
RSC Advances

PAPER

O
pe

n 
A

cc
es

s 
A

rt
ic

le
. P

ub
lis

he
d 

on
 1

1 
M

ar
ch

 2
02

0.
 D

ow
nl

oa
de

d 
on

 4
/1

8/
20

26
 6

:5
2:

49
 A

M
. 

 T
hi

s 
ar

tic
le

 is
 li

ce
ns

ed
 u

nd
er

 a
 C

re
at

iv
e 

C
om

m
on

s 
A

ttr
ib

ut
io

n-
N

on
C

om
m

er
ci

al
 3

.0
 U

np
or

te
d 

L
ic

en
ce

.

View Article Online
View Journal  | View Issue
pH-Switchable L
Department of Applied Chemistry, Graduate

University, 1-1 Gakuen-cho, Naka-ku, Sa

kojima@chem.osakafu-u.ac.jp; Fax: +81 72

† Electronic supplementary information
summary of synthesized dendrimers with
spectra of synthesized dendrimers;
temperature-dependent transmittance c
various conditions. See DOI: 10.1039/d0ra

Cite this: RSC Adv., 2020, 10, 10452

Received 17th January 2020
Accepted 2nd March 2020

DOI: 10.1039/d0ra00499e

rsc.li/rsc-advances

10452 | RSC Adv., 2020, 10, 10452–1
CST/UCST-type thermosensitive
behaviors of phenylalanine-modified zwitterionic
dendrimers†

Mamiko Tamaki and Chie Kojima *

Thermosensitive polymers are useful as intelligent materials. Dendrimers have well-defined structures,

which can work as multifunctional polymers. In this study, we designed and synthesized various

phenylalanine (Phe)-modified zwitterionic dendrimers as pH- and thermo-sensitive polymers. First,

polyamidoamine (PAMAM) dendrimers were modified with Phe and succinic anhydride (Suc) to prepare

carboxy-terminal Phe-modified dendrimers (PAMAM-Suc-Phe and PAMAM-Phe-Suc). Both these

dendrimers showed upper critical solution temperature (UCST)-type thermosensitivity. Interestingly,

PAMAM-Phe-Suc demonstrated lower critical solution temperature (LCST)-type thermosensitivity at

lower pH, but PAMAM-Suc-Phe did not. This indicates that PAMAM-Phe-Suc can switch LCST/UCST-

type thermosensitivity according to the solution's pH. PAMAM-Phe-SO3Na with sulfonic acid termini also

demonstrated LCST/UCST-type thermosensitivity switched by pH, with a higher sensitivity than PAMAM-

Phe-Suc. Coacervation occurred during the phase separation. The quaternized dendrimers (QPAMAM-

Phe-Suc and QPAMAM-Phe-SO3Na) and dendrimers conjugating isoleucine or 4-(amino methyl)benzoic

acid did not show the unique thermosensitive properties, indicating that the tertiary amines in the

dendrimer core and the Phe residues at the termini are indispensable. PAMAM-Phe-SO3Na could

separate a model compound (rose bengal) from an aqueous solution because of its encapsulation ability.

This is the first report of pH-switchable LCST/UCST-type thermosensitive dendrimers.
Introduction

Stimuli-responsive polymers have attracted signicant attention
from various elds, including nanotechnology, sensors, catalysts,
and biomedical applications. There are many reports on smart
polymers that respond to various stimuli – such as temperature,
pH, light, ionic strength, redox systems, and host–guest interac-
tion.1,2 Temperature is one of the most widely used stimuli, and
many temperature-sensitive polymers that function in water have
been studied, such as poly(N-isopropylacrylamide) (PNIPAM).3,4

