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SOLID PHASE PEPTIDE SYNTHESES

Matter enclosed in heavy brackets | ] appears in the
original patent but forms no part of this reissue specifica-
tion; matter printed in italics indicates the additions
made by reissue; a claim printed with strikethrough
indicates that the claim was canceled, disclaimed, or held
invalid by a prior post-patent action or proceeding.

REFERENCE

1O SEQUENCE LISTING

This application incorporates by reference the sequence
listing submitted on Jul. 10, 2018 1n ASCII text file format
in  accordance with 37 CFR 1.824(a) titled
[<“20180625_amended_sequence_listing”’] “1700 245
SL.txt” created on [Jun. 25, 2018] Feb. 11, 2021 with a file
size of [8 KB] 9,447 bytes. The sequence listing is part of the
specification and 1s herein incorporated by reference 1n its
entirely. In accordance with 37 CFR 1.825(a), the sequence
listing contains no new matter.

The present invention relates to improvements 1n the solid
phase synthesis of peptides (“SPPS”™).

Peptides are linked chains of amino acids which 1n turn
are the basic building blocks for most living organisms.
Peptides are also the precursors of proteins; 1.e., long com-
plex chains of amino acids. Peptides and proteins are fun-
damental to human and anmimal life, and they drive, aflect, or
control a wide variety of natural processes.

As just one example, peptides have been recently 1denti-
fied that can “keyhole” tumor specific mutations 1n certain
cancers and thus act as tumor specific vaccines (e.g., SAMP-
SON, J H ET AL. An epidermal growth factor receptor
variant IIl-targeted vaccine 1s safe and immunogenic in
patients with glioblastoma multiforme. Mol. Cancer Ther.
2009; 8: 2773-2779; L1 G, SIDDHARTHA M, WONG A 1.
The epidermal growth factor variant III peptide vaccine for
treatment of malignant gliomas. Neurosurg. Clin. N. Am.
2010; 21: 87-93; L1 G, WONG A J. EGF receptor variant 111
as a target antigen for tumor immunotherapy. Expert Rev.
Vaccines 2008; 7: 977-9835).

As a result, the study of peptides and proteins and the
capability to synthesize peptides and proteins are of signifi-
cant interest 1n the biological sciences and medicine.

In concept, solid phase synthesis is relatively simple and
straightforward. An amino acid 1s attached to a solid phase
particle by a linking group on the acid side, and to a
protecting group on the amine side. The protecting group 1s
removed so that the second acid (and 1n particular its acid
group) can be coupled to the amine group on the original
acid. The second (and succeeding) acids are also initially
protected, and thus the general sequence 1s to deprotect,
couple, and repeat until the desired peptide 1s completed,
tollowing which the completed peptide 1s cleaved from the
solid phase resin.

Solid phase peptide synthesis had 1ts genesis 1 1963
when R. B. Merrifield published the synthesis of a four-acid
chain using a solid phase method (R. B. MERRIFIELD;
Solid Phase Peptide Synthesis. 1. The Synthesis of a'T

letra-
peptide; J. Am. Chem. Soc., 1963, 85 (14), pp 2149-2154).

At the time, 1t was generally recogmized that organic
reactions could be carried out 1n this manner, but it was
assumed that the Merrifield method would be diflicult to
adapt to longer peptide sequences 1n any realistic purity.
Specifically, Mernfield’s suggestion that the 1solation steps
between and among coupling and deprotection steps could
be carried out merely by washing and without identification
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ol intermediates, was considered unlikely to offer long-term
success. In peptide synthesis, two problems are character-
istic: (1) the synthesis of unwanted byproducts; and (2) the
synthesis of some fraction of an undesired sequence based
on the presence of unremoved acid from a previous step or
cycle. In particular, a residue of the recently added (*acti-
vated”) acid tends to remain aiter the coupling step and must
accordingly be removed 1n some fashion.

Nevertheless, as summarized by CHAN AND WHITE,
Fmoc Solid Phase Peptide Synthesis (Oxford University
Press 2000), the washing steps provide acceptable purity and
the general simplicity of those washing steps and of avoid-
ing detailed characterization of intermediates gives the SPPS
method 1ts speed and efliciency advantages (e.g., page 1).

Accordingly, as generally well understood 1n the art, the
SPPS deprotection step 1s typically carried out by adding an
organic base to the protected acid, then draining the reaction
vessel—one of the advantages of SPPS i1s that the organic
compounds can be handled as 1f they were solids—then
washing the deprotected chain. In most circumstances, a
wash repeated five times 1s both typical and satisfactory to
remove anything that might create diflerent sequences or
undesired byproducts. The coupling step 1s then carried out
followed by another draining step, and another repetitive
wash, with five washes again being typical.

More recently (e.g., U.S. 20120041173; the contents of
which are incorporated entirely herein by reference), it has
become recognized that adding the deprotecting base for the
next cycle will scavenge the activated acid remaining from
the previous cycle, thus reducing or eliminating the number
of washing cycles necessary to ensure purity and avoid
unwanted sequences.

To interject with a poimnt well understood in this art,
improving, accelerating or eliminating any of the SPPS steps
becomes geometrically advantageous as longer peptide
sequences are synthesized. In this regard, microwave
assisted techniques have become widely accepted 1n the art,
following their introduction about a decade ago (e.g., com-
monly assigned U.S. Pat. No. 7,393,920, the contents of
which are likewise incorporated entirely herein by refer-
ence). Microwave techniques have reduced cycle times from
hours to minutes, thus providing multiple advantages in
SPPS and 1n research or commerce that depends upon SPPS.

To the extent that a newer technique such as microwave
assisted solid phase peptide synthesis can be called typical
or conventional, the step of adding the deprotecting base 1s
usually carried out by adding a suflicient volume of rela-
tively low concentration that will cover the drained resin in
the reaction vessel and the attached peptide after the cou-
pling step to ensure that both the scavenging and deprotec-
tion reactions take place.

Doing so, however, creates a thermal slow down (so to
speak) 1n that the volume of dilute organic base solution 1s
added at room temperature (e.g.,) 25° while the coupling
step has just been carried out at an elevated temperature, of
which temperatures of about 90° C. are exemplary (although
not limiting). As expected 1n a normal heat transfer situation,
this reduces the overall temperature of the components in the
vessel, which then must be reheated to reach the reaction
temperature required for the next deprotection and coupling
cycle.

