. 

DETAILED DESCRIPTION 

I. Abbreviations 

ABCA1: ATP-binding cassette transporter A1 
apoA-I: apolipoprotein A-I 
DMPC: dimyristoyl phosphatidyl choline 
HDL: high-density lipoprotein 
HPLC: high-pressure liquid chromatography 
LDL: low-density lipoprotein 
RBC: red blood cell 

II. Terms 

Unless otherwise noted, technical terms are used according 
to conventional usage. De?nitions of common terms in 
molecular biology may be found in Benjamin Lewin, Genes 
VII, published by Oxford University Press, 2000 (ISBN 
019879276X); Kendrew et al. (eds.), The Encyclopedia of 
Molecular Biology, published by Blackwell Publishers, 1994 
(ISBN 0632021829); and Robert A. Meyers (ed.), Molecular 
Biology and Biotechnology: a Comprehensive Desk Refer 
ence, published by Wiley, John & Sons, Inc., 1995 (ISBN 
0471 186341); and other similar references. 
As used herein, the singular terms “a,” “an,” and “the” 

include plural referents unless context clearly indicates oth 
erwise. Similarly, the word “or” is intended to include “and” 
unless the context clearly indicates otherwise. Also, as used 
herein, the term “comprises” means “includes.” Hence “com 
prising A or B” means including A, B, orA and B. It is further 
to be understood that all base sizes or amino acid sizes, and all 
molecular weight or molecular mass values, given for nucleic 
acids or polypeptides are approximate, and are provided for 
description. Although methods and materials similar or 
equivalent to those described herein can be used in the prac 
tice or testing of the present invention, suitable methods and 
materials are described below. All publications, patent appli 
cations, patents, and other references mentioned herein are 
incorporated by reference in their entirety. In case of con?ict, 
the present speci?cation, including explanations of terms, 
will control. The materials, methods and examples are illus 
trative only and not intended to be limiting. 

In order to facilitate review of the various embodiments of 
this disclosure, the following explanations of speci?c terms 
are provided: 

Alkane: A type of hydrocarbon, in which the molecule has 
the maximum possible number of hydro gen atoms, and there 
fore has no double bonds (i.e., they are saturated). The generic 
formula for acyclic alkanes, also known as aliphatic hydro 
carbons is CnH2n+2; the simplest possible alkane is methane 
(CH4). 

Alkyl group: refers to a branched or unbranched saturated 
hydrocarbon group of 1 to 24 carbon atoms, such as methyl, 
ethyl, n-propyl, isopropyl, n-butyl, isobutyl, t-butyl, pentyl, 
hexyl, heptyl, octyl, decyl, tetradecyl, hexadecyl, eicosyl, 
tetracosyl and the like. A “lower alkyl” group is a saturated 
branched or unbranched hydrocarbon having from 1 to 10 
carbon atoms. 

Amphipathic: An amphipathic molecule contains both 
hydrophobic (non-polar) and hydrophilic (polar) groups. The 
hydrophobic group can be an alkyl group, such as a long 
carbon chain, for example, with the formula: CH3 (CH2)n, 
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6 
(where n is generally greater than or equal to about 4 to about 
16). Such carbon chains also optionally comprise one or more 
branches, wherein a hydrogen is replaced with an aliphatic 
moiety, such as an alkyl group. A hydrophobic group also can 
comprise an aryl group. The hydrophilic group can be one or 
more of the following: an ionic molecule, such as an anionic 
molecule (e. g., a fatty acid, a sulfate or a sulfonate) or a 
cationic molecule, an amphoteric molecule (e. g., a phospho 
lipid), or a non-ionic molecule (e.g., a small polymer). 
One example of an amphipathic molecule is an amphip 

athic peptide. An amphipathic peptide can also be described 
as a helical peptide that has hydrophilic amino acid residues 
on one face of the helix and hydrophobic amino acid residues 
on the opposite face. Optionally, peptides described herein 
will form amphipathic helices in a physiological environ 
ment, such as for instance in the presence of lipid or a lipid 
interface. 

Analog, derivative or mimetic: An analog is a molecule that 
differs in chemical structure from a parent compound, for 
example a homolog (differing by an increment in the chemi 
cal structure, such as a difference in the length of an alkyl 
chain), a molecular fragment, a structure that differs by one or 
more functional groups, a change in ionization. Structural 
analogs are often found using quantitative structure activity 
relationships (QSAR), with techniques such as those dis 
closed in Remington (The Science and Practice of Pharma 
cology, 19th Edition (1995), chapter 28). A derivative is a 
biologically active molecule derived from the base structure. 
A mimetic is a molecule that mimics the activity of another 
molecule, such as a biologically active molecule. Biologi 
cally active molecules can include chemical structures that 
mimic the biological activities of a compound. 

Animal: Living multi-cellular vertebrate organisms, a cat 
egory that includes, for example, mammals and birds. The 
term mammal includes both human and non-human mam 
mals. Similarly, the term “subject” includes both human and 
veterinary subjects, for example, humans, non-human pri 
mates, dogs, cats, horses, and cows. 

Antibody: A protein (or protein complex) that includes one 
or more polypeptides substantially encoded by immunoglo 
bulin genes or fragments of immunoglobulin genes. The rec 
ognized immunoglobulin genes include the kappa, lambda, 
alpha, gamma, delta, epsilon, and mu constant region genes, 
as well as the myriad immunoglobulin variable region genes. 
Light chains are classi?ed as either kappa or lambda. Heavy 
chains are classi?ed as gamma, mu, alpha, delta, or epsilon, 
which in turn de?ne the immunoglobulin classes, IgG, IgM, 
IgA, IgD and IgE, respectively. 
The basic immunoglobulin (antibody) structural unit is 

generally a tetramer. Each tetramer is composed of two iden 
tical pairs of polypeptide chains, each pair having one “light” 
(about 25 kDa) and one “heavy” (about 50-70 kDa) chain. 
The N-terminus of each chain de?nes a variable region of 
about 100 to 110 or more amino acids primarily responsible 
for antigen recognition. The terms “variable light chain” (VL) 
and “variable heavy chain” (V H) refer, respectively, to these 
light and heavy chains. 
As used herein, the term “antibody” includes intact immu 

noglobulins as well as a number of well-characterized frag 
ments. For instance, Fabs, Fvs, and single-chain Fvs (SCFvs) 
that bind to target protein (or epitope within a protein or 
fusion protein) would also be speci?c binding agents for that 
protein (or epitope). These antibody fragments are as follows: 
(1) Fab, the fragment which contains a monovalent antigen 
binding fragment of an antibody molecule produced by diges 
tion of whole antibody with the enzyme papain to yield an 
intact light chain and a portion of one heavy chain; (2) Fab', 
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the fragment of an antibody molecule obtained by treating 
whole antibody with pepsin, followed by reduction, to yield 
an intact light chain and a portion of the heavy chain; two Fab' 
fragments are obtained per antibody molecule; (3) (Fab')2, the 
fragment of the antibody obtained by treating whole antibody 
with the enzyme pepsin without subsequent reduction; (4) 
F(ab')2, a dimer of two Fab' fragments held together by two 
disul?de bonds; (5) Fv, a genetically engineered fragment 
containing the variable region of the light chain and the vari 
able region of the heavy chain expressed as two chains; and 
(6) single chain antibody, a genetically engineered molecule 
containing the variable region of the light chain, the variable 
region of the heavy chain, linked by a suitable polypeptide 
linker as a genetically fused single chain molecule. Methods 
of making these fragments are routine (see, e.g., Harlow and 
Lane, UsingAntibodies: A Laboratory Manual, CSHL, New 
York, 1999). 