There are two types of thermosensitive polymers: lower critical
solution temperature (LCST)-type and upper critical solution
temperature (UCST)-type. LCST-type thermo-responsive polymers
are soluble at low temperatures but become insoluble above the
LCST. In contrast, UCST-type thermo-responsive polymers are
insoluble at low temperatures but become soluble above the
UCST. It is known that UCST-type thermosensitive behaviors are
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based on intermolecular interactions such as hydrogen-bonding
and electrostatic interactions. For example, poly(N-acryloyl glyci-
namide) with amide bonds and poly(sulfobetaine methacrylate)
(SBMA) with zwitterionic groups show UCST-type thermosensitive
behaviors through hydrogen-bonding and electrostatic interac-
tions, respectively.5–7 Block copolymers bearing both LCST and
UCST thermosensitive segments, such as PNIPAM-b-poly(3-[N-(3-
methacrylamidopropyl)-N,N-dimethyl]ammoniopropane sulfo-
nate [SPP]), were designed as unique polymers exhibiting both
LCST- and UCST-type thermosensitive behaviors.8 These copoly-
mers formed micelles whose structure depends on the solution
temperature; the UCST segment assembled below the UCST, and
the LCST segment assembled above the LCST. The thermosensi-
tivity could be tuned by the monomer structure as well as the
length of each segment.7 The addition of salt and the solvent
change could induce the switching of the LCST/UCST behaviors of
these LCST/UCST diblock copolymers.5,6,9 For example, the LCST/
UCST behaviors of block copolymers composed of poly(SBMA)
and poly(N-isopropyl methacrylamide) segments could be
switched by adding salts.10 The LCST/UCST behaviors of poly(-
ethylene glycol diacrylate [OEGDA]-b-methacrylic acid [MAA]) were
also switched by the content of alcohol in aqueous solution.11

Interestingly, the LCST-type thermosensitive behaviors of PNIPAM
in water were changed into the UCST-type in a binary aqueous
solution containing alcohol andDMSO.12 There are several reports
This journal is © The Royal Society of Chemistry 2020
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View Article Online
on polymers with the LCST/UCST switching behaviors by
changing solvents, like PNIPAM.13–15 Plamper et al. (2015) reported
the LCST/UCST switching behaviors of poly(N,N-dimethylami-
noethyl methacrylate) by changing pH in the presence of hex-
acyanocobaltate(III).15 However, conditions to induce the
switching of UCST/LCST behaviors are limited; therefore, they
have little use in application.

Dendrimers are polymers with unique symmetrical branch
structures. Dendrimers are synthesized by a stepwise reaction, and
their molecular weight, shape, and size are highly controllable. In
addition, dendrimers can load various types of molecules by
attachment to their terminal groups or encapsulation into their
interior.16 Thus, dendrimers are applicable as multifunctional
nanocarriers as well as smart materials.17 Polyamidoamine
(PAMAM) dendrimers are commercially available and have been
well studied.16 LCST-type thermosensitive PAMAMdendrimers and
dendritic polymers have been produced by modication with
various compounds, oligo(ethylene glycol),N-isopropyl groups and
elastin-like peptides, which are useful for drug delivery and
substance separation.17–25 PAMAM dendrimers modied with
phenylalanine (Phe) are also thermosensitive, but their thermo-
sensitivity depends on their terminal groups. The amino-terminal
Phe-modied PAMAM dendrimer (PAMAM-Phe) exhibited LCST-
type thermosensitivity above pH 6.26 Conversely, the carboxy-
terminal Phe-modied dendrimers showed UCST-type thermo-
sensitivity at acidic pH.27 Carboxy-terminal Phe-modied PAMAM
dendrimers are zwitterionic; they have anionic carboxy groups at
the termini and tertiary amino groups in the dendrimer. It is most
likely that the zwitterionic structure induces the UCST-type ther-
mosensitive behaviors of the carboxy-terminal Phe-modied
dendrimers.27

In this study, various zwitterionic Phe-modied dendrimers
were designed and synthesized. First, two carboxy-terminal
PAMAM dendrimers (PAMAM-Phe-Suc and PAMAM-Suc-Phe)
were produced by changing the reaction order of acid anhydride
and Phe. Interestingly, PAMAM-Phe-Suc exhibited both UCST-type
thermosensitivity at pH 5.5 and LCST-type thermosensitivity at
pH 4, indicating that the LCST/UCST thermosensitive behaviors
could be switched the pH. To investigate the inuence of the
structures of anion and cation to the thermosensitivity of the
Fig. 1 Synthetic scheme of PAMAM-Suc-Phe and PAMAM-Phe-Suc. HB
triazole-3-oxide hexafluorophosphate, N,N0-dicyclohexylcarbodiimide, a

