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although it is a highly reprotoxic solvent, classified as a
substance of very high concern (SVHC).10,11 Because the
synthetic procedures do not admit a reduction in the amount
of solvent, several attempts have been reported in recent years
for replacing DMF with greener solvents, according to well-
known solvent-selection guides.12−18 The first examples of
green solid-phase peptide synthesis (GSPPS) were widely
reported by MacMillan et al.18 and by Albericio and co-
workers during the last 10 years with several papers concerning
the use of less hazardous solvents such as water,19

tetrahydrofuran20 (THF), acetonitrile20 (ACN), 2-methylte-
trahydrofuran21,22 (2-MeTHF), cyclopentyl methyl ether22

(CPME), ethyl acetate23 (EtOAc), and γ-valerolactone23,24

(GVL). Very recently, the use of N-butylpyrrolidone (NBP)
was reported by Lopez et al. for the synthesis of a late
intermediate for the preparation of Octreotide.25 In SPPS the
solvent has to efficiently promote the swelling of the resins, the
coupling, the deprotection, and the washing steps. A single
solvent able to simultaneously afford optimal results during all
these different steps may be difficult to find, and for this reason
a great number of green solvents has been excluded from the
reported studies. To expand the array of suitable solvents for
SPPS, using mixtures of two different solvents could be a valid
alternative and hence represent a novel successful tool.26,27 In
fact, the chemical/physical features of solvent mixtures could
be more appropriate than those exhibited by single
components5,28,29 and could show more efficient properties
as swelling agents and solubilization media. For example, the
viscosity of a single solvent can display negative effects on the
reaction rates and mass transfer; therefore, the use of a
cosolvent can reduce these drawbacks together with a
reduction in the hydrogen-bonding tendency.1 In this context,
we report a study focused on the replacement of DMF in SPPS
with mixtures of two green solvents (GM-SPPS), obtained by
mixing Cyrene (dihydrolevoglucosenone), sulfolane, or anisole
with dimethyl or diethyl carbonate. The efficiency of these
mixtures was first explored in the synthesis of a model peptide
(Aib-Enkephalin) and evaluated in terms of resin swelling,
couplings, deprotections, and washing processes. The best
protocols have been selected and adopted for the synthesis of
the more challenging sequence Aib-ACP (modified version of
ACP64−74).

30 This peptide is usually reported to test the
goodness of the synthetic method due to the high tendency of
longer peptides to aggregate during their assembly on solid
support. Furthermore, the introduction of Aib residues in
position 66 and 67 of the original peptide enhances the
possibility to detect sequences lacking these residues (des-Aib)
as a result of coupling steps prevented by sterically hindered
amino acids. Finally, as recently stressed by Isidro-Llobet et
al.,31 it is important to demonstrate that new green protocols
can be useful for industrial uptake. So, following this need, the
green optimized procedure was applied to the high-yield
synthesis of Octreotide ($1.75B market in 2018 according to
IQVIA data) pharmaceutical-grade according to United States
Pharmacopeia (USP).

■ EXPERIMENTAL SECTION
General Remarks. All chemicals were purchased from commer-

cial suppliers and were used without further purification. The solvents
used were of high-performance liquid chromatography (HPLC)
reagent grade: anisole (Merck) ≥99%; sulfolane (Merck) ≥99% (with
water ≤0.20%); Cyrene (CircaGroup) ≥99% (with γ-valerolactone
<0.01%; sulfolane <0.04%); diethyl carbonate (Merck) ≥99%;

dimethyl carbonate (Merck) ≥99%. Analytical HPLC was performed
on an Agilent 1260 Infinity II system, and ChemStation software was
used for data processing, coupled to an electrospray ionization mass
spectrometer, using H2O + 0.08% trifluoroacetic acid/CH3CN as
solvent at 25 °C (positive-ion mode, m/z = 100−1500, fragmentor 30
V). A more detailed description of HPLC chromatograms can be
found in the Supporting Information. For the heating, Minichiller
300-H OLÈ was used with H2O + 0.1 g of Na2CO3/L as thermal fluid.

