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Diffusion ordered 1H-NMR spectroscopy (DOSY) is a useful, non-destructive technique for analysing

polymer hydrodynamic size and intrinsic/solution viscosity. However, to date there has been no investi-

gation of DOSY under variable temperature conditions that allow trends in polymer conformation to be

determined. Poly(2-ethyl-2-oxazoline) (P(EtOx)) is a hydrophilic polymer that has the potential to replace

poly(ethylene glycol) (PEG) in biomedical applications. Applying DOSY to a series of narrow-distribution

P(EtOx) revealed that the apparent hydrodynamic radii scaled with molecular weight as expected. By

altering the temperature of the solution the trends in Flory-type exponents were determined, enabling

the determination of the power laws related to the coil-globule conformation of linear polymers directly

from NMR data. These measurements were complicated by the onset of convection currents at higher

temperatures, which impose a limit to the effective measurement range of ca. 10–35 °C. It was revealed

that P(EtOx) had a more expanded random coil conformation than PEG, and it trended towards θ con-

ditions at the lower critical solution temperature. In comparison, PEG was approximately in θ-conditions

at room-temperature. This shows the use, and limitations of DOSY in polymer conformation analysis, and

applies it to P(EtOx), a polymer which has not been analysed in this manner before.

1. Introduction

Polymers play an important role in biomedical applications,
ranging from polymers for shielding of drug carriers, via
polymer excipients to medical devices. For biomedical appli-
cations where the polymer is utilized in aqueous solution, the
polymer conformation (i.e. its’ degree of swelling and inter-
action with the environment)1,2 is extremely important.
Properties such as renal excretion and tissue penetration are
dependent on the hydrodynamic radius of the polymer.3,4

Moreover, the accessibility of the end-group/side-chains is
important for targeted prodrug strategies, as the targeting
ligand needs to be exposed to the surrounding medium. This
of course contrasts directly with the idea of shielding prodrugs
with the polymer and has been referred to as the “PEG
dilemma” for PEGylation.5–8 It has been reported that with
PEG the expanded coil “brush” conformation is far more
efficient in shielding nanoparticles than the collapsed “mush-
room” conformation.9

Therefore, there is a need to improve our understanding of
the conformation of applied linear polymers across a variety of

†Electronic supplementary information (ESI) available: Tables S1–4; (1) charac-
terisation of PEG used; (2) calculation of molar mass distribution of P(EtOx)
from DOSY; (3) power laws for P(EtOx) and (4) power laws for PEG, and 10
figures: (1) the pulse sequence used; (2) example Stejskal–Tanner plot; (3) effect
of tube size on convection currents; (4) relationship of D and Mp for PEG at
298 K and the positive projection along the ×1 (diffusion) axis; (5) comparison of
commercial Aquazol 50 kDa P(EtOx) with genuine 50 kDa linear P(EtOx); (6) plot
of diffusion coefficient of P(EtOx) of various molar masses at various tempera-
tures; (7) relationship of hydrodynamic radius of P(EtOx) of various molar
masses at different temperatures; (8) calculation of the volume of the nominal
sphere occupied by P(EtOx); (9) plot of the activation energy of diffusion for
P(EtOx); and (10) calculation of the volume of a nominal sphere occupied by
PEG. See DOI: https://doi.org/10.1039/d4py00505h

aSupramolecular Chemistry Group, Centre of Macromolecular Chemistry (CMaC),

Department of Organic and Macromolecular Chemistry, Ghent University, Krijgslaan

281 S4, B-9000 Ghent, Belgium. E-mail: bryn.monnery@gmail.com
bDepartment of Biomedical Engineering, University Medical Centre Groningen,

University of Groningen, Ant. Deusinglaan 1, 9713 AV Groningen, The Netherlands
cSmart Organic Materials Group, “Costin D. Nenitzescu” Institute of Organic and

Supramolecular Chemistry, Romanian Academy, 202B Splaiul Independentei,

060023 Bucharest, Romania
dPolymer and Biomaterials Chemistry Laboratories, University of Bradford, Bradford,

West Yorkshire BD 7 1DP, UK. E-mail: t.swift@bradford.ac.uk

This journal is © The Royal Society of Chemistry 2024 Polym. Chem., 2024, 15, 3077–3085 | 3077

O
pe

n 
A

cc
es

s 
A

rt
ic

le
. P

ub
lis

he
d 

on
 0

5 
Ju

ly
 2

02
4.