This journal is © The Royal Society of Chemistry 2020
dendrimer, a sulfonic acid-terminal dendrimer (PAMAM-Phe-
SO3Na) and the quaternized dendrimers (QPAMAM-Phe-Suc and
QPAMAM-Phe-SO3Na) were synthesized, and their temperature-
and pH-sensitivities were characterized. Finally, the recovery of
a model compound from an aqueous solution using the zwitter-
ionic Phe-modied dendrimer was demonstrated.

Results and discussion
Synthesis of two carboxy-terminal Phe-modied dendrimers

Two types of carboxy-terminal Phe-modied dendrimers were
synthesized in accordance with Fig. 1. PAMAM-Suc-Phe was
synthesized by reacting the amino-terminal PAMAM dendrimer
of G4 with succinic anhydride and the subsequent phenylala-
nine benzyl ester (Phe-OBzl) prior to the deprotection of the
OBzl group, in accordance with our previous report.27 In
contrast, PAMAM-Phe-Suc was synthesized by reacting the
amino-terminal PAMAM dendrimer with N-(tert-butox-
ycarbonyl)phenylalanine (Boc-Phe) and subsequent succinic
anhydride aer the deprotection of the Boc group. The bound
numbers of succinic anhydride and Phe residues to the den-
drimer were estimated from the proton nuclear magnetic
resonance (1H NMR) spectra (Fig. S1†) and are listed in Table 1.
The bound number of Phe residues to 64 amino termini was
estimated as 56 and 49 from 1H NMR spectra of PAMAM-(Boc-
Phe) and PAMAM-Phe-Suc, respectively. It is known that insol-
uble parts, such as hydrophobic units of micelles in D2O, were
not detected in NMR spectra.28 It is possible that the low signal
of the Phe residues in PAMAM-Phe-Suc came from the low
solvation of the Phe residues in D2O. Because the digestion of
Phe residues is negligible in the reaction with succinic anhy-
dride, the bound number of Phe in PAMAM-Phe-Suc was esti-
mated from the 1H NMR spectrum of PAMAM-(Boc-Phe).

pH- and thermo-sensitive behaviors of two carboxy-terminal
Phe-modied dendrimers

The temperature-dependent transmittances of PAMAM-Phe-Suc
and PAMAM-Suc-Phe at various pHs were compared (Fig. 2). The
aqueous solutions of both PAMAM-Suc-Phe and PAMAM-Phe-
Suc were clear at pH 6. However, there were differences in the
TU, DCC, and TFA are 1-[bis(dimethylamino)methyliumyl]-1H-benzo-
nd trifluoroacetic acid, respectively.

RSC Adv., 2020, 10, 10452–10460 | 10453
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Table 1 List of dendrimers synthesized in the present study

Dendrimer

Bound number

Phe/Ile/AMBA Suc/SO3Na

PAMAM-Suc-Phe 57 64
PAMAM-Phe-Suc 56a 57
QPAMAM-Phe-Suc 56a 57
PAMAM-Phe-SO3Na 56a 64
QPAMAM-Phe-SO3Na 56a 64
PAMAM-Ile-Suc 63a 59
PAMAM-Suc-AMBA 64b 64b

a Estimated from the 1H NMR spectrum of PAMAM-(Boc-Phe) or
PAMAM-(Boc-Ile). b Calculated.

