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ABSTRACT: The diffusion coefficient (D) values of fert-
butyloxycarbonyl-glycine,  tert-butyloxycarbonyl-L-trypto-
phan, tert-butyloxycarbonyl-L-phenylalanine (Boc-Phe), and
9-fluorenylmethoxycarbonyl-L-phenylalanine in Merrifield
polystyrene (MPS) gels, poly(ethylene glycol)-grafted poly-
styrene (PEG-PS) gels, and crosslinked ethoxylate acrylate
(CLEAR) gels, as used in solid-phase peptide synthesis,
were determined by the pulsed-field-gradient spin-echo 'H-
NMR method. From these experimental results, it was found
that the amino acids in MPS gels, PEG-PS gels, and CLEAR
gels with N,N-dimethylformamide-d, (DMF-d,) as a solvent

had multidiffusion components within a measurement time-
scale of 10 ms. The D value of Boc-Phe in polystyrene gels
(1% divinylbenzene crosslinked) with tetrahydrofuran-ds
was much larger than that in the same gels with DMF-d,,.
Furthermore, the required time in which an amino acid
transferred from a reactive site to a reactive site was esti-
mated, within which the solvents and amino acids in the
polymer supports diffused in the swollen beads. © 2003 Wiley
Periodicals, Inc. ] Appl Polym Sci 89: 413-421, 2003
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INTRODUCTION

Solid-phase peptide synthesis has widely been ap-
plied to solid-phase organic synthesis to produce com-
binatorial libraries for peptides, oligosaccharides,
functional polymers, liquid crystals, and catalysts in
addition to successful development for new medical
drugs. Polystyrene (PS) network gels are the most
popular polymer supports in solid-phase synthesis,'?
column chromatography,®> ion-exchange resins, cat-
alysts,®® and so forth. These functionalities are closely
associated with the diffusional behavior of solvents
and probe molecules, the intermolecular interactions
between networked polymer chains and probe mole-
cules, and the structure and dynamics of polymer
supports. A number of articles on solid-phase synthe-
sis for combinatorial libraries have been reported, and
reviews and monographs in this field have also ap-
peared (e.g., see the annual report on combinatorial
chemistry®), but there is little work on elucidating

Correspondence to: 1. Ando (iando@polymer.titech.ac.jp).

Contract grant sponsor: Japanese Ministry of Education,
Culture, Sports, Science, and Technology (through Special
Coordination Funds and a Grant-in-Aid for Promoting Sci-
ence and Technology).

Contract grant sponsor: Research Center of Macromolec-
ular Technology, National Institute of Advanced Industrial
Science and Technology.

Journal of Applied Polymer Science, Vol. 89, 413—-421 (2003)
© 2003 Wiley Periodicals, Inc.

problems in designing a new series of solid-phase
syntheses and in understanding the diffusional behav-
ior of probe molecules in polymer supports. A solid-
phase reaction field consists of solvents, reagents, net-
worked polymer chains, reactive sites, and spacers. In
general, it is known that the rate of a solid-phase
reaction is closely associated with the diffusion rate of
the reagents and reaction p1rodu(:’cs.10_16 However,
shaking of the resins by gas bubbling does not affect
the rate of reaction. Therefore, it is important to clarify
the diffusion processes of reaction reagents in popular
polymer supports.

NMR spectroscopy gives very useful information
about the structure and dynamics of polymer gel sys-
tems.'” 2 Furthermore, the self-diffusion coefficient
(D) of key probe molecules in the polymer network
system considered in this work can be determined by
the pulsed-field-gradient spin-echo (PFGSE) 'H-NMR
method. To study the diffusional behavior of mole-
cules or polymers in polymer network gels with a
wide range of diffusion coefficients, we have devel-
oped a high-field-gradient NMR system with a maxi-
mum strength of about 2000 G/cm. With this system,
it is possible to measure the diffusion coefficient
within the order of 1072 to 107 ° cm?/s. The use of this
system leads to sophisticated knowledge on the diffu-
sional behavior of probe molecules in polymer gels as
a solid-phase reaction field.***

In previous works, we have reported that the diffu-
sional behavior of solvents in PS network gels de-
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pends on the degree of volume swelling (Q) and tem-
perature and that the diffusion coefficients of tert-
butyloxycarbonyl-glycine (Boc-Gly; Dg,.ci1y) and tert-
butyloxycarbonyl-L-phenylalanine (Boc-Phe; Dy ppc)
in PS network gels depend on Q, the amino acid
concentration, and the temperature.***

With this background, we aim here to elucidate the
diffusion process of Boc-Gly, Boc-Phe, tert-butyloxy-
carbonyl-L-tryptophan (Boc-Trp), and 9-fluorenylme-
thoxycarbonyl-L-phenylalanine (Fmoc-Phe) in poly-
mer supports for solid-phase peptide synthesis with
Merrifield polystyrene (MPS) network resin, poly(eth-
ylene glycol)-grafted polystyrene (PEG-PS) network
resin, and crosslinked ethoxylate acrylate (CLEAR)
resin, which are popular polymer supports. Further-
more, we discuss the collision frequency between re-
active sites and amino acids.