Although these characteristics are disadvantageous only
in the strictest sense, an overall advantage always exists
when steps 1n the SPPS cycle are enhanced, accelerated, or
simply rendered unnecessary. Such improvements become
more and more advantageous (and conventional methods
become more disadvantageous) as the peptide chain length
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increases. Thus, speed advantages that might remain pro-
portionally meaningless in conventional organic solid phase
reactions (1.e., those that require only a few, and perhaps
only a single solid phase step) become 1ncreasingly impor-
tant when peptides containing 10, 20, or more acids are
synthesized using SPPS.

SUMMARY

In one aspect the invention 1s a method of deprotection in
solid phase peptide synthesis in which the improvement
comprises adding the deprotecting composition i high
concentration and small volume to the mixture of the
coupling solution, the growing peptide chain, and any excess
activated acid from the preceding coupling cycle, and with-
out any draiming step between the coupling step of the
previous cycle and the addition of the deprotection compo-
sition for the successive cycle.

In another aspect the invention 1s a method of deprotec-
tion 1n solid phase peptide synthesis in which the improve-
ment comprises deprotecting a protected amino acid by
combining the protected amino acid and a liquid organic
base 1n a reaction vessel and during or after the deprotection
step reducing the ambient pressure in the vessel with a
vacuum pull to remove the liquid organic base without any
intermediate draining step.

In another aspect the invention 1s a method of deprotec-
tion 1n solid phase peptide synthesis (SPPS) in which the
improvement comprises deprotecting a protected amino acid
at a temperature of at least about 60° C. while providing a
path for evaporating base to leave the reaction vessel

In another aspect the invention 1s a system for microwave
assisted solid phase peptide synthesis. In this aspect, the
system 1ncludes a microwave source positioned to direct
microwave radiation 1nto a microwave cavity, a microwave
transparent reaction vessel in the cavity, and a vacuum
source connected to the reaction vessel.

In another aspect the invention 1s a method of deprotec-
tion 1n solid phase peptide synthesis in which the improve-
ment comprises adding the deprotecting composition in high
concentration and small volume to the mixture of the
coupling solution, the growing peptide chain, and any excess
activated acid from the preceding coupling cycle, and with-
out any draining step between the coupling step of the
previous cycle and the addition of the deprotection compo-
sition for the successive cycle, and thereafter reducing the
ambient pressure 1n the vessel with a vacuum pull to remove
the deprotecting composition without any draining step.

In another aspect the invention 1s a method of deprotec-
tion 1n solid phase peptide synthesis which includes the steps
of adding the deprotection composition in high concentra-
tion and small volume to the mixture of the coupling
solution, the growing peptide chain, and any excess acti-
vated amino acid from the preceding coupling cycle; and
without any draining step between the coupling step of the
previous cycle and the addition of the deprotection compo-
sition for the successive cycle which removes at least 50%
of the volume of the previous cycle coupling solution; and
with the coupling solution at least 30° C.

The foregoing and other objects and advantages of the
invention and the manner in which the same are accom-
plished will become clearer based on the followed detailed
description taken in conjunction with the accompanying

drawings.

BRIEF DESCRIPTION OF THE DRAWINGS

FI1G. 1 1s a schematic diagram of the conventional steps of
SPPS synthesis.

FIG. 2 1s a schematic diagram of an improved version of
conventional SPPS peptide synthesis.
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FIG. 3 1s a schematic diagram of a first embodiment of the
present invention.

FIG. 4 1s a diagram 1llustrating the thermal advantages of
the current invention.

FIG. 5 1s a schematic diagram of a second embodiment of
the 1nvention.

FIG. 6 1s a schematic diagram of an instrument used to
carry out the method of the present invention.

FIG. 7 1s a second schematic diagram of portions of the
istrument used to carry out the present mvention.

DETAILED DESCRIPTION

FIG. 1 1s a schematic diagram of a conventional cycle
repeated during solid phase peptide synthesis and broadly
designated at 20. As set forth therein, the next acid to be
added 21 1s added 1n protected fashion to a reaction vessel
schematically diagramed at 22. The deprotection step 23 1s
carried out 1n the vessel 22 by adding an organic base in a
concentration of about 20% by volume 1n dimethyl forma-
mide (DMF). Useful organic bases include, but are not
limited to piperidine (C.H,,N; CAS No 110-89-4), pyrro-
lidine (C,H,N; CAS No 123-753-1), and 4-methyl piperidine
(CcH,;N; CAS No. 626-58-4). As 1indicated by the position
of the relative arrows, the deprotection solution 28 1s added
in advance of the next acid.

The deprotection solution 1s then drained (step 24) fol-
lowing which a washing liquid (e.g., methanol or 1sopropa-
nol) 1s added to the vessel for a washing step 25 carried out
repetitively with five repetitions being typical. The washing
solution 1s then removed 1n a second draining step 26 which
allows the coupling step 27 to take place. The coupling
composition 1s then removed in a third draining step 30
followed by a second washing step 31, again repeated five
times.

It will be understood that FIG. 1 1s schematic, and that
there are many details about one SPPS cycle that could be
added, but that FIG. 1 illustrates the concept sutliciently for
the skilled person to understand both 1t and the present
invention. In particular, the skilled person already recog-
nizes that FIG. 1 represents a cycle that 1s neither the step of
linking the resin to the first acid, nor does it illustrate
cleaving a finished peptide from the resin.

FIG. 2 illustrates the improved conventional method
referred to 1n the Background. In particular, the last washing,
step 31 of FIG. 1 can be omitted because any excess acid left
alter the coupling step 27 will be quenched by the depro-
tection solution (base) added at the start of the next cycle.
Obviously, this requires that deprotection solution be added
betore the next acid 21 1s added to the vessel 22.

FIG. 3 illustrates a first embodiment of the invention 1n
which the improvement comprises adding the deprotection
composition 1n a high concentration and small volume to the
mixture of the coupling solution, the growing peptide chain,
and any excess activated acid from the preceding coupling
cycle, and doing so without any draining step between the
coupling step of the previous cycle and the addition of the
deprotection composition for the successive cycle.

The use of a small volume 1n high concentration saves
physical space (only a small bottle 1s needed), avoids the
need to prepare a solution, and saves solvent. The method
additionally offers a thermal advantage (FIG. 3).

In exemplary versions of the claimed invention, an
organic base 1s used as the deprotecting composition with
piperidine or pyrrolidine or 4-methylpiperidine being typical
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(although not necessarily exclusive) for this purpose. It will
be understood, of course, that additional organic bases that
provide the deprotection function without otherwise inter-
fering with the other steps 1in the method, the growing
peptide chain, or the instrument, will be appropnate as well.

In the most exemplary embodiment, the piperidine or
pyrrolidine or 4-methylpiperidine can be added neat; 1.¢. as
an organic liquid and not 1n solution. In other circumstances,
the piperidine or pyrrolidine or 4-methylpiperidine can be
added as a highly concentrated solution of at least about 50%
organic base by volume, typically in DMF.