Fig. 2 Temperature-dependent transmittance curves of PAMAM-
Suc-Phe (A) and PAMAM-Phe-Suc (B) at various pHs. The results of
PAMAM-Suc-Phe (except pH 3.5 and pH 3) were referred to in our
previous report.27
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View Article Online
turbidity of these dendrimers at lower than pH 6. PAMAM-Suc-
Phe and PAMAM-Phe-Suc showed UCST-type thermosensitivity
at pH 5 and pH 5.5, respectively. The solution of PAMAM-Suc-
Phe became clear at pH 5 by heating. The solution of PAMAM-
Phe-Suc was turbid at pH 5 even when heated. Interestingly,
LCST-type thermosensitivity was demonstrated in PAMAM-Phe-
Suc at pH 4, but not in PAMAM-Suc-Phe. Additionally, PAMAM-
Suc-Phe did not exhibit LCST-type thermosensitivity under any
pH conditions. The thermosensitive behaviors and the phase
transition temperature dened as the temperature at which the
light transmittance was 50% were listed in Table 2. These
results suggest that PAMAM-Phe-Suc and PAMAM-Suc-Phe
demonstrate different pH- and thermo-sensitivities, although
the chemical composition is almost the same. These results also
reveal that PAMAM-Phe-Suc has both UCST-type and LCST-type
thermosensitivity, which is switched by the solution's pH.

The z-potential of these dendrimers was measured at
different pH (Fig. 3). The z-potential of PAMAM-Suc-Phe was
�40 mV at pH 12, and it increased gradually with decreasing
pH. It became neutral at pH 4.2 and then became positive at
more acidic pH. These results suggest that terminal carboxy and
tertiary amino groups of the dendrimer were deprotonated at
high pH where the dendrimer was negatively charged. These
dendrimer groups were protonated at low pH, by which the
dendrimer was positively charged. When the surface charge was
cancelled, the dendrimers easily aggregated each other. Thus,
the solution of essentially non-charged PAMAM-Suc-Phe at pH 4
was turbid. The pKa values of PAMAM-Suc-Phe were estimated
at 20 �C and 50 �C by titration (Fig. S2†),29 and the data are listed
in Table 2. pKa of carboxylic acid (pKa1) and tertiary amine (pKa2)
at 20 �C was evaluated as 4.6 and 8.1, respectively. The degree of
protonation (a) is calculated from the following equation,
whose relationship with pH is shown in Fig. S3.†

log
a

1� a
¼ pKa � pH

The numbers of the inner tertiary amine and terminal
carboxylic acids in PAMAM-Suc-Phe are 62 and 64, respectively.
Thus, the net charge of PAMAM-Suc-Phe became neutral at pH
7. However, these charges did not cancel, because the z-
10454 | RSC Adv., 2020, 10, 10452–10460
potential at pH 6 was still negative. The a value of terminal
carboxylic acid was 0.7 at pH 4.2, at which the z-potential was
neutral. These results suggest that PAMAM-Suc-Phe became
hydrophobic when the terminal carboxylic acid was largely
protonated. At pH 5, the z-potential was�16mV and the a value
of terminal carboxylic acid was 0.3. Because deprotonated
terminal carboxylate anion and inner tertiary ammonium
cation are zwitterionic at pH 5, PAMAM-Suc-Phe exhibited
UCST-type thermosensitivity at pH 5.27 When almost all
terminal carboxylic acid was protonated at pH 3, PAMAM-Suc-
Phe became soluble at room temperature due to the positive
surface charge. Although the protonated tertiary amines were
located at the branched point of the dendrimer, the positive
This journal is © The Royal Society of Chemistry 2020
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Table 2 Thermosensitivity and pKa of two carboxy-terminal Phe-modified dendrimersa

Dendrimer Clear UCST Turbid LCST

20 �C 50 �C

pKa1 pKa2 pKa1 pKa2

PAMAM-Suc-Phe pH 6 pH 5 (42 �C) pH 3.5 ND 4.6 8.1 5.1 8.3
pH 3 pH 4

PAMAM-Phe-Suc pH 6 pH 5.5 (71 �C) pH 5 pH 4 (60 �C) 5.4 8.0 5.0 8.2
pH 3.5

a ND: not detected.
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charge might have been exposed at the surface by the confor-
mation change.