 D
ow

nl
oa

de
d 

on
 3

/5
/2

02
6 

2:
41

:1
5 

PM
. 

 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

http://rsc.li/polymers
http://orcid.org/0000-0001-5691-5451
http://orcid.org/0000-0001-6997-4979
http://orcid.org/0000-0001-7398-2058
http://orcid.org/0000-0002-8616-8458
https://doi.org/10.1039/d4py00505h
https://doi.org/10.1039/d4py00505h
http://crossmark.crossref.org/dialog/?doi=10.1039/d4py00505h&domain=pdf&date_stamp=2024-07-25
http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/d4py00505h
https://pubs.rsc.org/en/journals/journal/PY
https://pubs.rsc.org/en/journals/journal/PY?issueid=PY015030


temperatures, which is best represented by the Flory-type expo-
nents of the polymer;10 the higher the exponent, the more
extended the polymer, and the more available are the end
groups and any conjugated drug/active pharmaceutical ingre-
dients (or from a vesicle formed from the polymer).
Conversely, as the exponent approaches 0.5 (θ-conditions), the
polymer becomes more collapsed and increases shielding
from the solvent, this inhibits the activity of the conjugates, by
increasing shielding (Fig. 1). For a given formulation, it is
likely that a different balance between activity and shielding is
needed, but there are contradictory requirements for shield-
ing, and accessibility of the side-chains.

Polymer conformation is commonly measured by vis-
cometry, static light-scattering, dynamic light scattering, and
occasionally by osmometry. The literature contains many cases
of these techniques being used for P(EtOx)11–14 and PEG.15–20

Solution conformational (solvation induced swelling) is,
however, only a factor affecting the volume occupied of a dis-
solved/miscible polymer in solution. The chain length (degree
of polymerisation) is also a critical factor. Variations in pro-
duction methodologies result in a wide array of size distri-
butions both within and between sample batches. Typically,
the gold standard for studying macromolecular molecular
weight distributions is based on size exclusion chromato-
graphy (SEC). This technique involves fractionating polymers
based on their Stokes radius (aka their solvodynamic radius)
by filtering the polymer through a crosslinked gel and detect-
ing their elution speed. However, SEC has a number of draw-
backs, primarily unintended column interactions leading to a
broadening of the distribution.21 DOSY has already been
shown as excellent tool for analysing the molecular weights of
polymers.22–29 It is non-invasive and requires extremely small
amounts of material. It can even be performed on benchtop
spectrometers to give rapid and convenient measurements.29

Since DOSY provides a direct measurement of D in a given
solvent, it is unaffected by such peak broadening phenomena
and will provide an average or peak solvodynamic radii for any
specified nuclei environment.

Poly(2-ethyl-2-oxazoline) (P(EtOx)) is an interesting and
useful synthetic polymer that has the potential to replace poly
(ethylene glycol) (PEG) in biomedical applications.30 It is
highly water-soluble, amenable to copolymerisation to give
high drug loadings and has not shown any immune response
that might limit repeated use as has been observed with
PEG.31,32 It has, therefore, been proposed that PEtOx is a
useful tool for future nanoparticulate therapy.33 A P(EtOx)
based composition for the long term treatment of Parkinson’s
disease is in clinical trials,34 and a P(EtOx) based, extremely
effective, hemostatic sealing patch has been approved for clini-
cal use.35

P(EtOx) is a thermoresponsive polymer, which typically
aggregates to induce solution turbidity (TCP – cloud point) at
ca. 60 °C at infinite chain length, and thus is extremely soluble
in aqueous solutions at 37 °C.36 It is slightly above θ in water
at these temperatures.12 Poly(2-alkyl-2-oxazolines) (PAOx) with
longer side-chains, and especially poly(2-isopropyl-2-oxazoline)
(P(iPrOx)) undergo a conformational change in aqueous media
above their TCP, and form crystalline fibres.37–39 X-ray diffrac-
tion studies of P(iPrOx) show that at the molecular level the
polymer is forming a rigid helix.40 It was previously believed
P(EtOx) was completely amorphous, but it has been found to
also undergo the same transition, but at a slower rate.41