Determination of Resin Swelling.40 Resin (100 mg) was
weighted into a 3 mL syringe fitted with a polypropylene fritted disc
(void volume = 0.2 mL) and closed with a cap at the bottom. Solvent
(2 mL) was added, and the resin in the syringe was shaken for 30 min
at room temperature, with further 5 min of equilibrium. The solvent
was removed under vacuum through a needle introduced at the
bottom of the syringe. The volume of the dry resin was then recorded,
and the degree of swelling was calculated from the following formula:
degree of swelling (mL/g) = 10 × (measured volume − 0.2). All the
measurements were performed in triplicate, and the data were
reported as medium value. The standard deviation for each
measurement is reported in the Supporting Information.

Solubility Test. Fifty mg of selected Fmoc amino acid was
dissolved in the proper solvent at a concentration of 0.2 M. In some
cases a selected pair of coupling reagents (3 equiv) was added to these
solutions.

Solid-Phase Synthesis of H-Tyr-Aib-Aib-Phe-Leu-OH or H-
Tyr-Aib-Aib-Phe-Leu-NH2. The synthesis was performed in a glass
syringe, attached at the bottom to a vacuum source to remove excess
of reagents and solvents. The resin (PS-Wang-OH 0.8−1.1 mmol/g
or Rink Amide ChemMatrix 0.6 mmol/g, 100 mg) was washed with
DMF, dichloromethane (DCM) and DMF or mixture, iPrOH, and
mixture (2 × 3 mL each). A solution of Fmoc-Leu-OH (3 equiv),
N,N′-diisopropylcarbodiimide (DIC) (3 equiv), and Oxyma Pure (3
equiv) in the proper mixture, preactivated for 5 min, was charged onto
the resin and stirred for 1 h. After the peptide coupling, the resin was
washed with DMF, DCM and DMF or mixture, iPrOH, and mixture
(2 × 3 mL each). Then, 20% piperidine in DMF or selected mixture
was charged on the resin (2 × 3 mL × 15 min). The resin was washed
and ready for the subsequent couplings, deprotections, and washings,
as reported before, to obtain the pentapeptide. The peptide was
cleaved from the resin with trifluoroacetic acid (TFA)/H2O/
triisopropylsilane (TIS) (95:2.5:2.5) solution for 2 h at room
temperature. The crude was directly analyzed by HPLC-MS.

Solid-Phase Synthesis of H-D-Phe-Cys-Phe-D-Trp-Lys-Thr-
Cys-Thr-ol (Linear Octreotide) in 70:30 Anisole/Dimethyl
Carbonate (Method 8). The synthesis was performed in a glass
syringe, attached at the bottom to a vacuum source to remove excess
of reagents and solvents. The resin (H-Thr(tBu)-ol-2CT-PS 0.6
mmol/g, 500 mg) was washed with 3 mL of Mix C3, 3 mL of iPrOH,
and 3 mL of Mix C3. A preactivated solution of Fmoc-Cys(Trt)-OH
(3 equiv), DIC (3 equiv), and Oxyma Pure (3 equiv) in Mix C3 (3.3
mL) was charged onto the resin and stirred for 1 h. After the peptide
coupling, the resin was washed with 3 mL of Mix C3, 3 mL of iPrOH,
and 3 mL of Mix C3. Fmoc removal was performed by adding 2 × 3
mL of 20% piperidine in Mix C3 on the resin, shaking it for 10 min
each. After the deprotection, the resin was washed with 4 × 3 mL of
Mix C3. The resin was ready for the subsequent couplings,
deprotections, and washings, as reported before, to obtain the
decapeptide. The final washings were performed with Mix C3 (4 × 3
mL) and iPrOH (3 × 2 mL). The peptide was cleaved from the resin
with TFA/TIS/1-dodecanthiol (9 mL/0.7 mL/0.6 mL) solution for 4
h at room temperature. The solution was recovered by filtration.
Diisopropyl ether (37 mL) was added dropwise at 0−5 °C to the
acidic solution until precipitation of peptide was achieved. The
resulting mixture was stirred for 1.5 h at 0−5 °C. The precipitate was
filtered, washed with diisopropyl ether and petroleum ether, and dried
under vacuum, affording an off-white solid. The crude was analyzed
by HPLC-MS. For the synthesis with method 1, as a substitution for
Mix C3 and iPrOH, DMF and DCM were used.