Antibodies for use in the methods and compositions of this 
disclosure can be monoclonal or polyclonal. Merely by way 
of example, monoclonal antibodies can be prepared from 
murine hybridomas according to the classical method of 
Kohler and Milstein (Nature 256:495-97, 1975) or derivative 
methods thereof. Detailed procedures for monoclonal anti 
body production are described in Harlow and Lane, Using 
Antibodies: A Laboratory Manual, CSHL, New York, 1999. 

Domain: A domain of a protein is a part of a protein that 
shares common structural, physiochemical and functional 
features; for example hydrophobic, polar, globular, helical 
domains or properties, for example a DNA binding domain, 
an ATP binding domain, and the like. 

Dyslipidemic disorder: A disorder associated with any 
altered amount of any or all of the lipids or lipoproteins in the 
blood. Dyslipidemic disorders include, for example, hyper 
lipidemia, hyperlipoproteinemia, hypercholesterolemia, 
hypertriglyceridemia, HDL de?ciency, apoA-l de?ciency, 
and cardiovascular disease (i.e., coronary artery disease, ath 
erosclerosis and restenosis). 

Ef?ux: The process of ?owing out. As applied to the results 
described herein, lipid e?lux refers to a process whereby 
lipid, such as cholesterol and phospholipid, is complexed 
with an acceptor, such as an apolipoprotein or apolipoprotein 
peptide mimic, and removed from vesicles or cells. “ABCA1 - 
dependent lipid e?lux” (or lipid e?lux by an “ABCA1 -depen 
dent pathway”) refers to a process whereby apolipoproteins 
or peptide mimics of apolipoproteins bind to a cell and e?lux 
lipid from the cell by a process that is facilitated by the 
ABCA1 transporter. 

Helix: The molecular conformation of a spiral nature, gen 
erated by regularly repeating rotations aron the backbone 
bonds of a macromolecule. 

Hydrophobic: A hydrophobic (or lipophilic) group is elec 
trically neutral and nonpolar, and thus prefers other neutral 
and nonpolar solvents or molecular environments. Examples 
of hydrophobic molecules include alkanes, oils and fats. 

Hydrophobic moment (pH): One measure of the degree of 
amphipathicity (i.e., the degree of asymmetry of hydropho 
bicity) in a peptide or other molecule; it is the vectorial sum of 
all the hydrophobicity indices for a peptide, divided by the 
number of residues. Thus, hydrophobic moment is the hydro 
phobicity of a peptide measured for different angles of rota 
tion per amino acid residue. Methods for calculating pH for a 
particular peptide sequence are well-known in the art, and are 
described, for example, in Eisenberg et al., Faraday Symp. 
Chem. Soc. 17:109-120, 1982; Eisenberg et al., J. Mol. Biol. 
179: 125-142, 1984; and Kyte & Doolittle, J. Mol. Biol, 157: 
1 05- 132, 1982. The actual pH obtained for a particular peptide 
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8 
will depend on the type and total number of amino acid 
residues composing the peptide. 
The amphipathicities of peptides of different lengths can 

be directly compared by way of the mean hydrophobic 
moment. The mean hydrophobic moment can be obtained by 
dividing pH by the number of residues in the helix. 

Peptide analysis tool programs (including programs avail 
able on the internet) can be used to calculate hydrophobic 
moment of amphipathic sequences. See, for instance, the tool 
available on the World Wide Web (www) at bbcm. 
units .it/~to ssi/HydroCalc/HydroMCalc .html#hmean, which 
is also discussed in Tossi et al. (“New Consensus hydropho 
bicity scale extended to non-proteinogenic amino acids”, 
PEPTIDES 2002, Proc. of 27th European Peptide Sympo 
sium, Sorrento, 2002), incorporated herein by reference. 
Ordinary skilled artisans will recognize other ways in which 
hydrophobic moment and other comparative measurements 
of amphipathicity can be calculated. 

Hydrophilic: A hydrophilic (or lipophobic) group is elec 
trically polarized and capable of H-bonding, enabling it to 
dissolve more readily in water than in oil or other “non-polar” 
solvents. 

Inhibiting or treating a disease: Inhibiting the full develop 
ment of a disease, disorder or condition, for example, in a 
subject who is at risk for a disease such as atherosclerosis and 
cardiovascular disease. “Treatment” refers to a therapeutic 
intervention that ameliorates a sign or symptom of a disease 
or pathological condition after it has begun to develop. As 
used herein, the term “ameliorating,” with reference to a 
disease, pathological condition or symptom, refers to any 
observable bene?cial effect of the treatment. The bene?cial 
effect can be evidenced, for example, by a delayed onset of 
clinical symptoms of the disease in a susceptible subject, a 
reduction in severity of some or all clinical symptoms of the 
disease, a slower progression of the disease, a reduction in the 
number of relapses of the disease, an improvement in the 
overall health or well-being of the subject, or by other param 
eters well known in the art that are speci?c to the particular 
disease. 

Isolated/puri?ed: An “isolated” or “puri?ed” biological 
component (such as a nucleic acid, peptide or protein) has 
been substantially separated, produced apart from, or puri?ed 
away from other biological components in the cell of the 
organism in which the component naturally occurs, that is, 
other chromosomal and extrachromosomal DNA and RNA, 
and proteins. Nucleic acids, peptides and proteins that have 
been “isolated” thus include nucleic acids and proteins puri 
?ed by standard puri?cation methods. The term also 
embraces nucleic acids, peptides and proteins prepared by 
recombinant expression in a host cell as well as chemically 
synthesized nucleic acids or proteins. The term “isolated” or 
“puri?ed” does not require absolute purity; rather, it is 
intended as a relative term. Thus, for example, an isolated 
biological component is one in which the biological compo 
nent is more enriched than the biological component is in its 
natural environment within a cell. Preferably, a preparation is 
puri?ed such that the biological component represents at least 
50%, such as at least 70%, at least 90%, at least 95%, or 
greater of the total biological component content of the prepa 
ration. 

Label: A detectable compound or composition that is con 
jugated directly or indirectly to another molecule to facilitate 
detection of that molecule. Speci?c, non-limiting examples 
of labels include ?uorescent tags, enzymatic linkages, and 
radioactive isotopes. 
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Linker: A molecule that joins two other molecules, either 
covalently, or through ionic, van der Waals or hydrogen 
bonds. 

Lipid: A class of water-insoluble, or partially water 
insoluble, oily or greasy organic substances, that are extract 
able from cells and tissues by nonpolar solvents, such as 
chloroform or ether. Types of lipids include triglycerides (i.e., 
natural fats and oils composed of glycerin and fatty acid 
chains), phospholipids (e.g., phosphatidylethanolamine, 
phosphatidylcholine, phosphatidylserine, and phosphatidyli 
nositol), sphingolipids (e.g., sphingomyelin, cerebrosides 
and gangliosides), and sterols (e.g., cholesterol). 