EXPERIMENTAL
Materials

MPS network resin beads were purchased from Nova
Biochem Co., Ltd. (La Jolla, CA), and Peptide Institute,
Inc. (Osaka, Japan); PEG-PS resin beads®® were pur-
chased from Argonaut Technologies, Inc. (Foster City,
CA); and CLEAR resin beads” > were purchased
from Peptide Institute. They were used as polymer
network samples for solid-phase peptide synthesis.
The MPS resin was crosslinked by divinylbenzene
(DVB) and was functionalized with chloromethyl
groups. Two types of resin beads with 1% and 2%
crosslinking were used. The PEG-PS resin had a PS
backbone 1% crosslinked by DVB, which was grafted
with poly(ethylene glycol) (PEG; degree of polymer-
ization = 30-40) with a terminal amine. The CLEAR
resin had a PEG backbone and was functionalized
with amines. The diameter of these dried beads was
90—220 um. The bead gels were prepared by being
soaked in an aqueous solution of amino acids for 3
days.

Q for the polymer network gel is defined as the ratio
of the volume of a swollen polymer network gel at
room temperature (Vg open) to the volume of a dried
polymer network resin (Vg,y; Q = Viwolien/ Vary)- The
volume of the gel was determined by the average
diameter of the polymer network gel beads, which
was measured with a microscope.

Boc-Gly (molecular weight = 175), Boc-Trp (molec-
ular weight = 304), Boc-Phe (molecular weight = 265),
and Fmoc-Phe (molecular weight = 387), purchased
from Peptide Institute, were used as amino acids to be
diffused in the gels. N,N-Dimethylformamide-d,
(DMF-d,) and tetrahydrofuran-dg (THF-dy), purchased
from Merck Co. (Darmstadt, Germany), were used as
solvents. The amino acid concentration used in this
work was fixed at 10 wt %.
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Measurements

The D measurements on solvents and amino acids in
the polymer network gels were carried out over a
wide range of temperatures with a JEOL GSX-270
NMR spectrometer (Tokyo, Japan) operating at 270.1
MHz for 'H with a homemade pulse gradient gener-
ator with a standard pulse sequence (w/2 pulse-rm
pulse), the Hahn echo sequence.’*® In this work, a
field-gradient strength (G) of about 1400 G/cm was
used. This system has been used successfully in our
previous works on diffusional behavior in polymer
gels.24,25,39742

The D values were determined with the relationship
between the echo signal intensity and the field-gradi-
ent parameters:

A(d o
M N R

where A(8) and A(0) are the echo signal intensities at
t = 27 with and without the magnetic field-gradient
pulse, which has the length §, respectively. vy is the
gyromagnetic ratio of the proton, and A is the gradient
pulse interval. The echo signal intensity was measured
as a function of 8. Plots of In[A(8)/A(0)] against
Y'G*8*(A — 8/3) gave a straight line with a slope of
—D. Therefore, the D value could be determined from
its slope. When probe molecules have multiple com-
ponents of diffusion on the measurement timescale,
the total echo attenuation is given by a superposition-
ing of contributions from the individual components:

A(d 0

where D; is the self-diffusion coefficient of the ith
component and p; is the fraction of the ith component
(2p; = 1). The fraction for the diffusion component can
be determined from the intercept of the least-squares-
fitted straight line at a large value of 8. The 6 and A
values employed in these experiments are 0.001-1.0
ms and 10-100 ms, respectively.

RESULTS AND DISCUSSION

Diffusion coefficients of amino acids in PS
network gels with DMF-d, as a solvent

To determine the diffusion coefficient of Boc-Gly
(Dpoc-ciy) in MPS gels with DMF-d; as a solvent at Q
= 1.50 from 30 to 50°C, we have plotted In[A(8)/A(0)]
against y’G>8*(A — 8/3) in Figure 1. The diffusion
coefficient can be determined from the slope. The ex-
perimental data do not lie on a straight line. This
shows that Boc-Gly in an MPS gel with Q = 1.50 has
multiple components of diffusion, such as a slow-
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Figure 1 Diffusional spin-echo attenuation of Boc-Gly in
MPS gels with DMF-d, at Q = 1.50 at (O) 30, (H) 35, (#) 40,
(d) 45, and (@) 50°C.

diffusion component and a fast-diffusion component,
within the observation time, although Boc-Gly in a
DMF-d; solution has a single component of diffusion.
For convenience, a typical example with fast- and
slow-diffusion components at 30°C is shown in Figure
1. The existence of strong and weak intermolecular
interactions between the Boc-Gly and PS network
leads to the existence of two diffusion components in
the MPS gel. We are concerned with this problem, as
described next.