As a further advantage, the high concentration allows the
organic base to be added in a proportionally small volume
with a ratio of between about 1:20 and 1:3 being appropriate
based upon the volume of the coupling solution. Piperidine
or pyrrolidine or 4-methylpiperidine can be added in the
volume ratio of about 1:5 based upon the volume of the
coupling solution when added neat. In such circumstances,
the small volume of the deprotecting solution 1s typically
less than 2 ml, and often less than one milliliter. In exem-
plary circumstances, between about 0.4 and 1.0 ml of
piperidine are added to between about 3.8 and 4.2 ml of the
mixture of the coupling solution, the growing peptide chain
and any excess activated acid.

Expressing the proportion as a percentage, the small
volume of the deprotecting solution 1s 20% or less of the
volume of the mixture of the coupling solution, the growing,
peptide chain, and any excess activated acid.

FIG. 4 illustrates the thermal advantage oflered by the
invention which provides an additional time advantage 1n
cach SPPS cycle. As FIG. 4 demonstrates, 11 the coupling
step 1s carried out at temperatures of about 90° C., the
conventional use of a room temperature (e.g. 25° C.) wash
will have the expected thermal effect of lowering the tem-
perature of peptide and the resin 1n the vessel 1n accordance
with well understood and relatively simple relationships
(e.g., the drop 1n temperature will be directly proportional to
the mass of the added cooler liquid). Thus, when a washing,
or draining step 1s carried out after coupling, there will be
some time interval required to bring the reacting composi-
tions back up to the 90° coupling temperature.

In the invention, however, the addition of a small volume
(mass) of concentrated base will greatly moderate the degree
to which the temperature drops, thus making 1t easier and
faster to return the compositions to the required coupling
temperatures. In FIG. 4, the conventional thermal profile 1s
indicated by the solid line 34 and the thermal profile
provided by the mvention 1s indicated by the dotted line 35.
It will be understood, of course, that FIG. 4 1s schematic, not
drawn to scale, and illustrative rather than a precise track of
any particular mixture.

FI1G. 5 1llustrates another aspect of the mvention 1n which
the improvement comprises deprotecting a protected amino
acid by combining the protected amino acid and liquid
organic base 1n a reaction vessel, and then during or after the
deprotection step reducing the ambient pressure 1n the vessel
to below atmospheric pressure with a vacuum pull to remove
the liguid organic base without any intervening draining
step.

In general, and as can be confirmed by appropnate
resources, the boiling point of piperidine 1s approximately
106° C. and that of DMF 1s about 153° C. As a result the
vapor pressure ol piperidine will be higher than the vapor
pressure of DMF at any given temperature. Accordingly it
has now been discovered that pulling a moderate vacuum
from the vessel can selectively remove the piperidine and
completely avoid the draining step. FIG. 5 illustrates this
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schematically by showing the deprotection step 23 followed
by an evaporation step 36 followed by the draining step (of
liquids other than the organic base) and then the coupling
step 27. The boiling point of 4-methylpiperidine 1s 123° C.,
oflering similar advantages.

Expressed alternatively, piperidine’s vapor pressure 1s
about 4 mm Hg at 25° C., about 39 mm Hg at 50° C., and
about 55 mm Hg at 60° C. For pyrrolidine, the vapor
pressure 1s about 8.4 mm Hg at 25° C. and about 102 mm Hg
at 60° C. Thus, raising the temperature to 60° C. greatly
encourages the desired evaporation.

Consistent with well understood principles of liquid and
vapor pressure, the method can further comprise accelerat-
ing the deprotection step by heating the combined protected
amino acid and the liquid organic base 1n the vessel 22, and
then accelerating the removal step further by pulling the
vacuum 36 while heating the vessel contents. When using a
microwave assisted process as described herein (and else-
where), the microwave radiation can be used to both accel-
crate the deprotection step and to accelerate the vacuum
removal step.

In exemplary methods, the pressure can be reduced to
below atmospheric pressure, or, expressed 1n terms of tem-
peratures, the deprotection step can be carried out by heating
the compositions to at least about 60° C., and 1n some cases
to between about 81° C. and 99° C., after which the vessel
contents can be heated to between about 90° and 110° to
accelerate the vacuum removal step. Functionally, the
vacuum and the applied microwave power should provide
the 1ntended enhanced evaporation without otherwise
adversely atli

ecting the remaining materials 1n the vessel or
causing problems 1n subsequent steps in the SPPS cycle.

These two improvements in overall SPPS cycles can, be
combined, so that in another aspect, the improvement
includes the steps of adding the deprotecting composition 1n
high concentration and small volume to the mixture of the
coupling solution, the growing peptide chain, and any excess
activated acid from the preceding coupling step, and doing
so without any interveming draining step between the cou-
pling step of the previous cycle and the addition of depro-
tection composition for the successive cycle. Thereafter, the
ambient pressure 1n the vessel 1s reduced with a vacuum pull
to remove the deprotecting composition without any drain-
ing step.

Combining both improvements in this manner 1s 1llus-
trated by the differences between FIG. 1 and FIG. 5 and can
allow the cycle to avoid both the washing steps and two of
the draining steps. As set forth 1in the Background, any such
advantage 1 an individual cycle will be geometrically
multiplied as a longer peptide chain i1s synthesized.

FIGS. 6 and 7 are schematic illustrations of selected
portions ol a system for carrying out the improvements
described herein. Most basically, the system includes a
microwave source illustrated as the diode 40 positioned to
direct microwave radiation mto a microwave cavity 41, and
with a vacuum source shown as the pump 42 connected to
the reaction vessel 22 1n the cavity 41. Although the micro-
wave source 1s 1llustrated as a diode (an IMPAT'T diode 1s
exemplary), a magnetron 1s a similarly acceptable source as
1s a klystron, each of these 1tems being well understood 1n
the art by the skilled person and can be selected as desired
for purposes of convenience, design, or cost, and without
undue experimentation.

FIG. 6 also shows that microwave radiation from the
source 40 1s typically directed through a waveguide 43
which provides support to the cavity 41. The vacuum pump
42 pulls from the vessel 22 along line 44 and usually
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includes a trap 45 which 1s otherwise conventional (e.g., a
cold trap using liquid nitrogen) and positioned between the
vessel and the vacuum pump 42. In the absence of the trap
45, the vacuum pump needs to be capable of handling the
cvaporated base and solvents while still operating as
intended.