Lipid af?nity: A measurement of the relative binding a?in 
ity of an amphipathic (x-helix for lipids. Any number of meth 
ods well know to one of skill in the art can be used to deter 
mine lipid af?nity. In one embodiment, the lipid a?inity of an 
amphipathic (x-helix is determined by calculating the hydro 
phobic moment score of the amphipathic (x-helix. For 
example, an amphipathic (x-helix with relatively high lipid 
a?inity will have a hydrophobic moment score per residue 
greater than or equal to about 0.34 on the Eisenberg scale (100 
degree alpha helix), while an amphipathic (x-helix with rela 
tively low lipid af?nity will have a hydrophobic moment 
score per residue of less than about 0.34 on the Eisenberg 
scale (Eisenberg et al., Faraday Symp. Chem. Soc. 17:109 
120, 1982). In an alternative embodiment, an amphipathic 
(x-helix with relatively high lipid af?nity has a hydrophobic 
moment score per residue of about 0.40 to about 0.60 on the 
Eisenberg consensus scale, while a low lipid a?inity helix 
will have a hydrophobic moment score per residue of about 
0.20 to about 0.40 on the consensus scale (Eisenberg et al., 
PNAS 81:140-144, 1984 and Eisenberg et al., J. Mol. Biol. 
179: 125-142, 1984). With any one peptide or peptide analog 
with multiple amphipathic (x-helical domains, it is to be 
understood that the difference between the hydrophobic 
moment scores of the amphipathic (x-helix with the relatively 
high lipid a?inity and the amphipathic (x-helix with the rela 
tively low lipid a?inity is at least 0.01 on the consensus scale. 
In some embodiments, the difference is higher than 0.01 , such 
as 0.02, 0.05, 0.08 or 0.1. 

In other embodiments, the lipid a?inity of an amphipathic 
(x-helix is determined by one or more functional tests. Spe 
ci?c, non-limiting examples of functional tests include: reten 
tion time on reverse phase HPLC, surface monolayer exclu 
sion pressure (Palgunachari et al., Arlerioscler. Thromb. Vasc. 
Biol. 16:328-338, 1996), binding af?nity to phospholipid 
vesicles (Palgunachari et al.,Arlerioscler. T hromb. Vasc. Biol. 
16:328-338, 1996), and DMPC vesicle solubilization (Rema 
ley et al., J. Lipid Res. 44:828-836, 2003). 

Further non-limiting examples of alternative methods of 
calculating the lipid a?inity of an amphipathic (x-helix 
include: total hydrophobic moment, total peptide hydropho 
bicity, total peptide hydrophobicity per residue, hydrophobic 
ity of amino acids on the hydrophobic face, mean relative 
hydrophobic moment, hydrophobicity per residue of amino 
acids on the hydrophobic face, and calculated lipid a?inity 
based on predicted peptide penetration into phospholipid 
bilayers (Palgunachari et al.,ArZerioscler. T hromb. Vasc. Biol. 
16:328-338, 1996). Different types of hydrophobicity scales 
for amino acids also can be used for calculating hydrophobic 
moments of amphipathic helices, which can result in a differ 
ent relative ranking of their lipid a?inity (Kyte et al., J. Mol. 
Biol. 157:105-132, 1982). 

Non-cytotoxic: A non-cytotoxic compound is one that does 
not substantially affect the viability or growth characteristics 
of a cell at a dosage normally used to treat the cell or a subject. 
Furthermore, the percentage of cells releasing intracellular 
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10 
contents, such as LDH or hemoglobin, is low (e. g., about 10% 
or less) in cells treated with a non-cytotoxic compound. Lipid 
ef?ux from a cell that occurs by a non-cytotoxic compound 
results in the removal of lipid from a cell by a process that 
maintains the overall integrity of the cell membrane and does 
not lead to signi?cant cell toxicity. 

Non-polar: A non-polar compound is one that does not 
have concentrations of positive or negative electric charge. 
Non-polar compounds, such as, for example, oil, are not well 
soluble in water. 

Peptide: A polymer in which the monomers are amino acid 
residues which are joined together through amide bonds. 
When the amino acids are alpha-amino acids, either the L-op 
tical isomer or the D-optical isomer can be used. The terms 
“peptide” or “polypeptide” as used herein are intended to 
encompass any amino acid sequence and include modi?ed 
sequences such as glycoproteins. The term “peptide” is spe 
ci?cally intended to cover naturally occurring peptides, as 
well as those which are recombinantly or synthetically pro 
duced. The term “residue” or “amino acid residue” includes 
reference to an amino acid that is incorporated into a peptide, 
polypeptide, or protein. 

Pharmaceutically acceptable carriers: The pharmaceuti 
cally acceptable carriers (vehicles) useful in this disclosure 
are conventional. Remington ’s Pharmaceutical Sciences, by 
E. W. Martin, Mack Publishing Co., Easton, Pa., 15th Edition 
(1975), describes compositions and formulations suitable for 
pharmaceutical delivery of one or more therapeutic com 
pounds or molecules, such as one or more multi-domain 
peptides or peptide analogs and additional pharmaceutical 
agents. 

In general, the nature of the carrier will depend on the 
particular mode of administration being employed. For 
instance, parenteral formulations usually comprise injectable 
?uids that include pharmaceutically and physiologically 
acceptable ?uids such as water, physiological saline, bal 
anced salt solutions, aqueous dextrose, glycerol or the like as 
a vehicle. For solid compositions (e. g., powder, pill, tablet, or 
capsule forms), conventional non-toxic solid carriers can 
include, for example, pharmaceutical grades of mannitol, 
lactose, starch, or magnesium stearate. In addition to biologi 
cally-neutral carriers, pharmaceutical compositions to be 
administered can contain minor amounts of non-toxic auxil 
iary substances, such as wetting or emulsifying agents, pre 
servatives, and pH buffering agents and the like, for example 
sodium acetate or sorbitan monolaurate. 

Phospholipid: A phospholipid consists of a water-soluble 
polar head, linked to two water-insoluble non-polar tails (by 
a negatively charged phosphate group). Both tails consist of a 
fatty acid, each about 14 to about 24 carbon groups long. 
When placed in an aqueous environment, phospholipids form 
a bilayer or micelle, where the hydrophobic tails line up 
against each other. This forms a membrane with hydrophilic 
heads on both sides. A phospholipid is a lipid that is a primary 
component of animal cell membranes. 

Polar: A polar molecule is one in which the centers of 
positive and negative charge distribution do not converge. 
Polar molecules are characterized by a dipole moment, which 
measures their polarity, and are soluble in other polar com 
pounds and virtually insoluble in nonpolar compounds. 

Recombinant nucleic acid: A sequence that is not naturally 
occurring or has a sequence that is made by an arti?cial 
combination of two otherwise separated segments of 
sequence. This arti?cial combination is often accomplished 
by chemical synthesis or, more commonly, by the arti?cial 
manipulation of isolated segments of nucleic acids, for 
example, by genetic engineering techniques such as those 
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described in Sambrook et al. (ed.), Molecular Cloning: A 
Laboratory Manual, 2'” ed., vol. 1-3, Cold Spring Harbor 
Laboratory Press, Cold Spring Harbor, N.Y., 1989. The term 
recombinant includes nucleic acids that have been altered 
solely by addition, substitution, or deletion of a portion of the 
nucleic acid. 

Therapeutically effective amount: A quantity of a speci?ed 
agent su?icient to achieve a desired effect in a subject being 
treated with that agent. For example, this can be the amount of 
a multi-domain peptide or peptide analog useful in prevent 
ing, ameliorating, and/or treating a dyslipidemic disorder 
(e.g., atherosclerosis) in a subject. Ideally, a therapeutically 
effective amount of an agent is an amount su?icient to pre 
vent, ameliorate, and/or treat a dyslipidemic disorder (e.g., 
atherosclerosis) in a subject without causing a substantial 
cytotoxic effect (e.g., membrane microsolubilization) in the 
subject. The effective amount of an agent useful for prevent 
ing, ameliorating, and/or treating a dyslipidemic disorder 
(e.g., atherosclerosis) in a subject will be dependent on the 
subject being treated, the severity of the disorder, and the 
manner of administration of the therapeutic composition. 