Figure 2 shows the temperature dependence of
Dgqc.ciy for the slow-diffusion component in MPS gels
at Q = 1.50 and 2.45 and of the fraction of the slow-
diffusion component (fgowBoc-Gly))- It seems that Boc-
Gly molecules interacting strongly with the polymer
network contribute to the slow-diffusion component,
and Boc-Gly molecules interacting weakly with the
polymer network contribute to the fast-diffusion com-
ponents. These interactions depend on the intermolec-
ular distances between Boc-Gly molecules and PS net-
work chains. The Dg,.q, values for the slow-diffu-
sion component in MPS gels at Q = 1.50 and 2.45 at
30°C are 1.79 X 1077 and 8.14 X 1077 cm?®/s, respec-
tively. Their difference is very large. This comes from
a large difference in the network size. To clarify this,
we look at the activation energy of diffusion (E) for the
diffusion process. The E value was obtained from the
plots of In D against the inverse of the absolute tem-
perature (1/T; Arrhenius plots). The Eg, ), values for
the slow-diffusion component in MPS gels at Q = 1.50
and 2.45 are 9.50 and 5.34 kcal/mol, respectively. The
former is much larger than the latter. This shows that
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as an increase in the volume fraction of networked PS
chains in MPS gels leads to a reduction of the PS
network size and then a reduction of the intermolec-
ular distance between Boc-Gly molecules and net-
worked PS chains, intermolecular interactions be-
tween the Boc-Gly molecules and PS network are sig-
nificantly increased. Therefore, the diffusion process
and the diffusion rate are sensitively influenced by Q.
Next, we look at fiowBoc-Gly): The faow(Boc-Gly) Value for
the slow-diffusion component in MPS gels at Q = 1.50
is slightly increased from 0.72 to 0.78 with an increase
within the temperature range of 30-50°C; however,
the foowBoc-Gly) value in MPS gels at Q = 2.45 is almost
independent of temperature, being about 0.6. The
fslow(Boc-Gly) Value at Q = 1.50 is much larger than that
at Q = 2.45. This suggests that Boc-Gly molecules
interacting strongly with the PS network predomi-
nantly contribute to the slow-diffusion component
and that their interactions depend on the intermolec-
ular distance between the Boc-Gly molecules and PS
chains. Therefore, the network size plays an important
role in the intermolecular interactions. Consequently,
it can be said that the large differences in the Dy, gy,
Egoc-Glys a0d foow(Boc-Gly) Values of Boc-Gly in MPS gels
at Q = 1.50 and 2.45 come from the different PS
network sizes.

In[A(8)/A(0)] against y*G*8*(A — §/3) for Boc-Gly,
Boc-Trp, and Fmoc-Phe in DMEF-d, solutions in the
absence of a resin at 30°C has been plotted (not
shown). The experimental data lie on a straight line.
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Figure 2 Temperature dependence of (@) the diffusion co-
efficient and (M) fraction of the slow-diffusion component of
Boc-Gly in MPS gels with DMF-d, at Q = 2.45 and of (O) the
corresponding diffusion coefficient and () fraction at Q
= 1.50.
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TABLE 1
Diffusion Coefficients and Activation Energies of Amino Acids in MPS Gel?

