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Hydrogen bonding plays a role in the microphase separation behavior of many block copolymers,
such as those used in lithographyt, where the stronger interactions due to H-bonding can lead
to a smaller period for the self-assembled structures, allowing the production of higher resolution
templates. However, current statistical thermodynamic mo dels used in descriptions of microphase
separation, such as the Flory-Huggins approach, do not take into account some important properties
of hydrogen bonding, such as site speci city and cooperativity. In this combined theoretical and
experimental study, a step is taken toward the development of a more complete theory of hydrogen
bonding in polymers, using polyacrylamide as a model system We begin by developing a set of
association modelé to describe hydrogen bonding in amides. Both models with one association
constant and two association constants are considered. This theory is used to t IR spectroscopy
data from acrylamide solutions in chloroform, thereby dete rmining the model parameters. These
parameters are then employed to calculate the scattering function of the disordered state of a diblock
copolymer with one polyacrylamide block and one non-hydrog en-bonding block in the random phase
approximation. It is then shown that the expression for the i nverse scattering function with hydrogen
bonding is the same as that without hydrogen bonding, but wit h the Flory-Huggins parameter

replaced by an eective value . = + g (f), where the hydrogen-bonding contribution

ns depends on the volume fraction f of the hydrogen-bonding block. We nd that models with
two constants give better predictions of bond energy in the acrylamide dimer and more realistic
asymptotic behavior of the association constants and g in the limit of high temperatures.

I.  INTRODUCTION homopolymerg=.

They showed that association con-

Hydrogen bonding interactions occur very widely in
nature. Although individual H-bonds are relatively weak,
their e ect on the physical properties of substances can
be profound, and is responsible for the anomalous prop-
erties of water and the secondary structure of proteins.
However, the characteristics of hydrogen bonding, such
as site specicity and cooperativity, make it dicult
to build a general theoretical description of H-bonding
systems.

One of the most natural ways to describe the ther-
modynamics of the formation of hydrogen bonds is to
treat this phenomenon as a reversible chemical reaction.
This association modelapproach (sometimes called the
ERAS model) was initially proposed to describe hydro-
gen bonding association in alcohols and polyalcohdls
In the framework of this model, it is assumed that alco-
hols in the liquid state form a full range of linear chain
aggregates due to hydrogen-bonding association. It was
shown that chemical equilibrium in this kind of system
is described well by two association constants, one cor-
responding to the formation of a dimer (dimer associa-
tion constant) and the other corresponding to addition
of further molecules to the chain (multimer association
constant).

The association model of hydrogen bond formation
in alcohols was later applied by Painter and Cole-
man to describe the miscibility of hydrogen-bonding

stants measured for low molecular weight analogs of poly-
mer segments can be used (after rescaling in order to take
into account the di erence between the molar volumes
of monomers and polymer segments) to describe hydro-
gen bonding in polymer systems. This approach has sev-
eral strengths: (i) its parameters are measurable quanti-
ties, (ii) it treats non-hydrogen-bonding interactions and
hydrogen-bonding interactions separately, (iii) the num-
ber of hydrogen bonded contacts is not random, and (iv)
it works as an extension of the Flory-Huggins theory of
polymer melts, which is the basic theoretical platform
in polymer physics. However, as this work was focused
speci cally on alcohols, hydrogen bonding in homopoly-
mers and diblock copolymers is still often described by
means of a negative Flory-Huggins parametef®:10,

Taking into account the virtues of the association
model approach, it is useful to extend it to other classes
of self-associating hydrogen-bonding compounds such as
amides and acids. Here, we develop a set of association
models for amides and test them by comparison with IR
absorption measurements on acrylamide solutions.

The choice of acrylamide as a system to study is moti-
vated by the current interest in the properties of its cor-
responding polymer, polyacrylamide. Polyacrylamide is
a commercially important polymer which, in addition to
its uses in chromatographic columns, soft contact lenses
and cosmetics, is now nding applications in the areas of
biomaterials and smart materials research*2. A key
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factor in these applications is hydrogen bonding: the
acrylamide group has both hydrogen donor and accep-
tor sites and can serve as a universal hydrogen bonding
agent.