The same analyses were performed for PAMAM-Phe-Suc, and
the z-potential, protonation state, solubility, and self-assemble
property of PAMAM-Phe-Suc at different pH were summarized
(Fig. 4). The pKa1 and pKa2 of PAMAM-Phe-Suc at 20 �C were
evaluated as 5.4 and 8.0, respectively (Table 2 and Fig. S2†).
Because the pKa1 of PAMAM-Phe-Suc was higher than that of
PAMAM-Suc-Phe, PAMAM-Phe-Suc exhibited UCST-type ther-
mosensitivity at a higher pH than PAMAM-Suc-Phe. The z-
potential of PAMAM-Phe-Suc was �42 mV at pH 12 and was
unchanged at pH 7 (Fig. 3), although the inner tertiary amines
were protonated. This suggests that the terminal carboxy groups
were not affected by the inner tertiary amino group in PAMAM-
Phe-Suc. The a value of terminal carboxylic acid was 0.5 at pH
5.5 (Fig. S3†). The zwitterionic structure at pH 5.5 induced
UCST-type thermosensitivity. When the solution of PAMAM-
Phe-Suc was turbid at pH 5, the z-potential of PAMAM-Phe-
Suc was neutral. When almost all terminal carboxylic acid was
protonated at pH 4, PAMAM-Phe-Suc became soluble at room
temperature due to the positive surface charge. Because the
pKa1 at 50 �C was lower than that at 20 �C, fraction of depro-
tonated carboxylic acid was increased by heating at pH 4. The
Fig. 3 z-potential of PAMAM-Suc-Phe (open circles), PAMAM-Phe-
Suc (solid circles) and PAMAM-Phe-SO3Na (triangles) as a function of
pH.

This journal is © The Royal Society of Chemistry 2020
deprotonation led to a neutral surface charge, which became
hydrophobic. Thus, PAMAM-Phe-Suc exhibited LCST behavior
at pH 4. On the other hand, the pKa1 of PAMAM-Suc-Phe, which
did not show LCST behavior, at 50 �C was higher than at 20 �C.
Thus, the terminal carboxylic acid of PAMAM-Suc-Phe was not
deprotonated by heating, unlike PAMAM-Phe-Suc. The
temperature dependency of pKa1 might be a cause of their
different thermosensitive behaviors of PAMAM-Suc-Phe and
PAMAM-Phe-Suc.
Effect of dendrimer structures in zwitterionic dendrimers to
stimuli-sensitivity

Fig. 2 shows that these carboxy-terminal Phe-modied PAMAM
dendrimers exhibit UCST-type thermosensitivity. The effects of
Phe residues on thermosensitivity was investigated. Isoleucine
(Ile) is a hydrophobic amino acid, and 4-(aminomethyl)benzoic
acid (AMBA) is a phenyl compound. The carboxy-terminal Ile-
modied and AMBA-modied PAMAM dendrimers (PAMAM-
Ile-Suc and PAMAM-Suc-AMBA) were synthesized (Fig. 5, S1,
S4† and Table 1). These dendrimers did not show any thermo-
sensitive behaviors. PAMAM-Ile-Suc was soluble and PAMAM-
Suc-AMBA was insoluble in water under any condition, respec-
tively (Fig. S5†). Thus, themodication of Phe was important for
these stimuli-responsive properties in the zwitterionic PAMAM
dendrimers.

Fig. 2 shows that LCST/UCST thermosensitivity in PAMAM-
Phe-Suc can be switched by pH. The pH-responsive internal
amines and terminal carboxylic acids in the dendrimers were
largely involved in their pH- and thermosensitivity. Therefore,
we synthesized and compared various Phe-modied den-
drimers with different anions and cations (Fig. 5). Sulfonic acid-
terminal Phe-modied dendrimers (PAMAM-Phe-SO3Na) were
synthesized by reacting PAMAM-Phe with 1.3-propanesultone,30