Transformed: A “transformed” cell is a cell into which has 
been introduced a nucleic acid molecule by molecular biol 
ogy techniques. The term encompasses all techniques by 
which a nucleic acid molecule might be introduced into such 
a cell, including transfection with viral vectors, transforma 
tion with plasmid vectors, and introduction of naked DNA by 
electroporation, lipofection, and particle gun acceleration. 

III. Overview of Several Embodiments 

Isolated peptides and peptide analogs with multiple amphi 
pathic (x-helical domains that promote lipid efflux from cells 
via an ABCA1-dependent pathway are disclosed herein. In 
one embodiment, the multi-domain peptides include multiple 
amphipathic (x-helical domains, wherein a ?rst amphipathic 
(x-helical domain exhibits higher lipid af?nity compared to a 
second amphipathic (x-helical domain (as measured, e.g., by 
their hydrophobic moments; see Eisenberg et al., Faraday 
Symp. Chem. Soc. 17: 109-120, 1982; Eisenberg et al., PNAS 
81:140-144, 1984; and Eisenberg et al., J Mol. Biol. 179: 125 
142, 1984), and wherein the peptide or peptide analog pro 
motes lipid e?iux from cells by an ABCA1-dependant path 
way. 

Optionally, the isolated peptides and peptide analogs that 
promote ABCA1-dependent lipid e?iux from cells are also 
substantially non-cytotoxic. 

In speci?c, non-limiting examples, the ?rst amphipathic 
(x-helical domain has a hydrophobic moment score (Eisen 
berg scale; 100 degree-alpha helix) per residue of about 0.3 to 
about 0.60 and the second amphipathic (x-helical domain has 
a hydrophobic moment score per residue of about 0.1 to about 
0.33, wherein the difference between the hydrophobic 
moment scores of the ?rst amphipathic (x-helix and the sec 
ond amphipathic (x-helix is at least 0.01. In some embodi 
ments, the difference is higher than 0.01, such as 0.02, 0.05, 
0.08 or 0.1. For example, the 5A peptide (SEQ ID NO: 3) has 
a hydrophobic moment score (Eisenberg scale; 100 degree 
alpha helix) per reside of 0.34 for the N-terminal lipid a?inity 
helix and a hydrophobic moment score per residue of 0.28 for 
the C-terminal low lipid a?inity helix. Using an alternative 
scale calculation, the 5A peptide (SEQ ID NO: 3) has a 
hydrophobic moment score 0.4905 for the N-terminal high 
lipid af?nity helix and a hydrophobic moment score per resi 
due of 0.3825 for the C-terminal low lipid a?inity helix. 
Optionally, the order of relatively high and relatively low 
amphipathic helices can be reversed in the peptide. 
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Using a relative mean hydrophobic moment score, which is 

normalized to a “perfect” amphipathic helix with a maximum 
score of0.83, the two helices ofthe 5A peptide (SEQ ID NO: 
3) have values of 0.42 and 0.34. It is well recognized that 
different physical properties, however, can be used for deter 
mining the hydrophobicity of amino acids, which results in 
different scales for calculating the hydrophobic moment of 
peptides. Calculations with these different scales can change 
the absolute value of the hydrophobicity scores and the rela 
tive ranking of the lipid af?nity of amphipathic helices. For 
example, using the Kyte & Doolittle scale (Kyte et al., J Mol. 
Biol. 157:105-132, 1982), the N-terminal and C-terminal 
helices of the 5A peptide would be seen to have hydrophobic 
moment scores of 1.47 and 1.26, with a relative mean hydro 
phobic moment scores of 0.51 and 0.44 (perfect helix: 2.8). 
Using a combined consensus scale, which is a hybrid of 
several different scoring systems, the N-terminal and C-ter 
minal helices of the 5A peptide would have hydrophobic 
moment scores of 4.01 and 2.02, with a relative mean hydro 
phobic moment score of0.64 an 0.32 (perfect helix: 6.3). All 
such scales, calculations, and measurements can be used, 
converted and interchanged, as recognized by those of ordi 
nary skill in the art. 

Other representative non-limiting example peptides with 
multiple amphipathic (x-helical domains are shown in SEQ 
ID NOs: 4-45. 

Isolated peptides andpeptide analogs with multiple amphi 
pathic (x-helical domains that promote lipid efflux from cells 
via an ABCA1-dependent pathway and also include an addi 
tional functional domain or peptide are also disclosed herein. 
Speci?c, non-limiting examples of the additional functional 
domains or peptides include a heparin binding site, an inte 
grin binding site, a P-selectin site, a TAT HIV sequence, a 
panning sequence, a penatratin sequence, a SAA C-terminus 
sequence, a SAA N-terminus sequence, a LDL receptor 
sequence, a modi?ed 18A sequence, an apoA-I Milano 
sequence, a 6><-His sequence, a lactoferrin sequence, or com 
binations of two or more thereof. 

Pharmaceutical compositions are also disclosed that 
include one or more isolated peptides or peptide analogs with 
multiple amphipathic (x-helical domains that promote lipid 
efflux from cells via an ABCA1-dependent pathway. Repre 
sentative peptides with multiple amphipathic (x-helical 
domains are shown in SEQ ID NOs: 3-45. 

In another embodiment, a method is provided for treating 
or inhibiting dyslipidemic and vascular disorders in a subject. 
This method includes administering to the subject a therapeu 
tically effective amount of a pharmaceutical composition that 
includes one or more isolated peptides or peptide analogs 
with multiple amphipathic (x-helical domains that promote 
lipid e?iux from cells via an ABCA1 -dependent pathway. In 
speci?c, non-limiting examples, the dyslipidemic and vascu 
lar disorders include hyperlipidemia, hyperlipoproteinemia, 
hypercholesterolemia, hypertriglyceridemia, HDL de? 
ciency, apoA-I de?ciency, coronary artery disease, athero 
sclerosis, thrombotic stroke, peripheral vascular disease, res 
tenosis, acute coronary syndrome, and reperfusion 
myocardial injury. In yet another speci?c example of the 
provided method, the isolated peptide includes two amphip 
athic (x-helical domains and has an amino acid sequence as set 
forth in SEQ ID NOs: 3-45. 
A method for identifying non-cytotoxic peptides that pro 

mote ABCAl-dependent lipid e?iux from cells is also dis 
closed. 

IV. Multi-Domain Amphipathic Peptides 

ApoA-I, the predominant protein constituent of HDL (Pa 
nagotopulos et al., J. Biol. Chem. 277:39477-39484, 2002), is 
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believed to promote lipid e?lux from cells by a detergent-like 
extraction process (Remaley et al., J Lipid Res. 44:828-836, 
2003). The ABCAI transporter has been proposed to facili 
tate this process by creating a lipid microdomain that pro 
motes the binding of apoA-I to cells and creates a lipid 
domain that is susceptible for removal by apoA-I by a deter 
gent-like extraction process. ApoA-I, like most of the other 
natural exchangeable type apolipoproteins, is almost com 
pletely dependent upon the presence of ABCAI for promot 
ing lipid e?lux (Remaley et al., Biochem. Biophys. Res. Com 
mun. 280:818-823, 2001). Furthermore, when lipid e?lux 
occurs by apoA-I and the other natural exchangeable type 
apolipoproteins, it occurs by a non-cytotoxic process, 
whereby the integrity of the cell membrane is maintained 
(Remaley et al., J. Lipid Res. 44:828-836, 2003). ApoA-I 
contains at least 8 large amphipathic helical domains, which 
have a wide range of lipid a?inity (Gillote et al., J Biol. 
Chem. 274:2021-2028, 1999). 