In addition to the strengths of the association model
listed above, we also believe that it will yield insights
into hydrogen-bonded acrylamide aggregates that would
be di cult, or even impossible, to obtain by other tech-
niques, such as density functional theory (DFTY314 and
molecular dynamics simulationg®. DFT is a powerful
tool that gives many valuable insights into the physics
of hydrogen bonding, such as the e ect of the conforma-
tion and relative positions of the molecules on the en-
ergy of the hydrogen bonding interaction. It can also be
used to investigate hydrogen-bonded clusters, and such
studies have been carried out for acetamidé1’. How-
ever, to the best of our knowledge, existing studies on
acrylamide focus on the structure and spectral features
of isolated molecules and hydrogen-bonded dimers and
do not provide any information on networks of hydrogen
bonds or on the entropy of hydrogen bond formation in
an ensemble of molecules.

Molecular dynamics (MD) has also been used to study
hydrogen-bonded networks and, for example, has been
used to investigate liquid formamide*®. However, there
are questions about the use of MD in these systems,
since it was shown in the case of alcohols that molec-
ular dynamics simulations using common force elds do
not reproduce the spectral features of hydrogen-bonded
aggregates in solution, even on a qualitative levéf. Fur-
thermore, there is always a constraint on the size of the
system in molecular dynamics simulations, which limits
the possibility of simulating the true size distribution of
aggregates in solution.

The main diculty in constructing an association
model of acrylamide is that there is not enough infor-
mation about the \rules" of association and the min-
imal number of association constants necessary to de-
scribe association. In the literature of the interpreta-
tion of IR data from solutions of amides, all models that
we are aware of use linear chain aggregates or cyclic
dimerst®. In the crystal phase, acrylamide is known to
form two-dimensional ribbon-like networks of hydrogen
bonds® with two bonds per oxygen, two bonds per NH
group and ribbons built from the double-bonding of cyclic
dimers. However, we believe that, in both the solution
and the melt, the association model may be di erent. For
example, for relatively large acetamide cluster¥’ with ag-
gregation numbers up toi = 15, it was shown by means
of DFT simulations that clusters with \irregular” (as well
as linear and cyclic) structure have lower energies than
clusters constructed from crystal polymorphs, and we ex-
pect similar behavior for acrylamide.

Our strategy to deal with the this uncertainty is to de-
velop a set of models with di erent association rules. We
start with models with one association constant (in other
words, in all these models we assume that all hydrogen
bonds have the same energy regardless of their position
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FIG. 1: Acrylamide molecule.

inside the aggregate). These models are then applied to
interpret IR spectroscopy data from acrylamide solutions
in chloroform and determine the association constants.
Next, models with two association constants are inves-
tigated. These give better correspondence to the bond
energies in acrylamide dimers predicted by DFE314,

At the end of the paper, we take a rst step toward the
application of the association model approach to the de-
scription of hydrogen bonding in block copolymers by cal-
culating the structure factor of a disordered melt of block
copolymer with one hydrogen-bonding self-associating
block and one non-hydrogen-bonding block in the ran-
dom phase approximation (RPA). Next, the models and
parameters determined for acrylamide are used to esti-
mate how the Flory-Huggins parameter that appears in
the RPA formula for the structure factor of the diblock
copolymer with a polyacrylamide block is shifted by the
presence of hydrogen bonds in these systems. It should
be noted that these results can be considered only as
preliminary, because, though our calculations take into
account the non-randomness of hydrogen bonding con-
tacts, they do not take into account the non-randomness
of mixing in polymer systems, which should be accounted
for in the future.

. MODELS WITH ONE ASSOCIATION
CONSTANT

According to one de nition, a hydrogen bond is an
attractive short-ranged force between a hydrogen atom
bonded to a strongly electronegative atom and another
electronegative atom with a lone pair of electrons.