and quaternization of internal amines of PAMAM-Phe-Suc and
PAMAM-Phe-SO3Na was conducted to produce QPAMAM-Phe-
Suc and QPAMAM-Phe-SO3Na.31 These dendrimers were char-
acterized by 1H NMR analyses (Fig. S1† and Table 1). Because
PAMAM-Phe-SO3Na has secondary amines aer the introduc-
tion of SO3Na, QPAMAM-Phe-SO3Na is more cationic than
others. The temperature-dependent transmittance of these
dendrimers at various pHs was examined (Fig. 6 and S6†).
Fig. S6† shows the temperature-dependent transmittance of the
quaternized dendrimers (QPAMAM-Phe-Suc and QPAMAM-Phe-
SO3Na). The solutions of these dendrimers remained clear from
RSC Adv., 2020, 10, 10452–10460 | 10455
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Fig. 4 Relationship between the solubility and the protonation state of the ionic groups in PAMAM-Phe-Suc.

Fig. 5 Various dendrimers with different hydrophobic groups, cations,
and anions. (A) PAMAM-Ile-Suc, (B) PAMAM-Suc-AMBA, (C) PAMAM-
Phe-Suc, (D) QPAMAM-Phe-Suc, (E) PAMAM-Phe-SO3Na, and (F)
QPAMAM-Phe-SO3Na.

Fig. 6 Temperature-dependent transmittance curves of PAMAM-
Phe-SO3Na at various pHs.
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pH 2 to pH 10 and did not exhibit any thermosensitive behav-
iors. Because internal quaternary amines are always cationic,
these dendrimers are highly hydrophilic and do not associate
with each other. This suggests that the protonation of the inner
tertiary amino group is largely involved in pH- and temperature-
10456 | RSC Adv., 2020, 10, 10452–10460
responsive behaviors. Fig. 6 displays the temperature-
dependent transmittance of PAMAM-Phe-SO3Na at various
pHs. Table 3 summarizes the thermosensitivity of the
zwitterionic Phe-modied PAMAM dendrimers. The aqueous
solution of PAMAM-Phe-SO3Na remained clear at pH 7 and pH
4. UCST-type and LCST-type thermosensitivity was observed
around 40 �C at pH 6.5 and pH 5, respectively. At pH 5.5, the
dendrimer showed both LCST- and UCST-type phase transitions
at 24 �C and 68 �C, respectively. Both PAMAM-Phe-Suc and
This journal is © The Royal Society of Chemistry 2020
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Table 3 Thermo-responsive behaviors of various Phe-modified
dendrimers with different ionic structures

Dendrimer LCST UCST Responsiveness

PAMAM-Phe-Suc pH 4 (60 �C) pH 5.5 (71 �C) Broad
QPAMAM-Phe-Suc None None —
PAMAM-Phe-SO3Na pH 5 (36 �C) pH 6.5 (38 �C) Sharp
QPAMAM-Phe-SO3Na None None —

Fig. 7 Schematic illustrations of thermosensitivity in PAMAM-Phe-
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PAMAM-Phe-SO3Na demonstrated pH-switchable UCST-type
and LCST-type thermosensitivity. The sharper thermosensi-
tivity was observed at PAMAM-Phe-SO3Na than PAMAM-Phe-Suc
(Fig. 2B). The structure of PAMAM-Phe-SO3Na possibly induced
the sharp phase transition, which is useful for their
applications.