Cyclization of Linear Octreotide. Crude trifluoroacetate linear
Octreotide (1 g of a raw synthetic product containing 82.3% or 88.0%
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of the target product according to HPLC) was dissolved in methanol
(5.5 mL), adjusted with phosphate-buffered saline (PBS) to pH 7.5−
8.0 (70 mL), and mixed with a solution of hydrogen peroxide (280
μL). The reaction mixture was stirred for 2 h. The reaction mixture
was acidified with acetic acid to pH 4 and filtered. Methanol was
evaporated and the remaining aqueous solution was fractionated on
ChromaCon MCSGP system with H2O/ACN. The content of
peptide in the lyophilized material was 98.1% (883 mg), and the
purity of the peptide was 99.9% according to USP method.

■ RESULTS AND DISCUSSION
Resin Swelling with Mixtures of Solvents. At first, we

selected three different types of resins according to the relative
characteristics of their structure and bonding groups for
studying their swelling properties in different green solvent
mixtures: Merrifield, TentaGel, and ChemMatrix. The first one
is a polystyrene (PS) resin in which the polymer is cross-linked
with 1% of divinylbenzene (DVB), with a loading of 0.2−1.2
mmol/g. This is the most employed resin as a consequence of
its chemical stability, but it is also a highly hydrophobic
support, due to the short length of the spacer used to separate
the peptide sequence and the matrix.32 TentaGel (TG) is a
well-established polyethylene glycol (PEG)-functionalized PS
resin, prepared by grafting of PEG (50−70%) to low cross-
linked polystyrene by an ether linkage. This aspect is
responsible for the mechanical and physicochemical properties
of this support. Due to the presence of long and flexible PEG
spacers, the reactive sites are less affected by the hydro-
phobicity of the PS matrix, and normally the reactions are
faster than those performed on resins that are fully composed
of PS units. Therefore, TG exhibits good swelling properties in
most PEG-compatible solvents.33,34 Finally, ChemMatrix
(CM) belongs to the family of pure cross-linked PEG resins.
The main advantage of this resin relies in the vicinal position of
carbon−oxygen bonds in the chains, generating three possible
different helical arrangements: the first largely hydrophobic,
the second of intermediate hydrophobicity, and the third
hydrophilic. This amphiphilic nature of PEG makes the resin
well-solvated in both polar and nonpolar solvents. Because this
feature is beneficial for the accessibility of reactive sites and for
diffusion, CM resins have been widely used in the synthesis of
longer peptides and small proteins with the same procedures
applied for polystyrene and TG resins.35−37 In our case, each
of these matrixes (Merrifield, TG, and ChemMatrix) is
considered with a functionalization with Wang linker38 or
Rink Amide linker,39 both sensitive to TFA treatment for the
cleavage of final peptide as a C-terminal acid or amide,
respectively. Swelling properties of each of these six resins in
the selected solvent mixtures were measured by adopting the
method reported by Santini et al.40 Resin (100 mg) was
introduced in a syringe and swelled for 30 min under shaking
with the selected solvent mixture, with 5 min of equilibrium at
the end. A good solvent has to swell ±30% of the volume
observed for DMF: in detail, a solvent swelling the resin >4.0
mL/g can be considered a good solvent, a moderate solvent
affords 2.0−4.0 mL/g, while a solvent achieving <2.0 mL/g has
to be considered poor.
It should be noted that a level of swelling that is too high