Amino Diffusion coefficient/10™7 cm? s™* Activation energy
acids MPS gel 30°C 35°C 40°C 45°C 50°C (kcal mol ™)
Boc-Gly — D 48.3 52.6 59.6 61.5 67.2 3.18 = 0.06
1 mol % DVB Dtast 17.7 17.3 20.8 22.1 22.0 2.65 = 0.47
o 8.14 9.88 11.1 12.8 14.2 5.34 * 0.05
2 mol % DVB Dr.ot 6.15 6.32 6.98 7.54 8.01 2.74 * 0.06
o 1.79 2.38 3.09 3.78 481 9.50 + 0.02
Boc-Phe — D 48.4 53.1 57.6 61.7 66.9 3.10 £ 0.01
1 mol % DVB Dr.ot 214 18.7 19.9 233 26.7 2.54 * 0.54
o 8.82 9.34 10.9 13.4 14.2 5.14 = 0.20
2 mol % DVB | D" 6.43 6.61 7.20 8.31 8.30 2.87 £0.23
o 2.08 2.59 3.28 3.84 477 7.99 + 0.02
Boc-Trp —a D 42.1 45.4 48.8 53.3 57.5 3.05 = 0.01
1 mol % DVB | D" 12.0 12.8 14.5 15.2 16.1 295+ 0.01
o 5.16 5.40 6.65 7.62 8.02 477 =021
2 mol % DVB Dtast 7.26 6.46 6.83 7.37 8.02 1.26 £0.77
low 243 3.02 3.57 4.16 494 6.77 = 0.02
Fmoc-Phe — D 36.1 41.2 439 46.9 51.6 3.29 £ 0.05
1 mol % DVB Dpot 115 12.3 13.0 15.0 15.1 2.89 +0.15
low 422 495 5.66 5.85 7.24 4.85 = 0.18
2 mol % DVB Dr.ot 8.42 11.4 9.95 9.96 11.4 1.84 +1.18
2.40 3.11 3.95 4.13 4.80 6.52 = 0.33

@ In DMF-d,, solution in the absence of resin.

This means that the amino acids have a single com-
ponent of diffusion during the observation time. The
Dgoc-clyr Dpoc-trps @ Dgpoc.phe Values were found to
be 4.83 X 107%, 421 X 107°, and 3.61 X 107° cm?/s,
respectively. The magnitude of the D values depends
on the molecular weights, that is, the molecular size.
As the molecular weight is increased, the D value
is decreased. The Dg,cclyr Dpoc-pher Dpoc-trps and
Drmocrhe Values in the absence of a resin are shown as
a function of temperature in the temperature range of
30-50°C in Table I. The D values are increased with an
increase in temperature. Then, E for the amino acids
was obtained, as shown in Table I. The E values de-
termined for four kinds of amino acids are close to one
another.

As for Boc-Gly, Boc-Trp, and Fmoc-Phe in 1%
crosslinked MPS gels with DMF-d, as a solvent at
30°C, plots of In[A(8)/A(0)] against y*G*8*(A — §/3)
have been plotted (not shown). The experimental data
do not lie on a straight line. This shows that Boc-Trp
and Fmoc-Phe in 1% crosslinked MPS gels have mul-
tiple components of diffusion within the observation
time: QBOC-Gly/ QBOC-Phe/ QBoc-Trp/ and QFmoc-Phe are
2.45,2.48,2.55, and 2.50, respectively. Such a situation
comes from significant intermolecular interactions be-
tween the amino acids and the network. The observed
diffusion echo signal was approximately deconvo-
luted by two slow- and fast-diffusion components.
Then, from such plots, the diffusion coefficients of the
slow- and fast-diffusion components were deter-
mined, as shown in Table I. The determined Dy, gy,
Dgoc-pher Dpoc-trps @and Dgpocpre Values for the slow-

diffusion component are 8.14 X 1077, 8.82 X 1077,
516 x1077, and 422 x 1077 cm?/s, respectively,
and the fslow(Boc-Gly)/ fslow(Boc-Phe)/ fslow(Boc-Trp)l and
felow(Fmoc-phey Values are 0.6, 0.6, 0.5, and 0.5, respec-
tively. However, the determined Dg,ciy, Dpoc-phes
Dgoc-1rpr aNd Dppocphe Values for the fast-diffusion
component are 1.77 X 107°,2.14 X 107%,1.20 X 107,
and 1.15 X 10°® cm?/s, respectively, and the
ffast(BOC-Gly)l ffast(Boc-Phe)/ ffast(BOC-Trp)l and ffast(Fmoc-Phe)
values are 0.4, 0.4, 0.5, and 0.5, respectively. The dif-
fusion coefficient for the fast-diffusion component of
the amino acids is approximately twice as large as that
for the slow-diffusion component, and the fractions of
their two components are almost equal to each other.
The D,mino acias Values in 1% crosslinked MPS gels
from 30 to 50°C and the determined E_ ;o acias Values
for the slow- and fast-diffusion components are shown
in Table I. From these determined D, ;.. acigs Values, it
can be said that the D, ino acias Values in 1%
crosslinked MPS gels are reduced with an increase in
the molecular weight of the amino acids and that the
four kinds of amino acids have very close values for
Eamino acids, fslow(amino acids)” and ffast(amino acids)*

As for Boc-Gly, Boc-Trp and Fmoc-Phe in 2%
crosslinked MPS gels with DMF-d, as a solvent at
30°C, plots of In[A(8)/A(0)] against y*G*8*(A — §/3)
have been plotted (not shown). The determined D
values for the slow- and fast-diffusion components in
2% crosslinked MPS gels from 30 to 50°C and the
determined E values are shown in Table I. The deter-
mined DBOC-Gly/ DBoc-Phe/ DBoc-Trp/ and DFmoc-Phe Values
for the slow-diffusion component are 1.79 X 1077, 2.08
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TABLE 11
Diffusion Coefficients of Amino acids in MPS, PEG-PS, and CLEAR Gel®