Synthetic peptides of each helix of apoA-I have been made, 
and it has been shown that only 2 of the 8 large amphipathic 
helices of apoA-I, which have relatively high lipid a?inity, 
can by themselves promote lipid e?lux from cells in culture 
(Gillote et al., J. Biol. Chem. 274:2021-2028, 1999 and Pal 
gunachari et al., Arierioscler. Thromb. Vasc. Biol. 16:328 
338, 1996). Additionally, synthetic peptide mimics of apoli 
poproteins have been shown to have anti-in?ammatory and 
anti-oxidant properties (Van Lenten et al., Trends Cardiovasc. 
Med. 11:155-161, 2001; Navab et al., Cur. Opin. Lipidol. 
9:449-456, 1998; Barter et al., Cur. Opin. Lipidol. 13:285 
288, 2002). 

Previously, synthetic peptide mimics of apolipoproteins 
have been designed to have high lipid af?nity (Remaley et al., 
J. Lipid Res. 44:828-836, 2003; Segrest et al., J. Lipid Res. 
33:141-166, 1992; Anantharamaiah et al., J. Biol. Chem. 260: 
10248-10255, 1985; Garber et al, J. Lipid Res. 42:545-552, 
2001; Navab et al., Circulation 105:290-292, 2002; and US. 
Pat. No. 6,156,727), because high lipid a?inity has been 
shown to be a necessary feature for a peptide to mediate lipid 
e?lux by the ABCAI transporter (Remaley et al., J Lipid Res. 
44:828-836, 2003). It has also been shown, however, that 
peptide mimics of apoA-I with high lipid a?inity can also 
promote lipid e?lux independent of the ABCAI transporter 
(Remaley et al., J. Lipid Res. 44:828-836, 2003). Such pep 
tides have been shown to promote lipid e?lux from cells not 
expressing the ABCAI transporter, and from Tangier disease 
cells that do not contain a functional ABCAI transporter 
(Remaley et al., J. Lipid Res. 44:828-836, 2003). Further 
more, synthetic peptide mimics of apoA-I that possess high 
lipid af?nity can also extract lipid by a passive physical pro 
cess, based on their ability to remove lipid from cells that have 
been ?xed with paraformaldehyde (Remaley et al., J Lipid 
Res. 44:828-836, 2003). Lipid e?lux from cells by this 
ABCAl-independent pathway has been shown to be cyto 
toxic to cells, based on the cellular release of LDH (Remaley 
et al., J Lipid Res. 44:828-836, 2003). 

In addition to the undesirable cytotoxic effect on cells, 
ABCAI -independent lipid e?lux may also reduce the thera 
peutic bene?t of such peptides by reducing their in vivo 
capacity for removing lipid from cells affected by the athero 
sclerotic process. For example, even in subjects with dyslipi 
demic and vascular disorders, most cells do not have excess 
cellular cholesterol and, therefore, do not express the ABCAI 
transporter. Cells, such as macrophages, endothelial cells and 
smooth muscle cells, which are present in atherosclerotic 
plaques, are all prone to lipid accumulation, and express 
ABCAI when loaded with excess cholesterol. The expression 
of ABCAI by these cells has been shown to be exquisitely 
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regulated by the cholesterol content of cells (Langmann et al., 
Biochem. Biophys. Res. Commun. 257129-33, 1999). Induc 
tion of the ABCAI transporter by intracellular cholesterol is 
a protective cellular mechanism against excess intracellular 
cholesterol and has been shown to be critical in preventing the 
development of atherosclerosis (Dean and Chimini, J. Lipid 
Res. 42:1007-1017, 2001). Peptide mimics of apolipopro 
teins that are not speci?c for removing cholesterol by the 
ABCAI transporter would be less therapeutically effective in 
removing cholesterol from ABCAI expressing cells because 
any cholesterol removed by the peptides from the more abun 
dant non-ABCAI expressing cells will reduce the overall 
total cholesterol binding capacity of these peptides. The 
selective and non-cytotoxic removal of lipid from only cells 
that express the ABCAI transporter would, therefore, be a 
desirable property for therapeutic peptide mimics of apolipo 
proteins. 
The current disclosure provides isolated multi-domain 

peptides orpeptide analogs that speci?cally ef?ux lipids from 
cells by the ABCAI transporter in a non-cytotoxic manner. In 
one embodiment, such peptides or peptide analogs contain an 
amphipathic (x-helical domain that exhibits relatively high 
lipid af?nity (e.g., a hydrophobic moment score (Eisenberg 
scale; 100 degree-alpha helix) per residue of about 0.3 to 
about 0.60) and a second amphipathic (x-helical domain with 
relatively low lipid a?inity (e. g., a hydrophobic moment 
score per residue of about 0.1 to about 0.33), wherein the 
difference between the hydrophobic moment scores of the 
amphipathic (x-helix with the relatively high lipid af?nity and 
the amphipathic (x-helix with the relatively low lipid af?nity 
is at least 0.01. In some embodiments, the difference is higher 
than 0.01, such as 0.02, 0.05, 0.08 or 0.10. Peptides contain 
ing one amphipathic (x-helix with a relatively high lipid a?in 
ity, when coupled to another (x-helix with a relatively low 
lipid af?nity, are speci?c for removing lipids from cells by the 
ABCAI transporter. 
The degree of amphipathicity (i.e., degree of asymmetry of 

hydrophobicity) in the multi-domain peptides or peptide ana 
logs can be conveniently quanti?ed by calculating the hydro 
phobic moment (uH) of each of the amphipathic (x-helical 
domains. Methods for calculating pH for a particular peptide 
sequence are well-known in the art, and are described, for 
example in Eisenberg et al., Faraday Symp. Chem. Soc. 
17: 109-120, 1982; Eisenberg et al., PNAS 81:140-144, 1984; 
and Eisenberg et al., J. Mol. Biol. 179:125-142, 1984. The 
actual pH obtained for a particular peptide sequence will 
depend on the total number of amino acid residues composing 
the peptide. The amphipathicities of peptides of different 
lengths can be directly compared by way of the mean hydro 
phobic moment. The mean hydrophobic moment per residue 
can be obtained by dividing pH by the number of residues in 
the peptide. 

In another embodiment, such peptides or peptide analogs 
contain an amphipathic (x-helical domain that exhibits rela 
tively high lipid a?inity (e.g., a hydrophobic moment score 
(Eisenberg scale; 100 degree-alpha helix) per residue of about 
0.30 to about 0.60) and a second amphipathic (x-helical 
domain with moderate lipid a?inity (e.g., a hydrophobic 
moment score (Eisenberg scale; 100 degree-alpha helix) per 
residue of about 0.29 to about 0.33), wherein the difference 
between the hydrophobic moment scores of the amphipathic 
(x-helix with the relatively high lipid af?nity and the amphi 
pathic (x-helix with the relatively moderate lipid af?nity is at 
least 0.01 . In some embodiments, the difference is higher than 
0.01, such as 0.02, 0.05, 0.08 or 0.1. Such peptides have 
reduced speci?city for the ABCAI transporter, as compared 
to peptides containing one amphipathic (x-helix with a rela 
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tively high lipid a?inity and one amphipathic (x-helix with a 
relatively low lipid a?inity, but are still less cytotoxic to cells 
thanpeptides that contain two amphipathic (x-helical domains 
with relatively high lipid a?inity. 

Speci?c, non-limiting examples of multi-domain peptides 
with multiple amphipathic (x-helical domains that mediate 
ABCAl -dependent cholesterol e?lux from cells are shown in 
Table 1. 