(≫4.0 mL/g) can in turn affect the efficiency of the synthesis
because a smaller amount of peptide can be built on the same
volume of SPPS reactor and a larger volume of solvent is then
required for a uniform suspension of the resin.25,40,41 To
validate the reproducibility of the method, PS-Wang resin was
first swelled in three common solvents (DMF, DCM, and N-

methyl-2-pyrrolidone (NMP)), and the obtained results were
compared with those reported in the literature40,41 (Figure S1
in the Supporting Information), confirming the efficiency of
the protocol.
We then selected five green solvents (Cyrene, sulfolane,

anisole, dimethyl carbonate, and diethyl carbonate) and
evaluated their performance as swelling agents in mixtures
(Figure 1). Despite the fact that several studies have been
reported using single components,41 to the best of our
knowledge mixtures of two green solvents as SPPS media
have not been reported thus far. Cyrene (Cyr) is a biobased
solvent produced in two steps from cellulose,42 with physical
properties similar to other dipolar aprotic solvents, including
NMP and DMF.43−45

Recently, it has been explored in cross-coupling reactions,46

synthesis of ureas,47 amides,48 and graphene processing.49

Sulfolane (Sul) is a dipolar aprotic industrial solvent, with
water miscibility and good air stability. It is also miscible with
esters, ketones, ethers, and other solvents belonging to the
dipolar aprotic family.50 Anisole (An), dimethyl carbonate
(DMC), and diethyl carbonate (DEC) are moderately polar
aprotic solvents, reporting high scores in GSK solvent
sustainability guide.51

Furthermore, carbonates, easily prepared from common
alcohols,52,53 exhibit a polar behavior similar to those exhibited
by DCM and THF.54 To maximize the efficiency of the
selected solvents in the swelling of resins and in the
solubilization of reactants, mixtures of them have been
prepared as reported in Table 1. The reported two-component
mixtures were then used to investigate the performance in

Figure 1. Green solvents chosen for the study and combinations of
them in different mixtures.

Table 1. Volume Ratio of the Two Components of Each
Mixturea

volume ratio (%)

mix 1 2 3 4 5 6 7

A Cyr 90 80 70 50 30 20 10
DEC 10 20 30 50 70 80 90

B Sul 90 80 70 50 30 20 10
DEC 10 20 30 50 70 80 90

C An 90 80 70 50 30 20 10
DMC 10 20 30 50 70 80 90

aCyr = Cyrene; Sul = sulfolane; DEC = diethyl carbonate; DMC =
dimethyl carbonate; An = anisole. All the solvents were perfectly
miscible at the reported proportions.
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Figure 2. Swelling results of PS-Wang-OH resin.

Figure 3. Swelling results of PS-RinkAmide MBHA resin.

Figure 4. Swelling results of TentaGel-Wang-OH resin.

Figure 5. Swelling results of TentaGel-RinkAmide resin.
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swelling for each of the six selected resins, and the results were
compared to those obtained with DMF and with the single
green solvents (Figures 2−7).
The collected data show a strong dependence of swelling

from the solid matrix. Concerning Mixes A (green columns in
Figures 2−7), the best swelling results have been obtained with
PS-Wang resin and with a lower percentage of Cyrene (η =
0.01450 Pa·s at 20 °C), while an opposite trend has been
observed for all the other resins. If PEG is present, the affinity
toward Cyrene-based mixtures decreases when the PEG
content in the matrix becomes higher (see ChemMatrix
resins). In fact, despite the great affinity of carbonates for

polyethylene glycol chains, the presence of Cyrene reduces
their ability to suspend the PEG-based solid supports.
As regards Mixes B (red columns in Figures 2−7), they

showed a better swelling ability when decreasing the
percentage of sulfolane (d = 1.261 g/mL at 25 °C), with the
exception of PS-RinkAmide MBHA resin (Figure 3), which
shows poor swelling in both Mixes A and B. It should be
underlined that sulfolane at room temperature is close to its
melting point (mp = 20−26 °C, η = 0.01007 Pa·s at 25 °C); its
mixtures with diethyl carbonate (η = 0.000749 Pa·s at 25 °C)
are much less viscous than the pure solvent and are
consequently more suitable for solvation. This aspect should

Figure 6. Swelling results of ChemMatrix-Wang-OH resin.