Amino acids

Diffusion coefficient (1077 cm? s~ 1, Q)

(molecular weight) State 2 mol % DVB 1 mol % DVB PEG-PS resin CLEAR resin
Boc-Phe (265.30) Solution D 48.4
in gel Djout 6.43 (1.59) 21.4 (2.48) 14.2 (2.87) 17.3 (2.64)
Dgiow 2.08 8.82 9.17 12.5
Boc-Trp (304.34) Solution D 421
in gel Djout 7.26 (1.68) 12.0 (2.55) 12.3 (3.09) 17.1 (2.91)
Dgiow 243 5.16 7.04 10.8
Fmoc-Phe (387.43) Solution D 36.1
in gel Djout 8.42 (1.65) 11.5 (2.50) 11.4 (2.90) 14.0 (2.64)
D 240 422 5.61 8.46

X 1077,2.43 X1077, and 2.40 X 10~” cm?/s, respectively,
and the fslow(Boc-Gly)/ fslow(Boc-Phe)/ fslow(Boc-Trp)/ and
fslow(Fmoc-phe) Values are 0.8, 0.8, 0.8, and 0.6, respectively.
However, the determined Dg,cGlys Dpoc-pher DBoc-Trps
and Dgp,ocpne Values for the fast-diffusion component
are 615 X 1077, 643 x 1077, 726 X 1077, and 842
X 1077 cm?/s, respectively, and the ffast(Boc_Gly),
ffast(Boc—Phe)/ ffast(Boc—Trp)/ and ffast(Fmoc-Phe) values are 02/
0.2, 0.2, and 04, respectively. As expected from the net-
work size of the gels, the D, ino acias Values of the slow-
diffusion component in 2% crosslinked MPS gels are
much smaller than those in 1% crosslinked MPS gels, for
WhICh QBOC—Glyf QBoc—Phel QBOC—Trp/ and QFmoc—Phe are 150'
159, 1.68, and 1.65, respectively. Furthermore, the
Dgoc.cry and Dg, ppe values are smaller than the D1y
and Dgp,qc.phe Values even though the molecular weights
of Boc-Gly and Boc-Phe are lower than those of Boc-Trp
and Fmoc-Phe.

Next, we are concerned with E for these amino
acids, as obtained from the temperature dependence
of D. The Egy.gly and Ep.ppe Values for the slow-
diffusion components are larger than the Eg,.r,, and
Etmocrhe Values, although the E___ .., acigs Values deter-
mined for four kinds of amino acids in 1% crosslinked
MPS gels are very close to one another. Such an ex-
perimental finding may be explained by a consider-
ation of the Q,mino aciqa Pehavior. In the 1% crosslinked
MPS gels and 2% crosslinked MPS, the Qg,.gi, and
Qpocphe Values are smaller than the Qg1 and
QFmoc-rhe Values because Q,ino acia depends on the
crosslinking density and intermolecular interactions
between the networked PS chains and amino acid or
solvent.

Furthermore, we are concerned with E for the fast-
diffusion component of the amino acids, as shown in
Table I. The E values in the gels are 2.5-3.0 kcal/mol
and are very close to those in solution (ca. 3 kcal /mol).
This shows that there are very weak intermolecular
interactions between the amino acids and PS network
chains.

Diffusion coefficients of amino acids in PEG-PS
network gels and CLEAR gels with DMF-d, as a
solvent