P(EtOx) has a negative entropy of mixing with water, like PEG.
Thus, the miscibility with water is due to the formation of
hydrogen bonds with the water. Winnik and coworkers have
shown in the closely related poly(2-isopropyl-2-oxazoline) that
immiscibility occurs when the polymer adopts a dehydrated
fully trans conformation.42 P(EtOx) can theoretically exist in
three forms; random coils, helices, and folded helices.43

Bernard predicted with molecular modelling that whilst a
helical conformation was possible it was not favoured at 25 °C
in water. It has been also shown that P(EtOx) forms a random
coil in THF at 25 °C.44

PEG crystallises as helices with 7 repeat units per turn.45

The solution entropy of PEG in water is negative, and quite
different to the solution entropy in organic solvents such as
chloroform.46 In chloroform the PEG chains exist as random
coils, whereas in water ordered structures are seen. PEG is, in
fact, solvated by ordered water which bridges oxygens and gen-
erates a non-random coil, with a large enthalpic gain. The
negative entropy means that as the temperature increases
water is excluded and the coil structure begins to reform, up to
the point of precipitation when insufficient ordered water
remains in the structure for miscibility. However if heating is
continued to higher temperatures, eventually the helical struc-
ture will break down and the PEG will redissolve.47 Amu
showed that salts have a significant effect on the confor-
mation, with salts producing far more random structures,
whilst in pure water the structure is reported to be very
extended.16

The question of what the conformation of PEG is in
aqueous solution is a vexed one, and crucial for some bio-
medical applications. In binary mixtures of carboxylic acids
and water, it is absolutely helical.48 In some conditions, PEG

Fig. 1 Effect of the polymer conformation on drug/API availability. As
availability increases due to the chain expanding, the shielding effect
also decreases leading to “the PEG dilemma” in PEG conjugates.
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has been observed to form helices in water.49–52 There are
observations of ordered structures being formed in aqueous
solution,53 being caused by self-association competing with
water association.54 The trans and gauche conformations
should occur in a 1 : 2 ratio if the PEG was a random coil (and
a 2 : 1 ratio for the helix), and the gauche conformation is
heavily favoured in aqueous solution, indicating that random
coils dominate.53,55–57 As dilution increases and temperature
decreases, this ordered form is favoured.58

This manuscript reports studies on narrow dispersity poly-
mers with symmetrical Cauchy–Lorentz distributions of
varying chain length. It is designed to show the potential of
DOSY for disclosing polymer solution properties – however as
polymer samples inevitably contain mixtures of molecules
with varying chain length, the chain backbone will report on
an averaged [1H] of the most common functionality present in
the sample. Thus, care should be applied when applying DOSY
to samples that are highly disperse, or contain non-symmetri-
cal/multi-modal size distributions as the chain backbone
[nuclei] will report on multiple averages depending on the
samples population density.

2. Experimental
2.1 Materials

The chemical structures of the polymers used in this study are
shown in Fig. 2. The synthesis of the well-defined high molar
mass P(EtOx) used in this work has previously been reported.59

PEG with methyl α-terminii and amine ω-terminii were pur-
chased from Sunbright and characterised by size exclusion
chromatography. The higher molecular weight polymers were
resolved by MALS, and a correction factor for the lower mole-
cular weight materials of 0.565 ± 0.01 (from poly(methyl meth-
acrylate) to PEG) was estimated. The bolded values in
Table S1† were used.