Figure 7. Swelling results of ChemMatrix-RinkAmide resin.

Figure 8. Comparison of resin swelling in 30:70 = Cyr/DEC alias A5 (green), 30:70 = Sul/DEC alias B5 (red), 70:30 = An/DMC alias C3 (blue).
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be taken into account for the following explorations of amino
acids solubility. Finally, the average trend in Mixes C (blue
columns in Figure 2−7) was independent from the two
solvents ratio and showed good results in all the cases, as
confirmed by the low difference in viscosity of the two
components (anisole: η = 0.000778 Pa·s at 30 °C; η =
0.000585 Pa·s at 25 °C). Furthermore, the resin terminal
functionalization with Wang or RinkAmide linker did not
significantly influence the swelling results.
To proceed with the investigation, we selected for each

group of solvent mixtures those exhibiting the average best
swelling performance, i.e., A5 (30:70 = Cyr/DEC), B5 (30:70
= Sul/DEC), and C3 (70:30 = An/DMC). In particular, better
swelling was obtained with mixtures A5 and B5 on PS-Wang-
OH resin, while for ChemMatrix-RinkAmide resin mixtures B5
and C3 were the most efficient (Figure 8, dotted columns).
Solubility Screening. As mentioned before, a good

solvent for SPPS should also be able to dissolve the reagents
required for the peptide-coupling steps. For this reason, we
screened the solubility of selected Fmoc amino acids in the
chosen mixtures A5 (30:70 = Cyr/DEC), B5 (30:70 = Sul/

DEC), and C3 (70:30 = An/DMC). Fmoc-Val-OH, selected
as a model amino acid, was initially suspended in the three
solvent mixtures with a fixed concentration of 0.2 M.
Under these conditions, Fmoc-Val-OH was not completely

soluble in mixtures A5 and C3, while it was perfectly dissolved
in mixture B5. Because activated amino esters can be better
dissolved in common solvents if compared to the relative free
acid forms, different coupling reagent pairs were tentatively
added to the suspension of Fmoc-Val-OH in the correspond-
ing solvent mixture. Specifically, COMU/N,N-diisopropyle-
thylamine (DIPEA), DIC/Oxyma Pure, DIC/hydroxybenzo-
triazole (HOBt), 1-[bis(dimethylamino)methylene]-1H-1,2,3-
triazolo[4,5-b]pyridinium 3-oxid hexafluorophosphate
(HATU), and 2-(1H-benzotriazol-1-yl)-1,1,3,3-tetramethy-
luronium hexafluorophosphate (HBTU) were tested for this
purpose. From these experiments, DIC/Oxyma Pure resulted
in the most efficient coupling system that was able to dissolve
in 5 min the Fmoc amino acid with only a pale opalescence,
originated by a partial precipitation of the urea, coproduct of
the amino acid activation. Moreover, the advantages of using
the Oxyma Pure/DIC coupling system have been recently

Table 2. Methods Based on Green Solvents Mixture for the Synthesis of Aib-Enkephalin Pentapeptide on PS-Wang-OH and
ChemMatrix-RinkAmide

aPS-Wang resin was used. bChemMatrix-RinkAmide resin was used.
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demonstrated mainly for its significant reduction of race-
mization and efficiency in couplings higher than HOBt and 1-
hydroxy-7-azabenzotriazole (HOAt).55−62 Thus, the described
protocol for solubility study was then applied to other amino
acids with aliphatic side chains such as Fmoc-Gly-OH, Fmoc-
Ala-OH, Fmoc-Leu-OH, Fmoc-Ile-OH, and Fmoc-Aib-OH;
aromatic side chains such as Fmoc-Phe-OH, Fmoc-D-Phe-OH,
Fmoc-Tyr(tBu)-OH, and Fmoc-D-Trp(tBu)-OH; functionaliz-
able side chains such as Fmoc-Lys(Boc)-OH, Fmoc-Glu(tBu)-
OH, Fmoc-Arg(Boc)-OH, Fmoc-Cys(Trt)-OH, Fmoc-Asn-
(tBu)-OH, Fmoc-Gln(Trt)-OH, and Fmoc-Asp(tBu)-OH;
cyclic amino acids such as Fmoc-Pro-OH; and branched side
chain amino acids such as Fmoc-Thr(tBu)-OH. In all cases,
DIC/Oxyma Pure was confirmed to be the best coupling agent
system for the generation of the active species that were
soluble in the reported mixtures (see Figures S2−S7 in the
Supporting Information) and for this reason was employed for
further explorations.
Protocol for Peptide Synthesis. The selected solvent