Acrylamide has a primary amide group (see Figuré1l),
which consists of an oxygen atom (a hydrogen acceptor)
and an NH, group (a hydrogen donor). The oxygen atom
can potentially form two hydrogen bonds as it has two
lone electron pairs. Since it has two hydrogens, the NH
group can also potentially form two bonds. However, it
is also possible that the oxygen atom will predominantly
form only one bond (as in alcohols}! or that the second
hydrogen on the NH, group will lose its donating proper-
ties after the rst hydrogen becomes bonded?. Di erent
rules of association produce aggregates of di erent archi-
tectures. If we allow only one bond per oxygen and one
bond per NH, group, then the hydrogen-bonding associ-
ation of acrylamide molecules produces linear chains. In
all other cases, branched aggregates are produced.

From both experimental studies and DFT simulations
it is known that tautomerism is not present in acry-



TABLE I: List of models with one association constant and
no cycles.

|Model |association rules |

0 only linear dimers

1 one bond per oxygen, two bonds per NH group
2 two bonds per oxygen, two bonds per NH; group
3 one bond per oxygen, one bond per NH group
4 two bonds per oxygen, one bond per NH, group

lamide because imidic acid has an energy approximately
11 kcal/mol higher than the ground state energy of the
syn-isomet4, so we do not consider the possibility of tau-
tomerism in our models. Isomerism is also not consid-
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already held close to each other by other bonds in the
aggregate.

The expression for in the case when one bond per
oxygen and two bonds per NH group is allowed has the
form

N 12M 2N
(N M) (2N

21 1
2 MM

3)

Here, the rst factor is the number of ways to chooseM
acceptors forM bonds out of N molecules, taking into
account that each oxygen can form only one bond, but
has two bonding sites. The second factor is the number of
ways to chooseM donors for the bonds (at this stage all
atoms are treated as distinguishable) and the last factor
accounts for the indistinguishability of bonds. SinceM

ered, because 95% of the molecules are in the syn-isomer @nd N are large numbers, the 2 terms in the second

state at room temperature due to the large di erence in
ground state energy between the two isomefs. In all of
our models, it is also assumed that the two hydrogens are
equivalent and the slight di erence in electro-negativity
between them is neglected.

In this section, we consider models for which it is as-
sumed that all hydrogen bonds have the same energy re-
gardless of their position in the aggregate and that there
are no cycles of any kind. The list of models generated
by these assumptions and di erent association rules is
presented in Table[l.

In order to illustrate our calculation method, model 1
is used as an exemplar. The calculations for all other
models can be found in the supplementary materials.

In model 1, it is assumed that the rules of association
can be formulated as \one bond per oxygen, two bonds
per NH, group”. The starting assumption is that the
free energy of the solution can be written as

F=Fo+ Fur; (1)
whereF is the free energy of solution without any hydro-
gen bonding association of the dissolved molecules and
Fus is the contribution due to hydrogen bond formation.

If there are N acrylamide molecules in solution with
M hydrogen bonds in total between them and the energy
of one hydrogen bond is , one can write?*

Fus =M  kTlh p¥ 2)
wherep is the probability of formation of one bond, which
can be expected to be inversely proportional to the vol-
ume of the system, so thatp = C=V (where C is a con-
stant), and is the combinatorial number of ways to
form M bonds in the system. It is worth noting that
here we implicitly use our assumption about the absence
of cycles because we suppose that the formation of each
bond contributes to the statistical weight factor p, which
accounts for the loss of entropy due to bond formation.
In the case when an additional bond is formed that leads
to the creation of a cycle, the entropy loss is either absent
or much smaller because the participating molecules are

factor will be neglected.
Substituting into Equation 2[Jusing Stirling's for-
mula and minimizing Fyg with respect to M yields

M K

MY2N M) V’ “)

2(N

where the equilibrium association constant K

Cexp has been introduced. Alternatively, in
terms of concentrations
m
= 5
2n m)2n m) ®)

Solving this quadratic equation with respect to m, the
dependence of the free energy on the total concentration
of solution can be obtained as

#
Fus (n my@n m)?
= + | 6
kv o nm 4n? - ®
where
1+6Kn p1+12Kn +4K?2n2
m = : (7)

4K

In order to couple this expression with the Flory-Huggins
formula for the free energy of the system without hydro-
gen bonds, it can be rewritten in terms of volume frac-
tions as

" #
Frg v ( mE
= + -
v - om*to 43 - ®
with
_ 1+6K0° p1+12K0 +4K® 2 9
m - 4K0 ’ ()

wherev is a reference volume an&K °= K=v is a dimen-
sionless association constant. As the calculation method
is the same for all models, only the nal expressions for
the free energies of the other models with one associa-
tion constant are presented here, in Table[1l. The full
derivations can be found in the Supporting Information.