TABLE 1 

Exemplary multi—domain peptides that mediate 
ABCAl—dependent cholesterol efflux from cells. 

s EQ 
P ep — I D 

tide Sequence NO: 

5A— DWLKAFYDKVAEKLKEAFPDWAKAAYDKAAEKAKEAA 3 

3 7pA 

lA— DWLKAFYDKVAEKLKEAFPDWLKAFYDKVAEKAKEAF 4 

3 7pA 

2A— DWLKAFYDKVAEKLKEAFPDWLKAFYDKVAEKAKEAA 5 

3 7pA 

3A— DWLKAFYDKVAEKLKEAFPDWLKAAYDKVAEKAKEAA 6 

3 7pA 

4A— DWLKAFYDKVAEKLKEAFPDWLKAAYDKAAEKAKEAA '7 

3 7pA 

Pepl DWLKAFYDKVAEKLKEAFPDWGKAGYDKGAEKGKEAG 8 

Pep2 DWLKAFYDKVAEKLKEAFPDWGKAGYDKGAEKGKEAF 9 

Pep3 DWGKAGYDKGAEKGKEAGDWLKAFYDKVAEKLKEAF l O 

Pep4 DWLKAFYDKVAEKLKEAFPDWLKAFYDKVAEKLK l l 

Pep5 KAFYDWAEKLKEAFPDWLKAFYDKVAEKLKEAF 12 

Pep6 DWLKAFYDKVAEKLKEAFPDWLKAFYDKVA l3 

Pep7 DKVAEKLKEAFPDWLKAFYDKVAEKLKEAF l4 

Pep8 DWLKAFYDKVAEKLKEAFPDWLKAFYKVAEKLKEAF l 5 

Pep9 DWLKAFYDKVAEKLKEAFPDWLKAFYVAEKLKEAF l 6 

Pepl O DWLAFYDKVAEKLKEAFPDWLKAFYDKVAEKLKEAF l '7 

Pepl l DWLFYDKVAEKLKEAFPDWLKAFYDKVAEKLKEAF l 8 

Pep12 DWLKAFYDKVAEKLKEAFPDWLAKAFYDKVAEKLKEAF l 9 

Pepl3 DWLKAFYDKVAEKLKEAFPDWLAAKAFYDKVAEKLKEAF 2 O 

Pepl4 DWLKAAFYDKVAEKLKEAFPDWLKAFYDKVAEKLKEAF 2 l 

Pepl 5 DWLKAAAFYDKVAEKLKEAFPDWLKAFYDKVAEKLKEAF 2 2 

Pepl 6 DWLKAFYDKVAEKLKEAFPDWLEAFYDKVAKKLKEAF 2 3 

Pepl '7 DWLKAFYDKVAEKLKEAFPDWLEAFYDEVAKKLKKAF 2 4 

Pepl 8 DWLEAFYDKVAKKLKEAFPDWLKAFYDKVAEKLKEAF 2 5 

Pepl 9 DWLEAFYDEVAKKLKKAFPDWLKAFYDKVAEKLKEAF 2 6 

Pep2 O DWLKAFYDKVAEKLKEAFPDHLKAFYDKXAEKLKEAF 2 '7 

Pep2 l DWLKAFYDKVAEKLKEAFPDHLKAFYDKXAEKLKEAF 2 8 

Pep2 2 DELKAFYDKXAEKLKEAFPDWLKAFYDKVAEKLKEAF 2 9 

Pep2 3 DELKAFYDKXAEKLKEAFPDWLKAFYDKVAEKLKEAF 3 O 

Pep24 LLDNWDSVTSTFSKLREQPDWAKAAYDKAAEKAKEAA 3 l 
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TABLE 1 — cont inued 

Exemplary multi—domain peptides that mediate 
ABCAl—dependent cholesterol efflux from cells. 

s EQ 
Pep — ID 

tide Sequence NO: 

Pep2 5 LESFKVSFLSALEEYTKKPDWAKAAYDKAAEKAKEAA 32 

Pep2 6 DWAKAAYDKAAEKAKEAAPLLDNWDSVTSTFSKLREQ 33 

Pep27 DWAKAAYDKAAEKAKEAAPLESFKVSFLSALEEYTKK 34 

Pep2 8 DWLKAFYDKVAEKLKEAFPSDELRQRLAARLEALKEN 35 

Pep2 9 DWLKAFYDKVAEKLKEAFPRAELQEGARQKLHELQEK 36 

Pep3 O SDELRQRLAARLEALKENPDWLKAFYDKVAEKLKEAF 3'7 

Pep3 l RAELQEGARQKLHELQEKPDWLKAFYDKVAEKLKEAF 38 

Pep32 LLDNWDSVTSTFSKLREQPSDELRQRLAARLEALKEN 39 

Pep33 LESFKVSFLSALEEYTKKPRAELQEGARQKLHELQEK 4O 

Pep34 SDELRQRLAARLEALKENPLLDNWDSVTSTFSKLREQ 4l 

Pep35 LLDNWDSVTSTFSKLREQPLESFKVSFLSALEEYTKK 42 

Pep3 6 DWLKAFYDKVAEKLKEAFPDWLRAFYDKVAEKLKEAF 43 

Pep3 '7 DWLKAFYDKVAEKLKEAFPDWLRAFYDRVAEKLKEAF 44 

Pep3 8 DWLKAFYDKVAEKLKEAFPDWLRAFYDRVAEKLREAF 4 5 

In the multi-domain peptides disclosed herein, the linkage 
between amino acid residues can be a peptide bond or amide 

linkage (i.e., iC4C(O)NHi). Alternatively, one or more 
amide linkages are optionally replaced with a linkage other 
than amide, for example, a substituted amide. Substituted 
amides generally include, but are not limited to, groups of the 
formula iC(O)NRi, where R is (C 1-C6) alkyl, substituted 
(Cl-C6) alkyl, (Cl-C6) alkenyl, substituted (Cl-C6) alkenyl, 
(Cl-C6) alkynyl, substituted (Cl-C6) alkynyl, (CS-CZO) aryl, 
substituted (CS-Cm) aryl, (C6-C26) alkaryl, substituted (C6 
C26) alkaryl, 5-20 membered heteroaryl, substituted 5-20 
membered heteroaryl, 6-26 membered alkheteroaryl, and 
substituted 6-26 membered alkheteroaryl. Additionally, one 
or more amide linkages can be replaced with peptidomimetic 
or amide mimetic moieties which do not signi?cantly inter 
fere with the structure or activity of the peptides. Suitable 
amide mimetic moieties are described, for example, in Olson 
et al., J. Med. Chem. 36:3039-3049, 1993. 

Additionally, in representative multi-domain peptides dis 
closed herein, the amino- and carboxy-terminal ends can be 
modi?ed by conjugation with various functional groups. 
Neutralization of the terminal charge of synthetic peptide 
mimics of apolipoproteins has been shown to increase their 
lipid a?inity (Yancey et al., Biochem. 34:7955-7965, 1995; 
Venkatachalapathi et al., Protein: Structure, Function and 
Genetics 15:349-359, 1993). For example, acetylation ofthe 
amino terminal end of amphipathic peptides increases the 
lipid af?nity of the peptide (Mishra et al., J. Biol. Chem. 
269:7185-7191, 1994). Other possible end modi?cations are 
described, for example, in Brouillette et al., Biochem. Bio 
phys. Acta 1256:103-129, 1995: Mishra et al., J. Biol. Chem. 
269:7185-7191, 1994; and Mishra et al., J. Biol. Chem. 270: 
1602-1611,1995. 