2.2 Methods

High precision field matched NMR tubes were purchased from
Wilmad USA. Deuterated NMR solvents were purchased from
Cambridge Isotope Laboratories Inc. USA. Measurements were
taken on a Bruker Avance Neo 600 MHz with an iProbe sensor.
Calibration of the gradient field strength was performed using
a sample of H2O in D2O (1% v/v) doped with GdCl3 (0.1 mg) as
a paramagnetic relaxation agent. The instrument was prepared

with a Gamma of 26 752 rad, and a DOSY pulse sequence with
stimulated echo measurements (to reduce the impact of con-
vection) was employed δ 0.01, Δ 0.04 decays. Gradient
strengths were calibrated to provide a diffusion coefficient of
1.91 × 10−9 m−2 s−1 at 298.15 K (gradients operated from 95%
to 5% using 16–64 steps across a quadratic decay). Two spoil
gradients were applied before each run. The temperature accu-
racy of the instrument was ensured by initial calibration of the
sample temperature to displayed sample control temperature
by measurement of the shift between the residual CH3 and OH
resonances of methanol (99.8% MeOD). Samples were pre-
pared at 1 mg ml−1 concentration and exactly 0.8 μl of solvent
was added to each NMR tube to ensure consistency between
results. The spectrometer was controlled using Bruker Topspin
4.3.0 to collect and process NMR data, using the ledbpg2s
pulse sequence (ESI Fig. S1†). D was determined using the
Bruker Dynamics Centre add-on using the Stejskal–Tanner
plots (see ESI Fig. S2† for an example). The volume of a repeat
unit was estimated using Vega ZZ software.60

Size exclusion chromatography (SEC) was performed with
an Agilent 1260 system with a diode array detector and refrac-
tive index detector to which was added multi-angle light scat-
tering detector (Wyatt Dawn Heleos II or miniDawn Treos II).
The column set was 2× PLGEL MIXED-D (300 × 75 mm)
columns and a guard column (50 × 7.5 mm MIXED-D), and
the eluent N,N-dimethylacetamide with 50 mM LiCl (flow rate
0.5 mL min−1). Samples were filtered (0.2 μm PTFE filter)
before injection. The dn/dc value of PEG was determined by
sequential injection of different amounts of polymer. Wyatt
ASTRA 7 and Agilent GPC/SEC software were used to process
the data.

3. Results and discussion

Johnson and coworkers first noted that D would be related to
M as per eqn (1a) This is an application of the Flory scaling
law which, when generalised, relates any dimensional property
of a polymer (such as intrinsic viscosity, hydrodynamic radius
or radius of gyration) to the molecular weight.61,62 Thus, three
related equations are in play.

D ¼ cM �b ð1aÞ
½η� ¼ KηM̄a

v ð1bÞ
RH ¼ KHM v ð1cÞ

wherein the various K constants and α, a and v (generically
the exponent) are related but different constants. Eqn (1a)
is commonly used in polymer DOSY NMR spectro-
scopy.21–23,27,62,63 Eqn (1a) is the Rouse–Zimm equation, eqn
(1b) is the Mark–Houwink equation and eqn (1c) has no
formal name, but is directly related to the Stokes–Einstein
equation (eqn (2)):15

RH ¼ kT
6πηDf

ð2ÞFig. 2 Chemical structures of poly(2-ethyl-2-oxazoline) and poly(ethyl-
ene glycol) with the end-groups used in this work.
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where RH is the hydrodynamic radius, k is the Boltzmann con-
stant, T is absolute temperature (in K), η is the dynamic vis-
cosity of the solution, D is the diffusion coefficient and f is the
friction factor (which is assumed to be unity in the case of a
hard sphere).

[η] is also related to RH via hydrodynamic volume, VH, thus:

½η� ¼ 2:5NVH

M
ð3Þ

where N = Avogadro’s number, and M is the mass of the
polymer.

In this case, the exponent in eqn (1c) can be used to deter-
mine molecular conformation. In theta conditions, the expo-
nent is 0.5 with the polymer being a perfect random coil.
Deviations from this occur at different rates since they are
scaled differently, but in all cases a value >0.5 is more
extended than perfect, and <0.5 is a compacted globule.

In this work we assume, since the polymers are very narrow,
that M̄v can be substituted by M̄w (eqn (4)):

M̄v ¼ M̄w: ð4Þ

Although we model polymers as simple hard spheres, in
reality they adopt a more solvated form, and the individual
polymer chains in solution can adopt many conformations.
Conformational analysis is typically carried out using viscome-
try at varying temperatures.