As schematically illustrated in FIG. 6, in exemplary
embodiments, the cavity 41 can support a single mode of
microwave radiation at the microwave frequencies produced
by the microwave source 40. A temperature probe 46 (for
which a fiber optic device 1s exemplary) 1s positioned to read
the temperature of the reaction vessel 22 1n the cavity 41. In
conjunction with a processor 47 (which can be either inter-
nal or external to the overall system), the measured tem-
perature can be used to drive the source and to thus increase,
decrease, or otherwise moderate the microwave radiation
into the cavity in the most advantageous manner.

As further schematic details, the microwave source 40 1s
driven by a power supply broadly designated at 50 which 1n
preferred embodiments can be the switching power supply
(and associated methods) set forth 1n U.S. Pat. No. 6,288,
3’79, the contents of which are incorporated entirely herein
by reference. The basic circuits between the power supply
and the diode 40 are likewise 1llustrated schematically at 51.
Basic circuitry of the type required 1s well understood by
those 1n the relevant arts, need not be described 1in detail
herein, and can be built and operated by the skilled person
without undue experimentation.

FIG. 7 schematically illustrates a few additional details of
the system for carrying out the method of the mvention. In
FIG. 7 the vessel 1s again designated at 22, and FIG. 7
turther 1illustrates that the vessel 22 includes a Int 52
(typically made of glass) and a spray head 53. The frit 52
permits liquids to be drained from the reaction vessel 22 and
the spray head 53 delivers compositions to the reaction
vessel 22. Other equivalent fixtures can be selected by the
skilled person without undue experimentation.

In particular, FIG. 7 illustrates a nitrogen supply 54 which
1s connected to a plurality of supply bottles 55 which for
schematic purposes are illustrated as Erlenmeyer flasks. A
plurality of metered loops are schematically illustrated by
lines 56, 57, and 58 and connect the nitrogen supply to the
supply bottles 55; and corresponding lines 60, 61, and 62
then connect to a common line 63 that reaches the spray
head 53 for delivery to the vessel 22. A separate line 63
provides nitrogen from the source 34 to the liquids and resin
in the vessel 22 to agitate (bubble) the contents of the vessel
22 to carry out appropriate mixing and circulation during
deprotection, coupling, and cleavage reactions.

Nitrogen 1s helpful under these circumstances because 1t
1s relatively mexpensive, widely available, and 1nert to the
reactions being carried out and to the equpment in the
instrument or system. It will thus be understood that other
iert gases, mcluding the noble gases, can be used for this
purpose, but in most cases will simply be more expensive
and less widely available. In a functional sense, any gas that
will avoid interfering chemically with the ongoing reactions
or with the mstrument will be appropnate.

In a manner consistent with the diagram of FIG. 6, the
nitrogen supply and the metered loop can connect to the
processor 47 so that the processor 47 can control the manner
in which the compositions are dispensed from the vessels 55
to the reaction vessel 52. Although not illustrated, the skilled
person will recognize that the simple schematic line con-
nections (64 and 65) are 1n practice combination of tubes
(pipes), valves, and controls for those lines; e.g., 1n practice
line 64 represents a connection between a valve or manifold
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in line 58, a controller for that line, and the processor 47. The
same relationships hold true for the line 65 between the
nitrogen supply 54 and the processor 47.

Experimental (Predictive)

Materials and Methods

Reagents

All Fmoc amino acids were obtained from Novabiochem
(San Diego, Calif.) and contained the following side chain
protecting groups: Asn(Irt), Asp(OtBu), Arg(Pb1), Cys(Trt),
Gln(Trt), Glu(OtBu), His(Trt), Lys(Boc), Ser(tBu), Thr
(tBu), Trp(Boc), and Tyr(tBu). N-[(1H-Benzotriazol-1-yl)
(dimethylamino )methylene]-N-methylmethanaminium
hexatluorophosphate Noxide (HBTU), N-hydroxybenzotri-
azole (HOBTt), and benzotriazol-1-yl-N-oxy-tris(pyrroli-
dino)phosphonium hexafluorophosphate (PyBOP), were
also obtained from Novabiochem. Diisopropylethylamine
(DIEA), N-methylmorpholine (NMM), collidine (TMP),
piperidine, piperazine, trifluoroacetic acid (TFA), thioani-
sole, 1,2-ethanedithiol (EDT), and phenol were obtained
from Sigma Aldrich (St. Louis, Mo.). Dichloromethane
(DCM), N .N-Dimethyliformamide (DMF), Nmethylpyrroli-
done (NMP), anhydrous ethyl ether, acetic acid, HPLC
grade water, and HPLC grade acetonitrile were obtained
from VWR (West Chester, Pa.).

SPHERITIDE™ resin: Trityl linker was prepared using
SPHERITIDE™ resin (CEM Corporation; Matthews, N.C.;
USA). The SPHERITIDE™ resin consists of poly-e-lysine
cross-linked with multifunctional carboxylic acids.

CEM LIBERTY™ Automated Microwave Peptide Syn-
thesizer

The LIBERTY™ gsystem (CEM Corporation, Matthews,
N.C.) 1s a sequential peptide synthesizer capable of complete
automated synthesis including cleavage of up to 12 different
peptides. The LIBERTY™ system uses the single-mode
microwave reactor, DISCOVER™, which has been widely
used in the organic synthesis industry. The LIBERTY™
synthesizer uses a standard 30 malliliter (ml) Tetlon® glass
tritted reaction vessel for 0.025-1.0 millimole (mmol) syn-
theses. The reaction vessel features a spray head for delivery
of all reagents and a fiber-optic temperature probe for
controlling the microwave power delivery. The system uti-
lizes up to 25 stock solutions for amino acids and seven
reagent ports that can perform the following functions: main
wash, secondary wash, deprotection, capping, activator,
activator base, and cleavage. The system uses nitrogen
pressure for transier of all reagents and to provide an inert
environment during synthesis. Nitrogen bubbling 1s used for
mixing during deprotection, coupling, and cleavage reac-
tions. The system uses metered sample loops for precise
delivery of all amino acid, activator, activator base, and
cleavage solutions. The LIBERTY™ gsynthesizer 1s con-
trolled by an external computer, which allows for complete

control of each step 1n every cycle.
Peptide Synthesis: (SEQ ID NO: 1) VYWTSPFMKILI-

HEQCNRADG.NH?2

A model peptide contamning all 20 amino acids was
synthesized under a variety of conditions using the CEM
LIBERTY™ automated microwave peptide synthesizer on
0.132 g Spheritide™ resin (0.66 meq/g substitution). Depro-
tection was performed 1n two stages using a fresh reagent
cach time with (1) 80% piperidine 1n DMF; or (11) piperidine
neat. In each case, 0.8 ml of the piperidine was added to 4.0
ml of the coupling solution remaining from the addition of
the previous acid. An 1nmitial deprotection of 30 s at S0 W (5
min at 0 W for conventional synthesis) was followed by a
3-min deprotection at 50 W (15 min at O W for conventional
synthesis) with a maximum temperature of 80° C.
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No draining step was carried out between the coupling
step of a previous cycle and the addition of the piperidine for
the successive cycle.