TABLE II: Free energies for models with one association con-
stant.

[Model| Fre v=kTV m
o 5
0 2 N 1416 K 1432 K
0 K02+ In i S
( )@ )2 |16 KO 1412 KO +4K ® 2
1&4| m+ In m)2  m e
1+4 KO " 148K 0O
_m
3 +2 In 1 .o 148 KO | 1+16 K O
m e 8K 0

Model 4 is similar to model 1 but with the roles of
donors and acceptors exchanged, and is therefore de-
scribed by the same equations. However, in this model,
the number of free NH, groups will be dierent from
model 1, so it is considered as a separate case here.

Ill.  DETERMINATION OF ASSOCIATION

CONSTANTS

The association constants of alcohols were previously
measured by others using IR spectroscopy with the help
of the following idea?>28. Suppose that the hydrogen-
bonding substance is dissolved in a solvent that has
no specic (i.e. hydrogen bonding or strong polar) in-
teractions with the solute. Then, at vanishingly small
concentrations of solute, peaks corresponding to the
vibrations of the hydrogen-bonding groups in isolated
molecules should be seen. As the concentration is in-
creased, new peaks should appear that correspond to
hydrogen-bonded states of hydrogen-bonding groups, as
hydrogen bonding changes the absorption frequency of
groups participating in the bond. In consequence, the
dependence of the height of the peaks corresponding to
absorption by isolated molecules should have a weaker
than linear dependence on the total concentration of the
solution. So, if a formula can be found to describe how
the concentration of the species corresponding to a given
peak depends on the total concentration, then the as-
sociation constants can be determined by tting this ex-
pression to experimental results on the dependence of the
peak height on the total concentration, with the associ-
ation constants treated as adjustable parameters.

This procedure is now applied to the case of solutions
of acrylamide in chloroform. Chloroform is chosen be-
cause it is a non-hydrogen bonding solvent that dissolves
acrylamide su ciently well to give a good range of con-
centrations (compared, for example, to carbon tetrachlo-
ride), and because it has a relatively high boiling tem-
perature (compared, for example, to dichloromethane),
to allow the measurements to be conducted over a su -
ciently broad range of temperatures.

Figure [2 shows the changes of IR absorption by acry-
lamide in the range 3700 cm? to 3000cm ! as the total
concentration of the solution is increased. At low con-
centrations, we can see two clear peaks at 3414 crh and

FIG. 2: IR spectrum of acrylamide in chloroform at 22 C
at di erent concentrations focusing on the NH , absorption
region of spectrum for acrylamide.

3530 cm 1, which are attributed to the in-phase and out-
of-phase vibrations of the NH, group respectively2. It
should be noted that, even at the lowest concentrations
we studied, there is a shoulder on the 3530cnt peak,
which we are unable to assign accurately. At larger con-
centrations, the peaks at 3414cm?! and 3530cm ! re-
main, but the shoulder develops and a broad conglom-
erate of a number of peaks at lower energies (to the left
of 3414cm ') appears. It is well known that hydrogen
bonding of the donor N-H group leads to a red-shift of the
N-H vibration frequency from that of the free group?’,
so all peaks that appear as the concentration of acry-
lamide solution increases are assigned to absorption by
NH, groups in di erent hydrogen-bonded states.
However, one must be cautious with respect to the at-
tribution of the 3414cm ! and 3530cm ! peaks to the
\free" NH , groups, because the bonding state of the oxy-
gen in the same amide group can in uence the frequency
of absorption. Extensive attempts to rationalize the rules
according to which hydrogen bonding a ects the absorp-
tion wavelengths in amides resulted in a conclusion that
there are no universal rules and that each amide system
should be carefully studied in order to nd the contri-
butions to the shifts in each particular casé®3L. DFT
simulations of hydrogen bonded aggregates of acrylamide
could potentially have shed some light on this matter,
but we are not aware of any such work in the literature,
and the closest study we could nd was carried out for
per uorinated polyamides?2. In their work, the shifts
in absorption wavenumbers of the NH group in linear
and cyclic dimers and trimers were calculated. Inter-
estingly, the shift of the out-of-phase vibrations of the
free NH, groups in the linear dimer was calculated to be
6cm 1 and in the linear trimer to be 15cm 1. When
applied to the spectra of acrylamide, this would result in
a contribution of the free groups of linear dimers to the
3530cm ! band but would also mean that the absorp-