However, a variety of factors need to be considered, since
they can affect the diffusion coefficient. Firstly, there are vari-
ations in the solution dynamic viscosity, η, which has been cor-
rected for by Swift and coworkers,63 and Junkers and co-
workers,25 and Hiller and Grabe26 using different method-
ologies. In this work, Swift’s method is used, since it actually
determines η from information contained within the measure-
ment. Swift’s method uses the fact that η of the pure solvent is
known, and the D of both pure solvent and the polymer solu-
tions are known, and they are related to η of the solution as
per eqn (5).

DPolymer soln

ηPure solvent
¼ DPure solvent

ηPolymer soln
ð5Þ

With our experiments, we assume that the density of the solu-
tion is unchanged by polymer molar mass, and since the
difference in the density of water throughout the working
range of the experiments is less than 1%, we have assumed it
can be ignored.

Above a critical concentration, the polymer chains will
overlap and restrict free diffusion.27 This will reduce the value
of D, and so the concentration of polymers must be sufficiently
dilute. We have used 1 mg mL−1, which is regarded as
sufficiently dilute.

Finally, since in our experiments we were altering the temp-
erature of the analysed solution, we need to be aware of the
potential occurrence of convection currents that could alter
the measurements.64 This is pronounced in solvents with low
viscosity and lower coefficients of thermal expansion, such as

CDCl3 or acetone, but has much less effect in D2O due to the
enthalpic resistance to breaking hydrogen bonding networks.
However, a limit to the usable temperature range was found as
part of this study.

Hiller and Grabe have recently combined the above
equations into an elegant equation (eqn (6)), which may be
used to determine the Mark–Houwink parameters:26

KMaþ1 ¼ 10
3
πNA

kBT
6πηD

� �3

ð6Þ

However, they use a value for η of the pure solvent, which
fails to correct for self-diffusion. To correct for this, eqn (6)
can be used with the value for η of the solution calculated in
eqn (5).

3.1 Convection effects

Convection in DOSY can be a serious problem.64 The self-
diffusion coefficients of the solvent (water) in standard 5 mm
NMR tubes were consistent with literature values.65 However,
the self-diffusion coefficient should be linear with temperature
due to the first order relationship of D with respect to T in the
Stokes–Einstein equation. On examination, this was only true
in the range 10–35 °C while at 37 °C and above the D2O peak
showed some slight deviation from the linear relation, which
increased with increasing temperature. This resulted in non-
sensical hydrodynamic radii for the polymers. Whilst the
experiments were carried out in standard 5 mm tubes, post-
facto the options of 3 mm tubes and 5 mm tubes with inserts
were examined. The 3 mm tube was significantly inferior, with
a workable range of 10–30 °C, whilst the workable range for a
5 mm tube with an insert was 10–45 °C (ESI Fig. S3†). As a
point of comparison, Silva et al. have recently reported using
the dstebpgp3s pulse sequence to expand the usable tempera-
ture window of the measurement.28

3.2 Determination of the effect of molar mass on the
diffusion coefficient of poly(2-ethyl-2-oxazoline)s

Before determining the molar mass, we investigated the
necessary diffusion resolution (from the number of pro-
grammed gradient steps of the sample measurement) to esti-
mate D, and the resultant apparent distribution of the polymer
diffusion values from across the 1H proton signal peak were
captured. The resolution of DOSY is limited by the number of
datapoints, but the distribution is free from column inter-
action effects that broaden the observed molar mass distri-
butions.66 This can be useful in the analysis of polymers, in
more realistic conditions that are closer to their true solution
properties. It was found that with insufficient resolution <64
steps, the peak appeared band-broadened (Fig. 3). Further
testing also showed that the resolution of the DOSY experi-
ments decreases with decreasing D or higher Mw, since the x1
axis is proportion to log D. Thus, sufficient resolution is
required to avoid band-broadening artifacts arising from
noise. This distribution has, however, no artefacts resulting
from band broadening or column interaction effects, which
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broaden standard SEC measurements without a mass detector,
such as MALS. Thus, Đ is low, and typically close to, or less
than the value measured by SEC-MALS (Table S2†). For expe-
diency we selected the lowest resolution (64 steps) that pro-
duced a sharp peak, to reduce the scan time.