After deprotection, the piperidine was removed by apply-
ing a vacuum that reduced the ambient pressure in the
reaction vessel to below atmospheric pressure. Removal was
enhanced by applying microwave power at 50 W for 3
minutes.

Coupling reactions were performed in the presence of a
S-fold molar excess of 0.2 M Fmoc-protected amino acids

dissolved 1n DMF with various types of activation: (1)
HBTU:DIEA:AA (0.9:2:1); HBTU:HOBt:DIEA:AA (0.9:1:
2:1); (1) PyBOP:DIEA:AA (0.9:2:1); (1v) HBTU:NMM.:
AA (0.9:2:1); and (v) HBTU:TMP:AA (0.9:21), double
coupling on valine. Coupling reactions were for 5 min at 40

W (30 min at 0 W for conventional synthesis) with a
maximum temperature of 80° C. In later experiments, cou-
pling conditions of cysteine and histidine were altered to 2
min at 0 W followed by 4 min at 40 W with a maximum
temperature of 50° C. Cleavage was performed using 10 ml
of Reagent K (TFA/phenol/water/thiocanisole/EDT; 82.5/5/
5/5/2.5) for 180 min. Following cleavage, peptides were
precipitated out and washed using 1ce-cold anhydrous ethyl
cther.

Peptide Analysis

Prior to LC-MS analysis, all peptides were dissolved in
10% acetic acid solution and lyophilized to dryness. Ana-
lytical HPLC of peptide products was performed using a
Waters Atlantis dC18 column (3 um, 2.1x100 mm) at 214
nm. Separation was achieved by gradient elution of 5-60%
solvent B (solvent A=0.05% TFA 1n water; solvent
B=0.025% TFA 1n acetonitrile) over 60 min at a flow rate of
0.5 ml/min. Mass analysis was performed using an LCQ
Advantage 10on trap mass spectrometer with electrospray

ionization (Thermo Electron, San Jose, Calif.). Racemiza-
tion analysis of amino acids was performed by C.A.T.
GmbH & Co. (Tuebingen, Germany) using a published
GC-MS method that involves hydrolysis of the peptide 1n 6
N DCI/D20 (The Peptides: Analysis, Synthesis, Biology,

ERHARD GROSS editor).
In another embodiment, the mmvention presents a novel

process whereby the coupling and deprotection steps occur
within the same solvent. In this process concentrated base 1s
added directly to the resin coupling solution after a desired
period of time for the coupling to occur. The deprotection
step 1s then immediately started when the base 1s added.
Theretore, the onset of the deprotection step 1s immediately

alter the coupling step without any time delay. Additionally,

only a small volume of base 1s required since 1t can use the
solvent present from the coupling reaction. This requires a
sophisticated reagent delivery system for the base that 1s
accurate at very small volumes (0.5 mL) with rapid delivery.
Typically, a 20% solution of base (piperidine) 1n solvent 1s
used for the deprotection step. Excess base concentration

can increase base-catalyzed side reactions and therefore

significant solvent 1s required. This means that significant
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solvent can be saved from this process by adding concen-
trated base to the coupling solvent.
To demonstrate the eflectiveness of this new process a

batch of 24 peptides were assembled using an automated
peptide synthesizer modified to perform the in-situ solvent
recycling step during each cycle.

Materials and Methods

All peptides were synthesized using a Liberty Blue
PRIME system (CEM Corporation; Matthews, N.C.; USA)

allowing for automated in-situ solvent recycling and evapo-

ration based washing. The peptides were synthesized at 0.05
mmol scale with 10 equivalents of amino acid using Carb-
oMAX™ coupling with AA/DIC/Oxyma (1:2:1) based acti-
vation for 100 sec at 90° C. ProTide resins (CEM Corpo-
ration; Matthews, N.C.; USA) based on TentaGel®
technology were used for synthesis with either a Rink Amide
linker or a C1-TCP(Cl) linker with unactivated loading of the

first amino acid with DIEA at 90° C. for 5 min. The
deprotection step was performed for 50 sec at 95° C. and

initiated by adding 0.5 mL of 50% pyrrolidine directly to the
coupling solution. A single 1x4 mlL wash was used 1n

between the deprotection and coupling steps. Peptides were
cleaved with TEA/TIS/H20O/DODt (92.5:2.5:2.5:2.5) for 30
min at 38° C. using a RAZOR cleavage system (CEM
Corporation; Matthews, N.C.; USA).

Cl
Cl

\
/

4
\

Cl-TCP(CI)-Protide
Fmoc

SNH
PPN
o

)

AN
N,

(

RA-ProTlide

Results and Discussion:

All peptides synthesized 1n Table 1 gave the desired target
as the major peak with a standard cycle time of 2 minutes
and 58 seconds. The in-situ solvent recycling process
allowed for 0.5 mL of a concentrated pyrrolidine (BP 87° C.)
solution to be added to the end of the coupling step (without
draining) An advantage of this setup was that the deprotec-
tion 1immediately proceeded very close to the desired tem-
perature (95° C.) since the coupling solution was already at
90° C. During the deprotection process a vacuum was
applied and the pyrrolidine was evaporated and subse-
quently condensed in the waste container. This allowed only
a single wash step (1x4 mL) to be required at the end of the
deprotection step.
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TABLE 1

Automated Seguential Batch Svnthegis of 24 Peptides

12

10

11

12

13

14

15

16

17

18

19

20

Peptide

GRP (SEQ ID NO: 2)
VPLPAGGGTVLTKMYPRGNHWAVGHLM-NH,

Glucagon

(SEQ ID NO: 3) H-
HSQGTFTSDYSKYLDSRRAQDEFVQWLMNT -
NH,

Bivalirudin (SEQ ID NO: 4)
H- fPRPGGGGNGDFEEIPEEYL-0OH

Angiotensin (SEQ ID NO: 5)
H-NRVYVHPFE-OH

PTH 1-34

(SEQ ID NO: 6) H-
SVSEIQLMHNLGKHLNSMERVEWLRKKLQD
VHNF - NH,

Gonadorelin (SEQ ID NO: 7)
pEHWSYGLRPG-NH,

Triptorelin (SEQ ID NO: 8)
pEHWS YWLRPG-NH,

Liraglutide (SEQ ID NO: 9)
H-HAEGTFTSDVSSYLEGQAAK (y-E-
palmitoyl) EFIAWLVRGRG-NH,