tion of the free group in the trimer would lie away from
this band. Similar behavior was reported for acetamide
clusterst®. Consequently, based on the available infor-
mation, the following possibilities for peak attribution
have been considered. The rst possibility is that the
\free" peaks correspond to unimers. This assumption
implies that any bonding of oxygen in the amide group
substantially shifts the absorption of the NH, group. The
opposite possibility is that the \free" peaks correspond
to the free NH, groups regardless of the bonding state
of oxygen in the same amide group. Finally, the third
possibility considered is that these peaks correspond to
the absorption of the free NH, groups in only unimers
and dimers, which would correspond to the case when
the shift of absorption of a free NH, group in a dimer
is small enough to give a contribution to the 3530cm !
peak together with free molecules, but the shift of ab-
sorption in free NH, groups in larger aggregates is large
enough not to give a contribution to the 3530 cm * peak.
Returning to model 1, one can nd now the dependence

of the concentration of free molecules and free groups on

the total concentration of the solution.

Let us rst nd the dependence of the total concen-
tration on the concentration of free molecules. Hydrogen
bonding is described in the current work as a reversible

chemical reaction that produces a range of aggregates of

di erent structures and sizes, and it is assumed that all

aggregates are tree-like and no cycles can be formed. In

this case, the concentration of aggregates of sizehas the
form ¢ = ;K' c, whereK is the equilibrium associ-
ation constant, c; is the concentration of free molecules
and ; is a coe cient that depends on the size of the
aggregate. With knowledge ofc;, the total concentration
of the solution n and the concentration of bondsm can
be calculated to be

p3 X -
n= ici=c i i(Kcy) (10)
i=1 i=1
and
X 3 -
m= (i a=c (i 1) i(Ke) “: (11)
i=1 i=1
Next, the function
hs )
g(x) = ix' 12)
i=1
is introduced, where x = Kcy; then, Km = xg° g,

K(n m)=gandK (2n m)= xg°+ g. Substituting
these expressions into Equatiol s yields

xg°(x)  g(x)=29(x)(xg°(x) + g(x)):

The solution of this equation that remains niteas x! 0
ie32
is

(13)

P exp2A  8xexpA .
8x '

expA 4x

g(x) = (14)

FIG. 3. Schematic representation of aggregates with size up
to i =3 in model 1.

whereA is a constant determined by the boundary condi-
tions (i.e. the value of 1, which is put everywhere equal
to 1). We can nd ; by expanding Equation[I4 as a
Taylor series. The general formula for ; is

— oi 2y |
=20 i+ 1) (15)

The sequence ; = % is known as the Catalan num-

bers (published electronically at https://oeis.org, May
2018). It is known that the Catalan numbers represent
the number of dierent rooted binary trees with i +1
leaves. In the current case, there is an additional factor
of 2 1, since each molecule apart from the root can be
added in two ways to form a bond with one of the free
hydrogens as there are two bonding sites on the oxygen.
It can then be said that the physical meaning of ; is the
number of ways to compose an aggregate of sizeut of i
molecules. All aggregates allowed in our model with size
up to i = 3 are shown in Figure[3.