Because it is thought that the electrostatic interaction is
important in our system, the thermosensitivity of PAMAM-Phe-Suc
and PAMAM-Phe-SO3Na was investigated in the presence of salt
(Fig. S7†). Both LCST- and UCST-type thermosensitivity of these
dendrimers was disappeared in the presence of NaCl. These den-
drimers became soluble at low temperature in the presence of
150 mM NaCl under the condition to show the UCST-type ther-
mosensitivity in the absence of NaCl. Because salts are known to
shield the charge, the intra- and intermolecular electrostatic
interactions between zwitterionic groups at the polymer chain
were suppressed.5 In contrast, these dendrimers became insoluble
at low temperature in the presence of 150 mM NaCl under the
condition to show the LCST-type thermosensitivity in the absence
of NaCl. Hydrophobic interaction is known to get strong in the
presence of salt.32 This suggests that hydrophobic interactions play
an important role to the LCST-type thermosensitivity of these
dendrimers. We also investigated the effects of the dendrimer
generation to the thermosensitivity. We additionally synthesized
G3 and G5 of PAMAM-Phe-Suc and PAMAM-Phe-SO3Na (Table
S1†). Their temperature-transmittance was measured at the same
molar concentration. All synthesized dendrimers with carboxylates
and sulfonates showed the pH-switchable LCST/UCST thermo-
sensitivity (Fig. S8 and S9†). The LCST-type phase transition
temperatures tended to decrease with increasing the dendrimer
generation. However, the dependency of the dendrimer generation
was different between PAMAM-Phe-Suc and PAMAM-Phe-SO3Na.
The LCST-type phase transition temperature in PAMAM-Phe-Suc of
G4 was similar to G3, but that in PAMAM-Phe-SO3Na of G4 was
similar to G5. The dependency of the dendrimer generation in the
UCST-type phase transition temperature was also different
between PAMAM-Phe-Suc and PAMAM-Phe-SO3Na. The UCST-type
phase transition temperatures in PAMAM-Phe-Suc with different
generations were similar, but those in PAMAM-Phe-SO3Na of G4
showed the lowest the UCST-type phase transition temperature.
The dependency of the generation possibly affected the clustering
effects at the increased terminal groups in high generation and the
molecular shape. It is known that PAMAM dendrimers of less than
G3 are not spherical, but they became spherical at higher than
G4.33 These suggest that the thermo-responsive mechanism was
different between PAMAM-Phe-Suc and PAMAM-Phe-SO3Na.
This journal is © The Royal Society of Chemistry 2020
The pKa values of the tertiary and secondary amines (pKa1

and pKa2) in PAMAM-Phe-SO3Na were estimated at 20 �C and
50 �C by the titration (Fig. S2†).29 The pKa1 and pKa2 values of
PAMAM-Phe-SO3Na were evaluated as 4.7, and 8.2 at 20 �C, and
5.0, and 8.4 at 50 �C, respectively. The protonation degree of the
secondary amine in the terminal branch was 1 at pH 6.5
(Fig. S3†), at which PAMAM-Phe-SO3Na showed the UCST type
thermosensitivity. The z-potential of PAMAM-Phe-SO3Na was
also measured at different pH. The z potential was �28 mV at
pH 8 and increased gradually with decreasing pH. It reached
neutral around pH 6, which was higher than PAMAM-Suc-Phe
and PAMAM-Phe-Suc. The z potential of PAMAM-Phe-SO3Na
was changed into positive at more acidic pH (Fig. 3), although
sulfonic acid is negatively charged under our experimental
conditions. The number of protonated internal tertiary amines
at pH 5 was calculated as 21 at 20 �C (Fig. S3†). These suggest
that negatively charged sulfonic acid at the dendrimer termini
was hindered by the positively charged internal tertiary amines.
The zwitterionic structure was formed at each branch aer the
SO3Na.
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protonation of pKa2 in PAMAM-Phe-SO3Na at pH 6.2 or less,
which could induce the sharp UCST-type thermosensitivity. Our
results suggest that PAMAMG4may have the optimal shape and
surface density to interact each other. The LCST mechanism of
PAMAM-Phe-SO3Na was different from that of PAMAM-Phe-Suc.
It is because the pKa1 of PAMAM-Phe-Suc decreased at high
temperature, but the pKa1 of PAMAM-Phe-SO3Na increased. The
dehydration from the polymer is known as a main factor in
LCST-type phase transitions. The LCST thermosensitivity in
amino-terminal PAMAM-Phe is possibly based on the dehy-
dration.26 At low pH, PAMAM-Phe-SO3Na became cationic
although the terminal sulfate was stably negative. It is possible
that the negatively sulfonate groups were got into the den-
drimer inner space via electrostatic interaction. Consequently,
Fig. 8 Optical microscopic images of the solutions containing (A) PAMAM
10 mm.