The relationship of D with the molar mass is expected, for a
randomly coiled polymer, to be linearly proportional to the
molecular weight. We determined D both using Dynamics
Center software (to specify the diffusion at the peak top of 1H
proton signal from the polymer backbone) taken as standard
(Fig. 4a for P(EtOx) and ESI Fig. S4a† for PEG) and taking the
sum diffusion distribution from the software automatically
sampling D across the summed 1H signal (Fig. 4b and ESI
Fig. 4b†). Using the peak [1H] signal diffusion we found that
the expected log–log relationship between Mw and D was
found, with the gradient providing the Flory exponent for that
temperature (although uncorrected for viscosity, see 3.3). We
generated a size calibration curve to estimate Mp (peak molar
mass) from these two extrapolation methods (Table 1) and
compared this to the molar mass provided by SEC-MALS ana-
lysis (see ESI Tables S1 and S2†). Using the size distribution,
the relationship of Mw and D in this measurement was slightly
different to the peak-top measurements, and thus a calibration
derived from the polymers was used. It is essential to keep
conditions consistent within the experiment.

The D2O peaks were essentially identical at a given tempera-
ture for an experiment, acting as a control. Analysing the data,
we discovered a good fit by both methods.

Molar masses and dispersities of P(EtOx) determined from
(a) SEC-MALS (previously reported) and (b) DOSY (determined
from the data in Fig. 4). The difference in Mp, determined by
dividing the Mp(SEC-MALS) by Mp(DOSY) is up to 15% (c),
which shows reasonable agreement between the two
techniques.

These samples were of narrow dispersity, which is a neces-
sity since broad polymers (Ð > 1.3) often do not follow the
expected linear trend with respect to molecular weight.27 A
commercial sample of broad dispersity (Aquazol 50) was ana-

lysed, and the polymer peak was much broader (ca. 0.5 log
units vs. 0.1 for a narrow polymer), and, hence, gave less signal
intensity with a peak height less than 1% of the D2O peak
height. It also had a much lower than expected diffusion
coefficient (see ESI Fig. S5†). This made analysis of molecular
weight and dispersity unreliable, which is in agreement with
analysis of broadly dispersed polymers by DOSY being
limited.27 However, there may be a physical reason for the
lower diffusion coefficient, which is discussed in 3.3.

Fig. 3 The effect of increasing the number of gradient steps on the
diffusion distribution resolution of the nominal 10 kDa P(EtOx). The
lowest resolution is at the rear, and the highest at the front.

Fig. 4 (a) Relationship of the diffusion coefficient at the top of the 1H
polymer backbone peak to Mp at 25 °C (adjusted r2 = 0.9907, intercept
= −9.731, slope = −0.4829). (b) The positive projection along the x1 axis
of high resolution DOSY for P(EtOx) of Mp 10 kDa to 361 kDa for the
same data.

Table 1 Comparison of DOSY derived molar masses with SEC-MALS

SEC-MALS DOSY – peak top DOSY – distribution

Mp
(kDa)

Mp
(kDa)

Mp(DOSY)/
Mp(SEC)

Mp
(kDa)

Mp(DOSY)/
Mp(SEC)

10.7 11.1 3% 9.3 −13%
18.7 19.6 5% 17.6 −6%
30 27.6 −8% 34.4 15%
43 45.4 6% 45.5 6%
57.9 61.0 5% ND ND
66 64.2 −3% 66.4 1%
108.7 92.5 −15% 124 14%
215.9 211.9 −2% 208.5 −3%
366.1 408.7 12% 319.5 −13%

Average 0.33% 0.13%

Polymer Chemistry Paper

This journal is © The Royal Society of Chemistry 2024 Polym. Chem., 2024, 15, 3077–3085 | 3081

O
pe

n 
A

cc
es

s 
A

rt
ic

le
. P

ub
lis

he
d 

on
 0

5 
Ju

ly
 2

02
4.