Substituting the expression for ; into Equation a
relation between the concentration of free molecules and



the total concentration of the solution is obtained:

_ 1 AgK P1 8C1K
8,K2' T 85K

(16)

This expression was used to t our IR spectroscopy data
in the case where the 3530 cm' peak is attributed to free
molecules, because in this case we simply writeg = AX
where A is some constant andx is a peak height.

It is straightforward to obtain from this expression a
tting equation for the case where the peak is attributed
to both free molecules and free groups in dimers. In this
caseAx = c; +4Kc?.

Finally, the case where the peak is attributed to free
NH, groups needs to be considered. In order to nd the
tting equation, it is necessary to nd the concentration
of free groups. However, the number of free groups de-
pends on the structure of the aggregate. The most con-
venient way to do these calculations is to consider the
model with two association constants determined by the
bonding state of the NH, group in the donor molecule
(see Figure 4) and, after the calculations are complete,
put the association constants equal to each other. So, we
will assume that the energy of the bond is ; in the case
when a second proton in a donor molecule is free and
2 otherwise. For the sake of clarity, further calculations
are omitted here (these can be found in the supporting
information in Section 1.6), and the nal result for the
dependence of the total concentrationn on the number
of free groupsn; is

q_
1 4Kn; +16K?n? (1 4Kn;) 1+16K2n?

n=
8K an

a7

For other models all calculations can be found in the
Supporting Information.

With all this information in hand, the association con-
stants corresponding to di erent models can be deter-
mined by tting the dependence of the height of the
3530cm ! peak on the total concentration of the solu-
tion. In practice, the inverse dependencen(x) will be
tted for numerical convenience.

The tting result for model 1 with the free molecules
assumption is shown in Figure 5, and the corresponding
result with the free groups assumption is shown in Fig-
ure 6. The quality of the t is visibly better with the free
molecules assumption, and this point will be discussed in
more detail below.

The results of tting IR data at 22 C are presented in
Table IIl. The rst two columns specify the number of
the model and peak attribution assumption respectively.
In the third column, the values of the association con-
stants obtained as tting parameters are shown. In the
fourth column, the values of the dimensionless constants
are given, which were calculated ak ® = K=v where
v = 0:06291/mol is the molar volume of acrylamide based
on its density?®. The nal column gives the values of the
AlICc parameter33, which characterizes the quality of the

Il A A S S
bl S J & & s & e d

i=3, 3=16,

FIG. 4. Schematic representation of aggregates with size up
to i = 3 in the extension of model 1 when we assume that the
energy of the bond is 1 in the case when a second proton in
a donor molecule is free and ; otherwise.

FIG. 5: Fitting of the dependence of the total concentration
on the height of the 3530cm ! IR band at T = 22 C with
model 1 with the free molecules assumption.

non-linear t %536 |t can be seen that approximately half
of the models give the same quality of t, so based on t-
ting results exclusively it cannot be said which model is
better. However, attributing the peak to free molecules
gives a better quality of t than attributing it to free
groups.

Next, the bond energies are determined from the as-
sociation constants. In order to do this, we perform our



FIG. 6: Fitting of the dependence of the total concentration
on the height of the 3530cm * IR band at T = 22 C with
model 1 with free groups assumption.

TABLE IlII: IR data tting results with models with one as-

sociation constant.
Model |Peak|K [I/mol] | K° |AlCc

attr. | at 22 C |at22 Clat22 C

0 m 2 24 38.2 [-457.6
0 gP 1.36 21.6 |-298
1 m 0.42 6.68 [-503.8
1 g 2.37 37.68 |-388.9
1 s¢ 0.65 10.30 |-503.9
2 m 0.334 5.31 [-502.5
2 g 1.06 16.82 |-499.7
2 s 0.442 7.03 [-494.2
3 m 0.42 6.68 [-499.7
3 g 4.8 76.3 |-457.6
3 S 1.02 16.22 |-499.3
4 m 0.42 6.68 [-503.8
4 g 1.332 | 21.18 |-495.8
4 S 0.65 10.30 |-503.9

2 free molecules assumption® free groups assumption
assumption that 3530cm ! peak corresponds to free NH
groups in unimers and dimers.