Exenatide

(SEQ ID NO: 10) H-
HGEGTFTSDLSKOMEEEAVRLE I EWL KNGGP
SSGAPPPS - NH,

MOG (35-55) (SEQ ID NO: 11)
H-MEVGWYRSPFSRVVHLYRNGK-NH,

Secretin (SEQ ID NO: 12)
H-HDGTFTSELSRLRDSARLORLLOGLV-NH,

Teriparatide

(SEQ ID NO: 13) H-
SVSEIQLMHNLGKHLNSMERVEWLRKKLQD
VHNF - NH,

GLP-1 (7-37)

(SEQ ID NO: 14) H-
HAEGTFTSDVSSYLEGQAAKEF IAWLVKGR
G-NH,

Magainin 1 (SEQ ID NO: 15)
H-GIGKFLHSAGKFGKAFVGEIMKS - NH,

Tetracosactide (SEQ ID NO: 16)
H-SYSMEHFRWGKPVGKKRRPVEKVYP -NH,

|Arg8|-Vasopressin
(SEQ ID NO: 17) H-CYFQNCPRG-NH,

Ubiquitin (SEQ ID NO: 18)
MOIFVKTLTGKTITLEVEPSDTIENVKAKIQD
KEGIPPDQORLIFAGKOQLEDGRTLSDYNIQKE
STLHLVLRLRGG-NH,

Paragsin I (SEQ ID NO: 19)
H- KGRGKOGGKVRAKAKTRS S - NH,

Dynorphin A (SEQ ID NO: 20)
H-YGGFLRRIRPKLKWDNQ-NH,

ACP (SEQ ID NO: 21)
H-VQAAIDY ING-NH,

Digeage Area

Regulates Gastrin
Release

Hypoglycemlia

Blood thinner

Vagsoconstrictor

Ogteoporosis

Fertility

Breagst Cancer,
Prostrate Cancer,
Fertility

Diabetes

Diabetesg

Multiple Sclerosis

Osmoregulation

Ogsteoporosis

Diabetes

Antibiotic
Adrenal Cortex
stimulant
Hormone {(blood
veggel

contraction)

Protein signaling
agent

Antibiotic

Opiolid Research

Fatty Acid
Synthesis

Regsin Used

RA ProTide

RA ProTide

Cl-2-Cl-Trt

Cl-2-Cl-Trt

RA ProTide

RA ProTide

RA ProTide

RA ProTide

R2A ProTide

RA ProTide

RA ProTide

RA ProTide

RA ProTide

RA ProTide

R2A ProTide

RA ProTide

RA ProTide

RA ProTide

RA ProTide

RA ProTide

UPLC
Purity

81

75

71

82

70

o1

73

80

74

71

70

60

74

79

77

54

=60

87

71

52

Synthesis

Time

1:

22

: 28

: 05

: 30

: 43

: 35

: 35

: 31

- 58

: 05

: 19

- 43

134

11

.13

: 32

- 44

: 59

: B3

: 32



US RE49,961 E
13

L1

TABLE 1-continued

14

Automated Seguential Batch Svnthegis of 24 Peptides

21

22

23

24

Peptide Disease Area Regin Used
BAM 3200 (SEQ ID NO: 22) Opioid Research RA ProTide
H-YGGFMRRVGRPEWWMDYQKRYGGE L -

NH,

HIV-TAT (47-57) (SEQ ID NO: 23) HIV/AIDS RZ ProTide
Fmoc- YGRKKRRORRR -NH, Research

HIV-TAT {(48-60) (SEQ ID NO: 24) HIV/AIDS RZA ProTide
Fmoc-GRKKRRORRRPPQ-NH, Regearch

Pramlintide (SEQ ID NO: 25) Diabetes RA ProTide

KCNTATCATQRLANFLVHSSNNFGPILPPTN
VGSNTY- -NH,

TOTAL SYNTHESIS TIME FOR ENTIRE BATCH: 32.6 hours

standard cycle time (2 minutes 57 seconds) from (a)—
climination of the coupling drain time, (b)—elimination of
the deprotection delivery time between steps, and (¢)—
climination of the temperature ramp time for the deprotec- 25
tion step thereby allowing a shorter deprotection time to be

used. Additionally, significant solvent savings were possible

This new process provided a significant reduction in

<160>

<210>
<211>
<212>
<213>
220>
223>

<400>

20

during each cycle.

claims.
SEQUENCE LISTING

NUMBER OF SEQ ID NOS: 25

SEQ ID NO 1

LENGTH: 20

TYPE: PRT

ORGANISM: Artificial Sequence
FEATURE :

OTHER INFORMATION: Description of Artificial Sequence: Synthetic
peptide

SEQUENCE: 1

Val Tyr Trp Thr Ser Pro Phe Met Lys Leu Ile His Glu Gln Cys Asn

1

5 10 15

Arg Ala Asp Gly

<210>
<211>
<212>

<213>
220>
<223>

<400>

20

SEQ ID NO 2
LENGTH: 27
TYPE: PRT

ORGANISM: Artificial Sequence

FEATURE :

OTHER INFORMATION: Description of Artificial Sequence: Synthetic
peptide

SEQUENCE: 2

Val Pro Leu Pro Ala Gly Gly Gly Thr Val Leu Thr Lys Met Tyr Pro

1

5 10 15

Arg Gly Asn His Trp Ala Val Gly His Leu Met

<210>
<211>
«212>
213>
220>
<223>

20 25

SEQ ID NO 3

LENGTH: 29

TYPE: PRT

ORGANISM: Artificial Sequence

FEATURE :

OTHER INFORMATION: Description of Artificial Sequence: Synthetic

UPLC
Purity

70

93

88

72

(%)

Synthesis
Time

1:16

In the drawings and specification there has been set fort
a preferred embodiment of the mmvention, and althoug
specific terms have been employed, they are used i a
generic and descriptive sense only and not for purposes of
limitation, the scope of the mvention being defined in the

with the complete elimination of the deprotection solvent

1

1
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-continued
peptide
<400> SEQUENCE: 3

Hig Ser Gln Gly Thr Phe Thr Ser Asp Tyr Ser Lys Tyr Leu Asp Ser
1 5 10 15

Arg Arg Ala Gln Asp Phe Val Gln Trp Leu Met Asn Thr
20 25

<210> SEQ ID NO 4

<211> LENGTH: 20

<212> TYPRE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Sequence: Synthetic
peptide

<220> FEATURE:

«221> NAME/KEY: MOD_RES

222> LOCATION: (1) .. (1)