Furthermore, in representative multi-domain peptides dis 
closed herein, the amino acid Pro is used to link the multiple 
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amphipathic (x-helices. However, other suitable amino acids, 
such as glycine, serine, threonine, and alanine, that function 
ally separate the multiple amphipathic (x-helical domains can 
be used. In some embodiments, the linking amino acid will 
have the ability to impart a [3-tum at the linkage, such as 
glycine, serine, threonine, and alanine. In addition, larger 
linkers containing two or more amino acids or bifunctional 

organic compounds, such as H2N(CH2)nCOOH, where n is 
an integer from 1 to 12, can also be used. Examples of such 
linkers, as well as methods of making such linkers and pep 
tides incorporating such linkers, are well-known in the art 
(see, e.g., Hunig et al., Chem. Ber. 100:3039-3044, 1974 and 
Basak et al., Bioconjug. Chem. 5:301-305, 1994). 

Also encompassed by the present disclosure are modi?ed 
forms of the multi-domain peptides, wherein one or more 
amino acids in the peptides are substituted with another 
amino acid residue. The simplest modi?cations involve the 
substitution of one or more amino acids for amino acids 
having similar physiochemical and/or structural properties. 
These so-called conservative substitutions are likely to have 
minimal impact on the activity and/or structure of the result 
ant peptide. Examples of conservative substitutions are 
shown below. 

Original Residue Conservative Substitutions 

Ala Ser 
Arg Lys 
Asn Gln, His 
Asp Glu 
Cys Ser 
Gln Asn 
Glu Asp 
His Asn; Gln 
Ile Leu, Val 
Leu Ile; Val 
Lys Arg; Gln; Glu 
Met Leu; Ile 
Phe Met; Leu; Tyr 
Ser Thr 
Thr Ser 
Trp Tyr 
Tyr Trp; Phe 
Val Ile; Leu 

Conservative substitutions generally maintain (a) the struc 
ture of the peptide backbone in the area of the substitution, for 
example, as a helical conformation, (b) the charge or hydro 
phobicity of the molecule at the target site, or (c) the bulk of 
the side chain. 
Amino acids are typically classi?ed in one or more catego 

ries, including polar, hydrophobic, acidic, basic and aromatic, 
according to their side chains. Examples of polar amino acids 
include those having side chain functional groups such as 
hydroxyl, sulfhydryl, and amide, as well as the acidic and 
basic amino acids. Polar amino acids include, without limi 
tation, asparagine, cysteine, glutamine, histidine, selenocys 
teine, serine, threonine, tryptophan and tyrosine. Examples of 
hydrophobic or non-polar amino acids include those residues 
having non-polar aliphatic side chains, such as, without limi 
tation, leucine, isoleucine, valine, glycine, alanine, proline, 
methionine and phenylalanine. Examples of basic amino acid 
residues include those having a basic side chain, such as an 
amino or guanidino group. Basic amino acid residues include, 
without limitation, arginine, homolysine and lysine. 
Examples of acidic amino acid residues include those having 
an acidic side chain functional group, such as a carboxy 
group. Acidic amino acid residues include, without limitation 
aspartic acid and glutamic acid. Aromatic amino acids 
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include those having an aromatic side chain group. Examples 
of aromatic amino acids include, without limitation, biphe 
nylalanine, histidine, 2-napthylalananine, penta?uoropheny 
lalanine, phenylalanine, tryptophan and tyrosine. It is noted 
that some amino acids are classi?ed in more than one group, 

for example, histidine, tryptophan and tyrosine are classi?ed 
as both polar and aromatic amino acids. Additional amino 
acids that are classi?ed in each of the above groups are known 
to those of ordinary skill in the art. 

The substitutions which in general are expected to produce 
the greatest changes in peptide properties will be non-conser 
vative, for instance changes in which (a) a hydrophilic resi 
due, for example, seryl or threonyl, is substituted for (or by) a 
hydrophobic residue, for example, leucyl, isoleucyl, pheny 
lalanyl, valyl or alanyl; (b) a cysteine or proline is substituted 
for (or by) any other residue; (c) a residue having an electrop 
ositive side chain, for example, lysyl, arginyl, or histadyl, is 
substituted for (or by) an electronegative residue, for 
example, glutamyl or aspartyl; or (d) a residue having a bulky 
side chain, for example, phenylalanine, is substituted for (or 
by) one not having a side chain, for example, glycine. 
As the lipid af?nity of an amphipathic helix is largely due 

to the hydrophobicity of the amino acid residues on the hydro 
phobic face of the helix (Eisenberg et al., PNAS 81 :140-144, 
1984 and Eisenberg et al., J. Mol. Biol. 179:125-142, 1984), 
the overall lipid af?nity of an amphipathic helix can be 
reduced by replacing hydrophobic amino acids with more 
polar amino acids. In one embodiment, hydrophobic amino 
acids on the hydrophobic face of the 37-pA peptide (e.g., Phe, 
Leu orVal) were replaced withAla, which is less hydrophobic 
than Phe, Leu and Val (Eisenberg et al., PNAS 81:140-144, 
1984 and Eisenberg et al., J. Mol. Biol. 179:125-142, 1984). 
Speci?c, non-limiting examples include the 5A-37pA pep 
tide (SEQ ID NO: 3), the 1A-37pA peptide (SEQ ID NO: 4), 
the 2A-37pA peptide (SEQ ID NO: 5), the 3A-37pA peptide 
(SEQ ID NO: 6), and the 4A-37pA peptide (SEQ ID NO: 7). 

In another embodiment, hydrophobic amino acids on the 
hydrophobic face of the 37-pA peptide (e.g., Phe, Leu or Val) 
can be replaced with Gly, which is less hydrophobic than Phe, 
Leu and Val (Eisenberg et al., PNAS 81:140-144, 1984 and 
Eisenberg et al., J Mol. Biol. 179:125-142, 1984). Speci?c, 
non-limiting examples include those peptides shown in SEQ 
ID NOs: 8-10. Other slightly hydrophobic amino acids can be 
used in place of Ala or Gly for the substitutions (Eisenberg et 
al., PNAS 81 :140-144, 1984 and Eisenberg et al., J Mol. Biol. 
179:125-142, 1984). 

In addition to the naturally occurring genetically encoded 
amino acids, amino acid residues in the multi-domain pep 
tides may be substituted with naturally occurring non-en 
coded amino acids and synthetic amino acids. Certain com 
monly encountered amino acids which provide useful 
substitutions include, but are not limited to, [3-alanine and 
other omega-amino acids, such as 3-aminopropionic acid, 
2,3-diaminopropionic acid, 4-aminobutyric acid and the like; 
(x-aminoisobutyric acid; e-aminohexanoic acid; 6-aminova 
leric acid; N-methylglycine or sarcosine; ornithine; citrulline; 
t-butylalanine; t-butylglycine; N-methylisoleucine; phenylg 
lycine; cyclohexylalanine; norleucine; naphthylalanine; 
4-chlorophenylalanine; 2-?uorophenylalanine; 3-?uorophe 
nylalanine; 4-?uorophenylalanine; penicillamine; 1,2,3,4 
tetrahydroisoquinoline-3-carboxylic acid; [3-2-thienylala 
nine; methionine sulfoxide; homoarginine; N-acetyl lysine; 
2,4-diaminobutyric acid; 2,3-diaminobutyric acid; p-ami 
nophenylalanine; N-methyl valine; homocysteine; homophe 
nylalanine; homoserine; hydroxyproline; homoproline; 
N-methylated amino acids; and peptoids (N-substituted gly 
cines). 
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While in certain embodiments, the amino acids of the 
multi-domain peptides will be substituted with L-amino 
acids, the substitutions are not limited to L-amino acids. 
Thus, also encompassed by the present disclosure are modi 
?ed forms of the multi-domain peptides, wherein an L-amino 
acid is replaced with an identical D-amino acid (e.g., 
L-Arg—>D-Arg) or with a conservatively-substituted 
D-amino acid (e. g., L-Arg—>D-Lys), and vice versa. Speci?c, 
non-limiting examples include those peptides shown in SEQ 
ID NOs: 27-30 (see Table l; substituted amino acids are 
underlined) . 