In the PFGSE '"H-NMR experiments on PEG-PS gels
and CLEAR gels, in addition to MPS gels, the A value
was fixed at 10 ms. The plots of In[A(6)/A(0)] for
Boc-Phe, Boc-Trp, and Fmoc-Phe in the gels against
v*G*8*(A — 8/3) do not lie on a straight line. There-
fore, these amino acids have multiple components of
diffusion within the observation time. The diffusion echo
signal was approximately deconvoluted by two slow-
and fast-diffusion components. In PEG-PS gels, the de-
termined f slow(Boc-Phe)” f slow(Boc-Trp)/ and f slow(Fmoc-Phe)
values for the slow-diffusion component at 30°C are
0.7, 0.6, and 0.6, respectively. In CLEAR gels, the de-
termined f slow(Boc-Phe)” f slow(Boc-Trp)/ and f slow(Fmoc-Phe)
values for the slow-diffusion component at 30°C are
0.7, 0.6, and 0.6, respectively. These D, ino acias Values
for the slow-diffusion component in 1% crosslinked
MPS gels, 2% crosslinked MPS gels, PEG-PS gels, and
CLEAR gels at 30°C and the corresponding Q. 1ino acids
values are shown in Table II. In DMF-d,, solutions, the
order in the D, ino acias Value is Boc-Phe > Boc-Trp
> Fmoc-Phe. As expected, amino acids with lower
molecular weights diffuse more quickly. Also, in 1%
crosslinked MPS gels, PEG-PS gels, and CLEAR gels,
the order in the D, i, aciqs Value is Boc-Phe > Boc-Trp
> Fmoc-Phe. Therefore, it can be said that the
D amino acids Value is sensitively dependent on the mo-
lecular weight, that is, the molecular size, of corre-
sponding amino acids, except for 2% crosslinked MPS
gels at Q < 2.0. As for the diffusion process of the
amino acids in the four kinds of polymer gels, the
order in the D, o acids Values of Boc-Phe, Boc-Trp,
and Fmoc-Phe in the gels is CLEAR gels > PEG-PS
gels > 1% crosslinked MPS gels > 2% crosslinked
MPS gels, although the magnitude of the Q,ino acids
value in the gels is PEG-PS gels > CLEAR gels > 1%
crosslinked MPS gels > 2% crosslinked MPS gels.
These experimental results are different from those
reported previously,”** in which the D

amino acids
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value in MPS gels is increased with an increase in
Qamino acidss In MPS gels and PEG-PS gels with PS
backbones, such a trend agrees with the previous ex-
perimental results, as shown in Table II. However, the
D imino acids Values in CLEAR gels with PEG backbones
are much larger despite small Q values in comparison
with PEG-PS gels with PS backbones. It seems that in
PEG-PS gels, amino acid molecules strongly interact
with the phenyl groups of PEG-PS networks, and so
their diffusion is more greatly restrained than for the
case of CLEAR gels. Furthermore, this may be ex-
plained as follows. MPS gels and PEG-PS gels have
bulky phenyl groups with six 7 electrons. When the
corresponding gels have the same Q value, the cavity
size in the gels with PS backbones is predicted to
become much smaller than that in CLEAR gels with
PEG backbones because of the existence of the bulky
phenyl rings.

Next, the Dy, values of Boc-Gly, Boc-Phe, Boc-Trp,
and Fmoc-Phe are shown in Table II. The Dy, values
in polymer gels are two or three times larger than the
Dgjow values. PEG-PS gels and CLEAR gels, as well as
MPS gels, have broad distributions of the diffusion
rate, and so the Dy, values in these gels are different
from one another. However, some amino acid mole-
cules have similar diffusion rates in different gels. This
is a remarkable point.

Diffusion coefficients of Boc-Phe in PS network
gels with THF-dg as a solvent

In a previous work,** we have reported that the Dyyyp
value of THF in PS gels is much larger than the Dy
value of DMF in PS gels with the same Q value and
that the volume swelling of PS network resins with
THF is much larger than that with DMF. Therefore, it
can be assumed that the D, ;.o acia Value of amino
acids in MPS gels with THF as a solvent is larger than
that in MPS gels with DMF as a solvent. The diffusion
coefficients of Boc-Phe in THF-dg as a solvent and in
DMF-d, as a solvent were determined. As for Boc-Phe
in a THF-dg solution in the absence of the resin, Boc-
Phe in 1% crosslinked MPS gels with THF-dg as a
solvent, and Boc-Phe in 2% crosslinked MPS gels with
THEF-dg as a solvent at 30°C, In[A(8)/A(0)] against
Y’G*8*(A — 8/3) lies on a straight line (not shown)
when the Boc-Phe concentration is 10 wt % and
Q1 mo%epve,/THE AN Q) moopve,/THE are 3.71 and 2.98,
respectively. In the PFGSE NMR experiments, the A
value was fixed at 10 ms. Boc-Phe in MPS gels with
THF-dg as a solvent, as well as Boc-Phe in a THF-dg
solution, has a single component of diffusion within the
observation time. The Dryr sorutions D1 molvpvBs,/tHe and
D5 mowepve,Trr Values are 8.51 X 107°%,2.57 X 10~°, and
2.29 X 107° em?/s, respectively, at 30°C; however, the

Dpmr sotutions D1 mol%bvB/DMEs and D, mol%DVB/DMF val-
ues are 4.84 X 107°,8.82 X 1077, and 2.08 X 107 cm?/s,
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Figure 3 Dependence of Dy, pp. in MPS gels with THF-dy
at (O) Q = 371 and (@) Q = 298 and in MPS gels with
DMEF-d,, at (0) Q = 2.48 in A and at 30°C.

respectively, at 30°C. The diffusion rate of the amino acid
in the MPS/THEF gel system in the solid-phase peptide
reaction field is much faster than that in the MPS/DMF
system.