 D
ow

nl
oa

de
d 

on
 3

/5
/2

02
6 

2:
41

:1
5 

PM
. 

 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

http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/d4py00505h


3.3 Power laws for hydrodynamic radius and intrinsic
viscosity of poly(2-ethyl-2-oxazoline)

Herein DOSY spectra were interrogated by sampling the [1H]
peak-top of the polymer backbone taken as a single point of
reference. The hydrodynamic radius was determined by the
diffusion coefficient measured in DOSY experiments (eqn (2))
and the viscosity of D2O (eqn (5)).67 Intrinsic viscosity was
determined by eqn (3), and the Mark–Houwink parameters by
eqn (6).

We thus have three different values which can be utilized to
determine conformation; diffusion coefficient, intrinsic vis-
cosity and hydrodynamic radius (which is related to radius of
gyration), of which the latter two are typically used. The first,
as used above and used by Voorter et al.25 fails to account for
polymer self-diffusion. The effect is small with low molar mass
polymers but increases with molar mass and may become sig-
nificant when measuring larger polymers. This resulted in an
obvious inflection point as the P(EtOx) moved between
different self-diffusion regimes (ESI Fig. S6†), although the
effect is small. This does give us insight into the behaviour of
P(EtOx), with self-entanglement arising above ca. 60 kDa.

The hydrodynamic radius is directly related to the radius of
gyration and was related to the molar mass exactly as expected;
for each temperature log RH and log[η] correlated with logMw

(ESI Fig. S7†). The power laws for diffusion coefficient, intrin-
sic viscosity and hydrodynamic radius could be determined
(Table S3†).

The exponents are decreasing in the manner noted by
Gubarev et al., trending towards being in theta conditions at
just below ∼60 °C, and intersecting around 60 °C which is just
below the lower critical solution temperature (LCST) of high
molar-mass P(EtOx) (Fig. 5).14,68 This is consistent with the
P(EtOx) being an extended coil at room and body temperature,
and contracting with increasing temperatures until being a

perfect random coil just below the LCST. Once the temperature
is increased above theta, the free energy of mixing will become
positive, and the polymer will phase separate.

The intrinsic viscosity data should be compared to analysis
of the same polymers by analytical ultracentrifugation in phos-
phate buffered saline (PBS). The exponents in PBS were lower
(at 288 K, 0.63 vs. 0.78), indicating that water (D2O) is a signifi-
cantly better solvent than saline solutions. The trends, with
decreasing exponents with temperature, were the same. Other
measurements of intrinsic viscosity have given lower values (α
= 0.56) in water at 298 K,12 but with much broader polymers
that have significant branching.43,69 As discussed above, their
diffusion coefficients and intrinsic viscosities are significantly
smaller than the well-defined linear P(EtOx) that we have used,
as expected of branched or star-like polymers.70

We know that the hydrodynamic volume of the spherical
models compared to the molecular volume of the P(EtOx)
(approximated as 110 Å3 per repeat unit) and the polymer coil
is typically heavily hydrated. The polymer may be expected to
be free-draining at lower temperatures, since the coils hydro-
dynamic volume is only a few percent polymer (8% for 10 kDa,
decreasing with increasing mass to only 0.5% for 361 kDa). As
temperature increases, the hydrodynamic volume decreases,
and hence the water content of the sphere also decreases (ESI
Fig. S8†).

The activation energy of diffusion may be determined by the
Arrhenius theory, but there is no trend, with the values scattered
randomly between 0.13 and 0.16 J K−1 mol−1, which is per mole
of polymer, thus, there is no significant end-group effect with
these small end-groups even at ca. 10 kDa (ESI Fig. S9†).

3.4 Comparison of poly(2-ethyl-2-oxazoline) to poly(ethylene
glycol)

PEG is the current standard for hydrophilic stealth polymers.
For comparison, we analysed commercially available amine
terminated PEG, with the same ω-terminii as our P(EtOx).
There was significant double molecular weight diol PEG
initiated by traces of water in many of the samples leading to a
broadening of the dispersity.