223> OTHER INFORMATION: D-amino acid

<400> SEQUENCE: 4

Phe Pro Arg Pro Gly Gly Gly Gly Asn Gly Asp Phe Glu Glu Ile Pro
1 5 10 15

Glu Glu Tyr Leu
20

<210> SEQ ID NO b5

<211> LENGTH: &8

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

223> OTHER INFORMATION: Desgcription of Artificial Sequence: Synthetic

peptide
<400> SEQUENCE: b5

Asn Arg Val Tyr Val His Pro Phe
1 5

<210> SEQ ID NO o6

<211> LENGTH: 34

<212> TYPRE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:
<223> OTHER INFORMATION: Description of Artificial Sequence: Synthetic
polypeptide

<400> SEQUENCE: 6

Ser Val Ser Glu Ile Gln Leu Met His Asn Leu Gly Lys Higs Leu Asn
1 5 10 15

Ser Met Glu Arg Val Glu Trp Leu Arg Lys Lys Leu Gln Asp Val His
20 25 30

Asn Phe

<210> SEQ ID NO 7

<211> LENGTH: 10

<212> TYPRE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

223> OTHER INFORMATION: Desgcription of Artificial Sequence: Synthetic
peptide

<220> FEATURE:

«<221> NAME/KEY: MOD_RES

222> LOCATION: (1).. (1)

<223> OTHER INFORMATION: Pyroglutamic acid

<400> SEQUENCE: 7

16
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-continued

Glu His Trp Ser Tyr Gly Leu Arg Pro Gly
1 5 10

<210> SEQ ID NO 8

<211> LENGTH: 10

<212> TYPRE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Desgcription of Artificial Sequence: Synthetic
peptide

<220> FEATURE:

«<221> NAME/KEY: MOD_RES

«222> LOCATION: (1) .. (1)

<223> OTHER INFORMATION: Pyroglutamic acid

<220> FEATURE:

«221> NAME/KEY: MOD_RES

<222> LOCATION: (6) .. ({6)

<223> QOTHER INFORMATION: D-amino acid

<400> SEQUENCE: 8

Glu His Trp Ser Tyr Trp Leu Arg Pro Gly
1 5 10

<210> SEQ ID NO ©

<211> LENGTH: 31

<212> TYPRE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Sequence: Synthetic
polypeptide

<400> SEQUENCE: ©

Higs Ala Glu Gly Thr Phe Thr Ser Asp Val Ser Ser Tyr Leu Glu Gly
1 5 10 15

Gln Ala Ala Lys Glu Phe Ile Ala Trp Leu Val Arg Gly Arg Gly
20 25 30

<210> SEQ ID NO 10

<211> LENGTH: 39

<212> TYPRE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

223> OTHER INFORMATION: Desgcription of Artificial Sequence: Synthetic
polypeptide

<400> SEQUENCE: 10

Higs Gly Glu Gly Thr Phe Thr Ser Asp Leu Ser Lys Gln Met Glu Glu
1 5 10 15

Glu Ala Val Arg Leu Phe Ile Glu Trp Leu Lys Asn Gly Gly Pro Ser
20 25 30

Ser Gly Ala Pro Pro Pro Ser
35

«<210> SEQ ID NO 11
<211> LENGTH: 21

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Sequence: Synthetic
peptide

<400> SEQUENCE: 11

Met Glu Val Gly Trp Tyr Arg Ser Pro Phe Ser Arg Val Val His Leu
1 5 10 15

Tyr Arg Asn Gly Lys
20
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-continued

<210> SEQ ID NO 12

<211> LENGTH: 26

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Sequence: Synthetic

peptide
<400> SEQUENCE: 12

Hig Asp Gly Thr Phe Thr Ser Glu Leu Ser Arg Leu Arg Asp Ser Ala
1 5 10 15

Arg Leu Gln Arg Leu Leu Gln Gly Leu Val
20 25

<210> SEQ ID NO 13

<211l> LENGTH: 34

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Sequence: Synthetic
polypeptide

<400> SEQUENCE: 13

Ser Val Ser Glu Ile Gln Leu Met His Asn Leu Gly Lys Higs Leu Asn
1 5 10 15

Ser Met Glu Arg Val Glu Trp Leu Arg Lys Lys Leu Gln Asp Val His
20 25 30

Asn Phe

<210> SEQ ID NO 14

<211> LENGTH: 31

<212> TYPRE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Desgcription of Artificial Sequence: Synthetic
polypeptide

<400> SEQUENCE: 14

Higs Ala Glu Gly Thr Phe Thr Ser Asp Val Ser Ser Tyr Leu Glu Gly
1 5 10 15

Gln Ala Ala Lys Glu Phe Ile Ala Trp Leu Val Lys Gly Arg Gly
20 25 30

<210> SEQ ID NO 15

<211> LENGTH: 23

<212> TYPRE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

223> OTHER INFORMATION: Desgcription of Artificial Sequence: Synthetic
peptide

<400> SEQUENCE: 15

Gly Ile Gly Lys Phe Leu His Ser Ala Gly Lys Phe Gly Lys Ala Phe
1 5 10 15

Val Gly Glu Ile Met Lys Ser
20

<210> SEQ ID NO 16

<211> LENGTH: 24

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Sequence: Synthetic

peptide

20



<400> SEQUENCE:

16
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-continued

Ser Tyr Ser Met Glu His Phe Arg Trp Gly Lys Pro Val Gly Lys Lys

1

5

Arg Arg Pro Val Lys Val Tyr Pro

<210>
<211>
«212>
<213>
«220>
<223>

20

PRT

peptide

<400> SEQUENCE:

SEQ ID NO 17
LENGTH: 9
TYPE :
ORGANISM: Artificial Sequence
FEATURE:
OTHER INFORMATION: Desgcription of Artificial Sequence:

17

Cys Tyr Phe Gln Asn Cys Pro Arg Gly

1

<210>
<211>
<212 >
<213>
220>
<223 >

<400>

PRT

76

5

SEQ ID NO 18
LENGTH :
TYPE :
ORGANISM: Artificial Sequence
FEATURE:
OTHER INFORMATION: Desgcription of Artificial Sequence:

polypeptide

SEQUENCE :

Met Gln Ile Phe

1

Val

Gln

Ser
65

<210>
<211>
<212>
<213>
«220>
<223 >

Glu

Glu

Leu

50

Thr

Pro

Gly
35

Glu

Leu

Ser
20
Tle

ASP

His

PRT

peptide

<400> SEQUENCE:

19

18

Val

5

AsSp

Pro

Gly

Leu

SEQ ID NO 19
LENGTH :
TYPE :
ORGANISM: Artificial Sequence
FEATURE:
OTHER INFORMATION: Desgcription of Artificial Sequence:

19

Thr

Pro

ATg

Vval
70

Thr

Tle

AsSp

Thr

55

Leu

Leu

Glu

Gln

40

Leu

Arg

Thr

AgSh

25

Gln

Ser

Leu

10

Gly Lys
10

Val Lys

Arg Leu

Asp Tvyr

Arg Gly
75

Thr

Ala

Tle

Asn

60

Gly

Ile

Phe
45

Ile

Thr

Tle

30

Ala

Gln

15

Leu Glu
15

Gln Asp

Gly Lys

Lys Glu

Lys Gly Arg Gly Lys Gln Gly Gly Lys Val Arg Ala Lys Ala Lys Thr

1

Arg Ser Ser

<210>
<211>
<«212>
<213>
<220>
<223 >

peptide

<400> SEQUENCE:

Tyr Gly Gly Phe Leu Arg Arg Ile Arg Pro Lys Leu Lys Trp Asp Asn

1

Gln

17
PRT

5

SEQ ID NO 20
LENGTH :
TYPE :
ORGANISM: Artificial Sequence
FEATURE:
OTHER INFORMATION: Desgcription of Artificial Sequence:

20

5

10

10

15

15

Synthetic

Synthetic

Synthetic

Synthetic

22
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-continued

<210> SEQ ID NO 21

<211l> LENGTH: 10

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Sequence: Synthetic
peptide

<400> SEQUENCE: 21

Val Gln Ala Ala Ile Asp Tyr Ile Asn Gly
1 5 10

<210> SEQ ID NO 22

<211> LENGTH: 25

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Sequence: Synthetic
peptide

<400> SEQUENCE: 22

Tyr Gly Gly Phe Met Arg Arg Val Gly Arg Pro Glu Trp Trp Met Asp
1 5 10 15

Tyr Gln Lys Arg Tyr Gly Gly Phe Leu
20 25

<210> SEQ ID NO 23

<211> LENGTH: 11

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Sequence: Synthetic
peptide

<400> SEQUENCE: 23

Tyr Gly Arg Lys Lys Arg Arg Gln Arg Arg Arg
1 5 10

<210> SEQ ID NO 24

<211> LENGTH: 13

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Sequence: Synthetic
peptide

<400> SEQUENCE: 24

Gly Arg Lys Lys Arg Arg Gln Arg Arg Arg Pro Pro Gln
1 5 10

<210> SEQ ID NO 25

<211l> LENGTH: 37

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Sequence: Synthetic
polypeptide

24



US RE49,961 E

25

26

-continued

<400> SEQUENCE: 25

Lys Cys Asn Thr Ala Thr Cys Ala Thr Gln Arg Leu Ala Asn Phe Leu

1 5 10

15

Val His Ser Ser Asn Asn Phe Gly Pro Ile Leu Pro Pro Thr Asn Val

20 25

Gly Ser Asn Thr Tvyr
35

The 1nvention claimed 1s:

1. A method of deprotection in batch solid phase peptide
synthesis conducted in a batch reaction vessel in which the
improvement Comprises:

adding an organic base deprotection composition neat to

a mixture of a growing peptide chain, a solid phase
support, and any excess activated amino acid from a
preceding coupling cycle in the batch reaction vessel,
wherein the organic base 1s added to the mixture of the
growing peptide chain, the solid phase support, and
any excess activated amino acid from a preceding

coupling cycle in the batch reaction vessel 1n a volume
of 20% or less of the volume of the mixture of the
growing peptide chain, the solid phase support, and
any excess activated amino acid from a preceding
coupling cyvcle in the batch veaction vessel, and
without any draining step of the mixture of the growing
peptide chain, the solid phase support, and any excess
activated amino acid from a preceding coupling cycle
in the batch reaction vessel between the coupling step
of any preceding coupling cycle and the addition of a
deprotection composition for any successive cycle.

2. A method according to claim 1 further comprising
adding a successive amino acid to the mixture of the
growing peptide chain, the solid phase support, and any
excess activated amino acid from a preceding coupling cycle
tollowing the step of adding the deprotection composition.

3. A method according to claim 1 comprising adding an
organic base selected from the group consisting of piperi-
dine, pyrrolidine, and 4-methyl piperidine.

4. A method according to claim 1 wherein the organic base
1s a liquid added neat to the mixture of the growing peptide
chain, the solid phase support, and any excess activated
amino acid from a preceding coupling cycle i a ratio of
between about 1:20 and 1:3 based upon the volume of the
mixture.

5. A method according to claim 3 comprising adding an
organic base selected from the group consisting of piperi-
dine, pyrrolidine, and 4-methyl piperidine 1n a volume ratio
of about 1:5 based upon the volume of the mixture.

6. A method according to claim 1 wherein the volume of
the deprotection composition 1s less than 2 mL.

30

15

20

25

30

35

40

45

50

7. A method according to claim 1 wherein the volume of
the deprotection composition 1s less than 1 mL.

8. A method according to claim 1 wherein the volume of
the deprotection composition 1s between about 0.4 and 1.0
ml added to between about 3.8 and 4.2 ml of the mixture of
the growing peptide chain, the solid phase support, and any
excess activated amino acid.

9. A method of deprotection in solid phase peptide syn-
thesis in which the improvement comprises:

deprotecting a protected amino acid by combiming and

heating the protected amino acid and a liquid organic
base 1n a reaction vessel; and

during or after the deprotecting step, reducing the ambient

pressure 1n the vessel with a vacuum pull to remove the
liguid organic base without any intervening draining
step while simultaneously heating the vessel contents;
and

without otherwise adversely aflecting the remaining

materials 1 the vessel or causing problems 1n any
subsequent steps 1n the SPPS cycle.

10. A method according to claim 9 comprising:

applying microwave radiation to heat the deprotection

step; and

applying microwave radiation to accelerate the vacuum

removal step.

11. A method according to claim 9 comprising reducing
the pressure 1n the vessel to less than one atmosphere.

12. A method according to claim 9 comprising;

heating the combined protected amino acid and liquid

organic base to between about 81° C. and 99° C. to
accelerate the deprotection step; and

heating the vessel contents to between about 90° C. and

110° C. to accelerate the removal step.

13. A method of deprotection in solid phase peptide
synthesis (SPPS) in which the improvement comprises
deprotecting 1n a reaction vessel a protected amino acid
below atmospheric pressure at a temperature of at least
about 60° C. while providing a path for evaporating base to
leave the reaction vessel.

14. A method according to claim 13 further comprising
carrying out a maximum of one washing step between the
deprotecting and coupling steps 1n the SPPS cycle.
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