In Figure 3, the determined D; _,%pvs/THR
D; moispve/he and Dy pog.pve,/pme Values at 30°C
are plotted against A, that is, the observation time-
scale. In the previous work, we have reported that the
Dgoe.ry value in 1% crosslinked MPS gels with
DMF-d; as a solvent depends on A, the fgowoc-cly)
value depends on A, which is related to the diffusion
distance, and the multiple components of diffusion are
averaged over the observation time within A = 50
ms.” However, Boc-Phe in MPS gels with THF-dg as a
solvent and Boc-Phe in a THF-dg solution have a single
component of diffusion within the observation time in
the A range of 5-100 ms, and the effect of the hetero-
geneity of gels on diffusion could not be observed.
Furthermore, the A dependence of D, ,,1,pvB,/THF 1S
different from that of D ., 19,pvB,/DME-

Required time for which solvents and amino acids
in polymer supports for a solid-phase peptide
synthesis diffuse between average diameters of
swollen beads

We are concerned with the reaction rate of solid-phase
synthesis, as reported previously.*"*¢ The reaction
rate of 9-fluorenylmethoxycarbonyl deprotection with
25-um TentaGel particles is more than three times
faster than that with 90-um TentaGel particles.''*®
This indicates that a reduction of the particle size of



DIFFUSION PROCESS OF AMINO ACIDS

the polymer support leads to a dramatic increase in
the reaction rate. Therefore, the rate of reaction de-
pends on the diffusion rate. Furthermore, the reaction
rate in 1% crosslinked MPS gels is much faster than
that in 2% crosslinked MPS gels. From these experi-
mental findings, it can be said that the reaction rate
depends on the diffusion rate associated with the col-
lision frequency between amino acids and reactive
sites.

In a series of solid-phase peptide syntheses, the
solvent plays an important role in carrying amino
acids to reactive sites in the polymer matrix and in
removing reaction products, unreacted starting mate-
rials, and impurities from gels. For these reasons, it
seems that the diffusion rate of a solvent in polymer
gels is closely related to the required time in a series of
syntheses. Here, T, is defined as the required time in
which solvents diffuse in a polymer gel with dg,jens
which is the average diameter of polymer gel beads. In
this work, MPS gels with an average diameter of 150
pm in the dried state are employed. Then, d,,, jen in
the gel at Q = 2.0 is 189 um, and d,, o)1 in the gel at
Q = 3.0is 216 um. When the Q value is large, solvent
molecules must move a long distance. In that case, the
diffusion rate becomes fast. Therefore, T, depends on
D and Q. The T, value was estimated as follows. In the
measurement timescale of A, D corresponds to a
Gaussian distribution of a squared standard deviation:

(z%) = 2DA (3)

where (z%) is the mean-square displacement in the z
direction from its starting point after the diffusion
time A. The (z?) value gives us information on the
diffusion distance (z), which reflects the experimental

results:
B DA
(z) =2 v (4)

Therefore, T, becomes A if (z) is equal to dpen N €.
(4). Here, the obtained D values in our previous
work* were employed. To determine T, exactly, we
must determine the D value on the timescale of A if (z)
is equal to d,,,onen Decause of restricted diffusion, and
so the obtained D value at A = 10 ms was employed.
In practice, it is very difficult to measure the D value
of probe molecules in swollen beads on a timescale of
minutes with the NMR method. As for DMF-d, in
MPS gels at 30 and 50°C and for THF-dg in MPS gels at
30°C, the T, dependence of Q is shown in Figure 4. At
30°C, the T, pyry value decreases with an increase in
Q, and especially in the range of Q < 2.0, the change
in the T, pyp value is very large. In the range of Q
> 3.0, the T, pyry value is independent of Q. At 50°C,
the Q dependence of the T, value is similar to that
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Figure 4 Dependence of T, for solvents in MPS gels be-
tween d., oj1en ON Q: in DMF-d., at (O) 30 and (@) 50°C and in
THF-dg (O) at 30°C.

of the T, oy value at 30°C. As shown in Figure 4, the
T,(rur) value is somewhat smaller than the T,y
value at the same Q value. Furthermore, the T,y
value is independent of Q in the range of Q > 2.0.
From these results, it is found that the required time of
a series of solid-phase syntheses cannot simply be
reduced with gels at large Q, but it seems that the
required time of a series of solid-phase syntheses in-
creases with a decrease in Q in the range of Q < 2.0.