The power laws were determined as per P(EtOx) (Table S4†).
Like P(EtOx), at 308 K convection had taken the exponent off
the linear trend, and measurements above 303 K were dis-
carded. At 283 K, the values for 59.2 kDa PEG were very off-
trend due to the formation of helices. This datapoint was not
included in the linear fits.

The polymer contracts with increasing temperature, as pre-
viously observed by Özdemir and Güner for the range
288–313 K using viscometry.71 PEG was in theta conditions at
∼23 °C, with the trends for the [η] and RH fits crossing over at
≈0.5 (Fig. 6). In the literature, values of α for PEG are
inconsistent.63,72 Our observation of near-theta conditions at
room temperature is in accord with simulation data,73,74 which
are idealised, and some of the experimental data.75 The reason
for the scattered exponents is that there are concentration
related conformational changes for PEG, and thus the concen-
tration matters. It appears that when measured in very dilute

Fig. 5 The exponents for intrinsic viscosity (α, black squares) and
hydrodynamic radius (v, red circles) of P(EtOx) as function of tempera-
ture. Extrapolating the trendlines results in the trends intersecting at 0.5,
at a value of approximately 60 °C, which is approximately the theta
temperature and the LCST of P(EtOx).
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conditions, the theta temperature decreases to values
approaching room temperature, whereas semi-dilute or con-
centrated solutions extrapolated to infinite dilution give much
larger values.76,77 This is a topic needing further investigation.

We are comparing PEG to P(EtOx) under the same con-
ditions in the extremely dilute regime at 0.1% (w/v). Under
these conditions, PEG was far more compact than P(EtOx).
PEG is a random coil at room temperature, whereas P(EtOx) is
an expanded coil.

The volume of a PEG repeat unit is half that of a P(EtOx)
repeat unit (55 Å3), and the trend with respect to polymer
content of the sphere is similar to P(EtOx). However, the PEG
sphere contains much less water than P(EtOx) as a result of its’
more collapsed state and hence lower hydrophilicity (ESI
Fig. S10†). For the highest MW at the lowest measured temp-
erature (i.e. the one most tending towards helix formation), the
value becomes nonsensical, which might be ascribed to the
formation of helices or aggregated helices.49–52

With respect to potential biomedical uses, it would appear
PEG is more collapsed in solution than P(EtOx), although
crowding effects on the surface of (say) nanoparticles will
result in a more extended conformation than in high dilution.
P(EtOx) of 10 kDa has been observed to effectively shield
ligands at the termini, whereas 5 kDa was insufficient.3,4

P(EtOx) would seem to be an excellent choice for prodrug
delivery, since the water permeates the structure allowing for
release of the drug in a controlled manner.78 P(EtOx) is likely a
good substitute for PEG, albeit one that occupies a physically
larger volume for a given polymer mass.

4. Conclusions

The effect of temperature on the diffusion coefficient and solu-
tion viscosity as determined by DOSY is not an area into which

much research has been done. Typically, measurements are
done by size-exclusion chromatography and dilute solution vis-
cometry, which are involved techniques requiring special
equipment. This is the first example of the determination of
the Flory type coefficients using DOSY NMR spectroscopy. The
primary drawback of DOSY is that convection becomes an
issue outside of a narrow temperature range in 5 mm NMR
tubes, but it is sufficient to determine molecular shape, and
estimate the theta temperature. Convection increases the
motion of the particle and hence the decreases the apparent
size.

In the convection free zone, the molecular weight, mole-
cular weight distribution, hydrodynamic radius and intrinsic
viscosity of P(EtOx) could be determined by DOSY. The power
laws for diffusion, intrinsic viscosity and hydrodynamic radius
could be determined, and were generally consistent with other
methods of measurement. However, the well-defined P(EtOx)
that we used was more extended in solution than the partially
branched commercial product.

When compared with PEG, P(EtOx) is more extended in
aqueous solution, with the hydrated coil having a much
greater volume. This indicates that P(EtOx) is likely to
interact differently with proteins when used as a stealth
polymer.
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Fig. 6 The exponents for intrinsic viscosity (α, black squares) and
hydrodynamic radius (v, red circles) of PEG as function of temperature.
The trends in the exponents intersect at approximately 0.5, which is the
theta temperature of PEG.
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