mixtures A5, B5, and C3 were then explored in SPPS for the
synthesis of Aib-enkephalin pentapeptide (H-Tyr-Aib-Aib-Phe-
Leu-COOH/COONH2) (Figures S8 and S9 in the Supporting
Information). This peptide is a good model for a case study
because the misincorporation of Aib residues could easily
occur during the synthesis. The amount of the des-Aib
sequences could then provide a measure of the new solvent
goodness compared to DMF. The Aib-enkephalin peptide was
manually assembled on two different types of resins: PS-Wang-
OH (loading 0.8−1.1 mmol/g) with Mixes A5 and B5 and
ChemMatrix-RinkAmide (loading 0.6 mmol/g) with Mixes B5
and C3. The first resin will furnish the corresponding NH2/
COOH peptide, while ChemMatrix-RinkAmide will give the
corresponding NH2/CONH2 peptide after cleavage with TFA.
In both cases the peptide was assembled on 0.1 g of the
selected resin with DIC/Oxyma Pure as coupling reagents and

piperidine as Fmoc-removal agent. The synthetic procedures
with selected resins (PS-Wang and ChemMatrix-RinkAmide)
and solvent mixtures (A5, B5, and C3) are summarized in
Table 2.
Green solvent mixtures were employed at first only for

coupling steps, and then for all synthetic steps, together with
isopropanol. Synthesis carried out in DMF/DCM was also
reported for comparison. The results of the different applied
methods are reported in Table 3, where HPLC determined
ratios of the target pentapeptide together with des-Aib, des-
Aib2, and other impurities are reported. Interesting results were
obtained by applying methods 3 and 4 on ChemMatrix-
RinkAmide resin (Table 3, entries 5 and 6), i.e., when Mixes
B5 and C3 were used for the coupling steps, yielding 59.8%
and 60.6% of the target pentapeptide, respectively. In these
cases, the achieved result was slightly better in comparison
with the synthesis performed in standard solvents (DMF/
DCM) on ChemMatrix-RinkAmide resin (entry 2)
Methods 2 and 3 on PS-Wang-OH resin (Table 3, entries 3

and 4) showed, as for reference method 1 (entry 1), a
byproducts family of peptides identified as des-Leu com-
pounds, due to the expected difficulties in the loading of the
first amino acid on this resin. However, a great improvement in
target peptide purity was obtained using methods 2 and 3 with
PS-Wang-OH resin in comparison with method 1, where only
13.5% of Aib-enkephalin was obtained (entries 3 and 4 vs entry
1).
Considering the first screening of the new mixtures, the

synthesis of Aib-enkephalin was repeated, extending the use of
mixtures A5, B5, and C3 also to washings and deprotection
steps, with the aim to completely avoid the use of DMF all
over the procedure. With this protocol, despite the fact that
mixture A5 did not provide the expected results (purity of
target 37.3%), B5 and C3 afforded a good increase in the
purity of pentapeptide (Table 3, entries 8, 9, and 10,

Table 3. HPLC Purities for Aib-Enkephalin Pentapeptide Assembled on PS-Wang-OH or ChemMatrix-RinkAmide under
Different Conditions

aRefs 20 and 22. bLoading of Leu performed twice (1 h of coupling each). cThe green mixture was used only for couplings (see Table 2).
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respectively). In particular, a purity of 72.1% for the anisole/
dimethyl carbonate mixture on ChemMatrix-Rink Amide
(entry 10) can be justified by the very good swelling tendency
of this resin in the selected mixture. The use of sulfolane/
diethyl carbonate on PS-Wang-OH resin (entry 8) for all the
synthetic steps showed instead a considerable reduction of des-
Leu sequence even if the amount of des-Aib peptide did not
change significantly, in comparison with entry 4.
Finally, we repeated the synthesis with methods 5 and 6 on