In addition to making amino acid substitutions, other meth 
ods can be used to reduce the lipid af?nity of an amphipathic 
(x-helical domain. Examples of such methods include short 
ening the helical domain (speci?c, non-limiting examples 
include those peptides shown in SEQ ID NOs: 1 1-14), adding 
or deleting one or more amino acids to change the helix’s 
phase (speci?c, non-limiting examples include those peptides 
shown in SEQ ID NOs: 19-22 and 15-18, respectively), and 
changing the Type A amphipathic helical charge distribution 
of the polar face by switching the location of the positive and 
negative charge residues (speci?c, non-limiting examples 
include those peptides shown in SEQ ID NOs: 23-26; Segrest 
et al., Adv. Protein Chem. 451303-369, 1994). Additional 
methods include, for example, combining natural high lipid 
a?inity helices with arti?cially designed low lipid a?inity 
helices (speci?c, non-limiting examples include those pep 
tides shown in SEQ ID NOs: 31-34), combining natural low 
lipid a?inity helices with arti?cially designed high lipid a?in 
ity helices (speci?c, non-limiting examples include those 
peptides shown in SEQ ID NOs: 35-38), and combining non 
contiguous natural low lipid af?nity helices with natural high 
lipid a?inity helices (speci?c, non-limiting examples include 
those peptides shown in SEQ ID NOs: 39-42). Replacing Lys 
residues at the interface between the hydrophobic and hydro 
philic face with Arg (which decreases the ability of amphip 
athic peptides to insert in pho spholipid bilayers, Pal gunachari 
et al., Arlerioscler. Thromb. Vasc. Biol. 161328-338, 1996), is 
an additional method of reducing the lipid af?nity of an 
amphipathic (x-helical domain (speci?c, non-limiting 
examples include those peptides shown in SEQ ID NOs: 
43-45). 
Many of these changes to the amphipathic helix will be 

re?ected in a decrease in the hydrophobic moment of the 
peptide. However, some modi?cations (e.g., D-amino acid 
substitutions, changes to the charge distribution of the polar 
face residues and replacing Lys residues withArg residues) of 
the amphipathic helix may not alter the calculated hydropho 
bic moment, but will reduce the lipid af?nity of the peptide. In 
such instances, a functional test of lipid a?inity, such as 
retention time on reverse phase HPLC can be used to assess 
the impact of any change on the lipid af?nity of the peptide 
(see, e.g., FIG. 8).Additional, non-limiting examples of func 
tional tests that can be used to measure the lipid af?nity of the 
multi-domain peptides disclosed herein include: surface 
monolayer exclusion pressure (Palgunachari et al., Arlerio 
scler. Thromb. Vasc. Biol. 16:328-338, 1996), binding af?nity 
to phospholipid vesicles (Palgunachari et al., Arlerioscler. 
Thromb. Vasc. Biol. 16:328-338, 1996) and DMPC vesicle 
solubilization (Remaley et al., J. Lipid Res. 44:828-836, 
2003). Further examples of alternative methods of calculating 
the predicted lipid af?nity of the multi-domain peptides 
include: total hydrophobic moment, total peptide hydropho 
bicity, total peptide hydrophobicity per residue, hydrophobic 
ity of amino acids on the hydrophobic face, hydrophobicity 
per residue of amino acids on the hydrophobic face, and 
calculated lipid a?inity based on predicted peptide penetra 
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tion into phospholipid bilayers (Palgunachari et al., Arlerio 
scler. Thromb. Vasc. Biol. 16:328-338, 1996). Regardless of 
the parameter(s) used to assess the lipid af?nity of the multi 
domain peptides, those peptides that contain at least two or 
more helices, with at least one helix having relatively high 
lipid af?nity and one helix having relatively low lipid a?inity, 
are considered to be encompassed by the present disclosure. 
If alternative tests or alternative calculations are used instead 
of the hydrophobic moment calculation for calculating lipid 
af?nity, the optimal value of lipid af?nity for the high and low 
lipid a?inity helices can be functionally determined by per 
forming cytotoxicity assays (see, e.g., FIG. 9) and lipid ef?ux 
assays on non-ABCAl expressing and ABCAl expressing 
cells (see, e.g., FIG. 10). 

Also encompassed by the present disclosure are multi 
domain peptides or peptide analogs, wherein the multiple 
amphipathic (x-helical domains are comprised of dimers, tri 
mers, tetramers and even higher order polymers (i.e., “mul 
timers”) comprising the same or different sequences. Such 
multimers may be in the form of tandem repeats. The amphi 
pathic (x-helical domains may be directly attached to one 
another or separated by one or more linkers. The amphipathic 
(x-helical domains can be connected in a head-to-tail fashion 

(i.e., N-terminus to C-terminus), a head-to-head fashion, (i.e., 
N-terminus to N-terminus), a tail-to-tail fashion (i.e., C-ter 
minus to C-terminus), and/or combinations thereof. In one 
embodiment, the multimers are tandem repeats of two, three, 
four, and up to about ten amphipathic (x-helical domains, but 
any number of amphipathic (x-helical domains that has the 
desired effect of speci?cally promoting ABCAl lipid ef?ux 
with low cytotoxicity can be used. 

Additional aspects of the disclosure include analogs, vari 
ants, derivatives, and mimetics based on the amino acid 
sequence of the multi-domain peptides disclosed herein. 
Typically, mimetic compounds are synthetic compounds hav 
ing a three-dimensional structure (of at least part of the 
mimetic compound) that mimics, for example, the primary, 
secondary, and/or tertiary structural, and/or electrochemical 
characteristics of a selected peptide, structural domain, active 
site, or binding region (e.g., a homotypic or heterotypic bind 
ing site, a catalytic active site or domain, a receptor or ligand 
binding interface or domain, or a structural motif) thereof. 
The mimetic compound will often share a desired biological 
activity with a native peptide, as discussed herein (e.g., the 
ability to interact with lipids). Typically, at least one subject 
biological activity of the mimetic compound is not substan 
tially reduced in comparison to, and is often the same as or 
greater than, the activity of the native peptide on which the 
mimetic was modeled. 
A variety of techniques well known to one of skill in the art 

are available for constructing peptide mimetics with the 
same, similar, increased, or reduced biological activity as the 
corresponding native peptide. Often these analogs, variants, 
derivatives and mimetics will exhibit one or more desired 
activities that are distinct or improved from the corresponding 
native peptide, for example, improved characteristics of solu 
bility, stability, lipid interaction, and/ or susceptibility to 
hydrolysis or proteolysis (see, e.g., Morgan and Gainor, Ann. 
Rep. Med. Chem. 24:243-252, 1989). In addition, mimetic 
compounds of the disclosure can have other desired charac 
teristics that enhance their therapeutic application, such as 
increased cell permeability, greater af?nity and/or avidity for 
a binding partner, and/ or prolonged biological half-life. The 
mimetic compounds of the disclosure can have a backbone 
that is partially or completely non-peptide, but with side 
groups identical to the side groups of the amino acid residues 
that occur in the peptide on which the mimetic compound is 


















