10458 | RSC Adv., 2020, 10, 10452–10460
the Phe residues may be exposed at the dendrimer surface, so
that the surface structure of PAMAM-Phe-SO3Na may be similar
to amino-terminal PAMAM-Phe with the LCST-type thermo-
sensitivity (Fig. 7).26 The detailed molecular mechanisms
involving the pH- and thermosensitive behaviors remain to be
investigated.
Coacervation

We then examined the phase transition phenomena using an
optical microscope. Fig. 8 shows microscopic images of
PAMAM-Phe-Suc and PAMAM-Phe-SO3Na during LCST- and
UCST-type phase transitions. When the solutions were turbid,
spherical droplets were observed in both solutions containing
-Phe-Suc and (B) PAMAM-Phe-SO3Na under different conditions. Bar

This journal is © The Royal Society of Chemistry 2020
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PAMAM-Phe-Suc and PAMAM-Phe-SO3Na. This suggests that
coacervation (liquid–liquid phase separation) occurred during
the phase transition, similar to UCST-type phase transition of
PAMAM-Suc-Phe.27
Separation of RB from aqueous solutions

Finally, we demonstrated the material separation from the
aqueous solutions using a zwitterionic thermosensitive den-
drimer. Various materials including biomolecules could be
separated using UCST-type thermosensitive polymers.34,35 It has
been reported that PAMAM dendrimers can encapsulate
anionic compounds, such as rose bengal (RB).27 Thus, we used
RB as a model compound for separation. PAMAM-Phe-SO3Na
showed thermosensitivity even in the presence of RB, but the
phase transition temperature shied to higher due to the
enhanced hydrophobic interaction of the dendrimer/RB
complex (Fig. S10†). RB was mixed with PAMAM-Phe-SO3Na at
pH 6.5 and incubated at 4 �C and 60 �C for 30 min. Before and
aer centrifugation at 4 �C and 40 �C, the absorbance of the
dendrimer-RB solutions was measured. The residual RB (%)
was 3% and 82% at 4 �C and 40 �C, respectively, in the presence
of PAMAM-Phe-SO3Na (Fig. 9). Because PAMAM-Phe-SO3Na was
insoluble at 4 �C, the RB molecules in the solution were
encapsulated and condensed into the dendrimer droplets.
However, the RB encapsulated in PAMAM-Phe-SO3Na was not
condensed effectively at 40 �C because PAMAM-Phe-SO3Na was
mostly dissolved. Non-thermosensitive PAMAM-SO3Na was also
used instead of thermosensitive PAMAM-Phe-SO3Na. The
residual RB in the presence of PAMAM-SO3Na was 91% and 93%
at 4 �C and 40 �C, respectively. Since PAMAM-SO3Na remains
soluble even in the presence of RB (Fig. S10†), the RB molecules
could not be separated. Therefore, our results suggest that some
compounds can be separated from aqueous solutions by
Fig. 9 Separation of RB in the presence of PAMAM-Phe-SO3Na and
PAMAM-SO3Na from aqueous solutions at 4 �C (green) and 40 �C
(orange) (n ¼ 3).

This journal is © The Royal Society of Chemistry 2020
changing the temperature in the thermosensitive Phe-modied
zwitterionic dendrimer.
Conclusions

We synthesized various Phe-modied zwitterionic dendrimers
as pH- and thermo-responsive polymers. Interestingly, PAMAM-
Phe-Suc and PAMAM-Phe-SO3Na showed both LCST- and UCST-
type thermosensitive behaviors that could be switched by pH.
PAMAM-Phe-SO3Na showed a sharper temperature response
than PAMAM-Phe-Suc owing to the zwitterionic branches with
stable negative charge. These pH- and temperature-sensitive
properties disappeared by quaternizing the PAMAM den-
drimer and by changing Phe into Ile or AMBA. Thus, the inner
tertiary amine and the Phe residue in the dendrimer are
indispensable for their stimuli-sensitive behaviors. These den-
drimers induced the coacervation during temperature changes.
PAMAM-Phe-SO3Na was able to separate RB from aqueous
solutions by using its thermosensitive properties. This paper is
a rst report of pH-switchable LCST/UCST thermosensitive
dendrimers. These kinds of materials are useful in the design of
smart materials.
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