PS-Wang-OH (entries 11 and 12) performing the loading of
Leu to the resin twice (2 × 1 h). We observed considerable
reduction in des-Leu peptides content for the mixture of
Cyrene/diethyl carbonate (from 39.0% to 10.9%, entry 7 vs
entry 11), while for the sulfolane/diethyl carbonate mixture,
the purity of the target peptide remained almost unchanged.
Application of New Green Protocols to the Solid-

Phase Synthesis of Aib-ACP. The best operative procedures
resulting from the synthesis of Aib-enkephalin (methods 6 and
7 on ChemMatrix-RinkAmide, entries 9 and 10 of Table 3)
were applied for obtaining the longer peptide Aib-ACP, often
used as a model due to its tendency to aggregation and folding
during SPPS, leading to issues along the synthesis. The chosen
peptide is a modified version of ACP64−74, naturally present in
the longer peptidic sequence of acyl carrier protein of
Escherchia coli. The aggregation during peptide synthesis of
Aib-ACP and other long peptides is confirmed by three steps
usually occurring during the synthesis: incomplete couplings,
difficulties during loading of sterically hindered amino acids,
and incomplete Fmoc removal.58 These sensitive steps were
monitored during the synthesis of Aib-ACP decapeptide on
ChemMatrix-RinkAmide by applying methods 6 and 7 (see
Table 2 for more more detailed method description). Results
obtained from HPLC analysis are reported in Table 4.

The purity of the target Aib-ACP obtained with Mix C3
(anisole/dimethyl carbonate = 70:30, entry 3, Table 4) was
slightly lower but comparable with that reported in the
literature for the synthesis in DMF (entry 1, Table 4). A
negligible amount of impurities was attributed to incomplete
deprotection of N-Fmoc sequences in the case of method 7. In
fact, together with the target product and its des-Aib derivative,
it was possible to detect the presence of other des-AA
sequences derived from expected issues in the anchoring of the
last four residues of the sequence. Concerning the synthesis in
Mix B5 (sulfolane/diethyl carbonate mixture, entry 2, Table
4), the presence of shorter sequences considerably impacts the
purity of the target decapeptide (see Supporting Information,
Figure S25). This evidence demonstrated that a slight
improvement in mixture viscosity (B5 vs C3) has to be
taken into account in the synthesis of longer peptides.
Application of GM-SPPS to the Synthesis of

Pharmaceutically Interesting Peptide: Octreotide. Pro-
ceeding with a funnel selection of the above-reported
conditions, we tested the feasibility of the defined new

protocol in the synthesis of a peptide with pharmaceutical
applications, Octreotide (H2N-D-Phe-Cys

2-Phe-D-Trp-Lys-
Thr-Cys7-Thr-ol). Mix C3 (70:30 = anisole/dimethyl carbo-
nate) was selected for performing the chosen peptide (see
Figure S27 in the Supporting Information). Although this is a
medium-length peptide, the difficulties in its synthesis largely
depend on the presence of Cys residues, which enhances the
susceptibility to racemization induced by coupling and
deprotection conditions. We used for this study a H-
Thr(tBu)-ol-2CT polystyrene resin. The swelling ability of
the preloaded 2CT-PS resin in the above-reported green
mixtures was explored: among them, Mix C3 was the best,
displaying an efficiency comparable to DMF (see Figure S28 in
the Supporting Information) and was therefore selected as the
synthesis medium. Specifically, the standard DCM/DMF
synthesis (method 1, Table 5) was performed for comparison,
together with the new green protocol (method 8, Table 5).
Results obtained from the two different protocols are reported
in Table 6.
The introduction of green mixture proved to be extremely