The reaction rate depends on the collision frequency
and the collision energy. It is not easy to determine the
collision frequency. Nevertheless, a parameter related
to the collision frequency is discussed next. We dis-
cuss the required time within which amino acids
transfer from a reactive site to a reactive site. For dried
beads, the distance between the two reactive sites is
assumed to be a. When a dried bead with dg,, is
swollen by a solvent at equilibrium, the diameter of a
bead gel becomes d,, ijjen- In the swollen bead gel, the
distance between the two reactive sites is assumed to
be I. Therefore, | is expressed by the following equa-
tion:

dswollen
l=aXx (5)

ddry

It can also be expressed with Q:
l=axQ (6)

To relate this equation to the collision frequency, we
may use the required time (Tyamino acids)) in Which
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amino acids in polymer gels diffuse within d,,qjens
instead of the required time in which amino acids
transfer from a reactive site to another reactive site.

MPS1(THF) { CLEAR I | PEG-PS

YAMANE ET AL.

Therefore, T;amino acids) 1S €xpressed by the following
equation:

w
Tt(amino acids) = (dswollen)2 X E (7)

dgwollen Can be expressed by egs. (5) and (6):

dswollen = ddry X %@ (8)

Figure 5 shows the temperature dependence of
TyBoc-phey N 1% crosslinked MPS gels and 2%
crosslinked MPS gels from 30 to 50°C. The
Agwollen/1 molspve Value of 1% crosslinked MPS gels is
202 um, and the d,oien/2 mowpve Value of 2%
crosslinked MPS gels is 172 um. The smaller Tygoc.phe)
is, the greater the collision frequency is between
amino acids and reactive sites. As seen in Figure 5, the
collision frequency in 1% crosslinked MPS gels is
greater than that in 2% crosslinked MPS gels. Further-
more, the collision frequency in 2% crosslinked MPS
gels can be increased greatly by temperature.

As for Boc-Phe, Boc-Trp, and Fmoc-Phe in MPS gels,
PEG-PS gels, and CLEAR gels, the T} (,mino acias) Values
were estimated in the same way as Boc-Phe in MPS
gels. Figure 6 shows T, mino acids) Values at 30°C. MPS1
indicates 1% crosslinked MPS gel, and MPS2 indicates
2% crosslinked MPS gel. As for Boc-Phe, the magni-

Boc-Phe

13 17 18 19 20 (Min.)
-
17 18 19 20 (Min.)
(1 i 1 : L L 1 ! L L E :
17 18 19 20 (Min.)

Figure 6 T, mino acias) at 30°C. MPS1 is 1% crosslinked by DVB, and MPS2 is 2% crosslinked by DVB.
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tude of the Tpocphe) Values in the gels is as follows:
MPS1 gel with THF as a solvent € MPS2 gel with a
THF solution < CLEAR gel with a DMF solution
< MPS1 gel with a DMF solution é PEG-PS gel with a
DMF solution < MPS2 gel with a DMF solution. It is
interesting that the collision frequency for the MPS2
gel is very low. As for Boc-Trp and Fmoc-Phe, similar
tendencies were obtained. As seen in this figure, the
collision frequency between amino acids and reactive
sites has the following order in the gels: CLEAR gel
> PEG-PS gel > MPS1 gel > MPS2 gel.

As mentioned previously, the collision frequency
for MPS, PEG-PS, and CLEAR solid-phase peptide
reaction fields can roughly be estimated by diffusion
coefficients. In general, the reaction rate of the solid-
phase synthesis depends on the rate of diffusion for
the amino acid. In practice, it seems that the solid-
phase reaction rate depends on the dynamics of the
reactive sites in addition to the diffusional behavior of
the solvents and reagents. The reactive sites of the
MPS resin are in the neighboring region of the main
chain, but that of the PEG-PS resin is at a distance
from the main chain because of the existence of the
spacer of PEG groups. Therefore, the mobility of the
reactive sites in the PEG-PS gel is better than that of
the reactive sites in the MPS gel.

CONCLUSIONS

The D values of Boc-Gly, Boc-Trp, Boc-Phe, and Fmoc-
Phe in MPS gels, PEG-PS gels, and CLEAR gels were
determined with the PFGSE 'H-NMR method. From
these experimental results, the dependence of the dif-
fusion coefficients of amino acids in various polymer
gels on the nature and molecular weight of the amino
acids was elucidated and was found to be sensitive to
Q, and the effect of heterogeneity on the network size
was significantly clarified. In addition, it was demon-
strated that the PFGSE "H-NMR method with a strong
field-gradient system could give very useful informa-
tion about the diffusion rates of reagents in solid-
phase reaction fields.
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