efficient, yielding the target linear Octreotide with good purity,
as observed in the HPLC purity profile. The main difference
stands in the presence of des-Cys7 peptide when the green
mixture is introduced in the protocol for all steps. No
significant changes were recorded by using Mix C3 only for
couplings or deprotections or modifying the coupling
conditions of Fmoc-Cys(Trt)-OH (i.e., double couplings,
longer couplings). It is worth noticing that all the species
reported in Table 6 (except des-Cys7 peptide) are not
impurities but precursors of the final API, as confirmed by
performing the oxidation of the crude, where all these species
were converted in the final cyclic Octreotide under selected
reaction conditions63 reported in the Experimental Section
(Figures S33 and S34 and analysis by USP method in Figure
S35 in the Supporting Information). To further improve the
purity of the target peptide, the coupling of Cys7 in Mix C3
was performed at 40 °C.21 As reported in Table 6, by heating
the system a significant increase in octapeptide purity was
observed (82.3% vs 64.6%). This is due to almost complete
absence of des-Cys7 amount. Heating the reactor for each
coupling and deprotection step afforded an even higher purity
profile (i.e., 84.9%, see Table S1 in the Supporting
Information). The results are in line with those reported by
Lopez et al.25 in the green synthesis of Octreotide in N-
butylpyrrolidone, thus opening the way to the use of green
protocols for the synthesis of API peptides.

■ CONCLUSIONS
In this work we report the use of different green binary
mixtures for solid-phase peptide synthesis as a valid alternative
to standard hazardous solvents such as DMF. In particular,
mixtures of Cyrene/diethyl carbonate (30:70, Mix A5),
sulfolane/diethyl carbonate (30:70, Mix B5), and anisole/
dimethyl carbonate (70:30, Mix C3) showed good swelling
properties for PS and PEG resins independently from their
terminal functionalization. Furthermore, the selected mixtures
were able to dissolve a large group of amino acids, giving the
best performances by adding DIC/Oxyma Pure as coupling
reagents. The synthesis of the model peptide Aib-enkephalin
with anisole/dimethyl carbonate (70:30, Mix C3) on
ChemMatrix-RinkAmide gave satisfactory results, in terms of
HPLC purity. We also extended the optimized synthetic
protocol for the development of other longer peptides. Both

Table 4. HPLC Purity for Aib-ACP Decapeptide Assembled
on ChemMatrix-RinkAmide Using Methods 6 and 7

entry methoda solvent decapeptide (%) Des-Aib (%)

1 1b DMF 37.8 34.0
2 6 Mix B3 10.0 14.3
3 7 Mix C3 31.0 27.8

aSame conditions reported in Table 2. bSee ref 21.
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Aib-ACP and linear Octreotide were in fact successfully
obtained using an anisole/dimethyl carbonate mixture (Mix
C3). In particular, for the synthesis of Octreotide, by heating
the reactor during the low-performing steps it is possible to
obtain a purity profile comparable to that obtained with DMF,
thus demonstrating that the novel green protocol may replace
the traditional DMF-based one for industrial peptide synthesis,
showing applicability on a wide range of oligopeptides.
Moreover, applying the new green methodology is possible

to obtain a high-purity API that is free from synthetic
impurities that can limit the commercial availability.
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Table 6. HPLC Purity of Linear Octreotide by Using
Method 1, Method 8, and Method 8 at 40 °C

description
standard

(method 1)
Mix C3, iPrOH
(method 8)

method 8 + Cys7b

coupling at 40 °C

target product
N,O-shifted 1

1.9 8.4 3.2

target product
N,O-shifted 2

3.2 15.7 4.1

desCys7b 9.2 0.9
target product 66.2 36.9 62.7
target product +
CO2

0.7 1.0 1.1

target product +
tBu

12.0 2.2 8.9

target product +
tBu2

4.0 0.4 2.3

sum of unknown 12.0 35.4 17.7
product puritya 88.0 64.6 82.3
aHPLC purity calculated as sum of all target product adducts. bThe
apex “7” stands for the position in the sequence.
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