measurements and tting procedures at several di erent
temperatures. Since I'/K =In C & by de nition,
can be determined from a plot of InK against 1=T. It is
noteworthy that this procedure can serve as an additional
test for the model, because if the model ts the data well
then In K (1=T) is a linear function with a negative value
of the energy of bond formation, < 0. Examples of such
plots are shown in Figures 7 and 8 for model 1 with the
free molecules and free groups assumptions. The corre-
sponding quantities C®and °for the dimensionless asso-
ciation constant K % are shown in Table IV. The rst two
columns in the table specify the model and peak attribu-
tion assumption. The third and fourth columns give the

FIG. 7: Dependence of InK on 1=T for model 1 with the free
molecules assumption.

FIG. 8: Dependence of InK on 1=T for model 1 with the free
groups assumption.

values of InC%and respectively, and the values of the
coe cients of determination characterizing the quality of
the t of In K%vs. 1=T are listed in the last column.

It can be seen that the absolute values of the predicted
bond energies are close to 1 kcal/mol for all models. How-
ever, according to DFT calculations, the absolute value of
the bond energy in an acrylamide dimer in a vacuum can
be estimated as 7 9 kcal/mol*314, which is much larger
than the values obtained for one-parameter models.

In addition, one can see that, in the limit of in nite
temperature, T ! 1 , we have that K°! CO Since
the C values are relatively large (see Table IV),K°> 1
for all models even at in nite temperatures. This con-
tradicts our intuitive expectation that the strength of
hydrogen bonding substantially decreases as the temper-
ature increases. In one of the following sections, models
with two association constants are developed, which give
a better quality of t to the data, allowing to obtain a
dimer bond energy closer to DFT predictions, and yield
physically reasonable asymptotic behavior at high tem-



TABLE IV: Temperature dependence of (dimensionless) as-
sociation constants and bond energies for the 'one constant

models.

Model |Peak attr. |In C°| , [kcal/mol] |r?
0 m? 1.92 -1.03 0.07
0 gP 1.12 -1.15  |0.75
1 m 0.63 -0.75 0.56
1 g 1.00 -1.55 0.9
1 S 1.01 -0.78 0.66
2 m 0.31 -0.8 0.79
2 g 1.61 -0.72 0.38
2 S 0.50 -0.86 0.92
3 m 0.92 -0.72 0.38
3 g 331 -1.03 0.07
3 S 1.57 -0.72 0.37
4 m 0.63 -0.75 0.56
4 g 1.92 -0.675 |0.28
4 S 1.01 -0.78 0.66

2 free molecules assumption® free groups assumption
assumption that 3530cm ! peak corresponds to free NH
groups in unimers and dimers.

peratures.

IV. PROPERTIES OF MODELS WITH ONE
ASSOCIATION CONSTANT

In the previous section, the concentrations of aggre-
gates of all sizes were determined in models with one as-
sociation constant. This allows one to study some prop-
erties of the models, such as the dependence of the total
number of bonds and average size of the aggregates on
the total concentration of the solution and on the value
of the association constant.

First, let us look at the dependence of the ratio of the
concentration of bonds to the concentration of molecules
m=c on the value of the association constant at xed total
concentration ¢, which is shown in Figure 9.

It can be seen that, for model 0, aK increasesm=c
tends to a value of Q5 in accordance with the assump-
tion that in this model only dimers can form. In the case
of models 1, 3, and 4, the ratiom=c tends to 1 in the
limit of innite K. This means that, in these models,
the number of bonds is always less then the number of
molecules in the system. This is explained by the fact
that in all of these models molecules either have one ac-
ceptor site or one donor site. In contrast, in model 2 there
are two bonding sites of each type for each molecule. As
a result, when K > 1=c the number of bonds becomes
larger than the number of molecules. In addition, since in
an aggregate of sizé without cycles the number of bonds
is alwaysi 1, one can immediately conclude that the
assumption about the absence of cycles is wrong when
applied to model 2 with K > 1=c

FIG. 9: Dependence ofm=c on Kc at xed total concentration
for models with one association constant.

In fact, the restrictions on the applicability of our as-
sumption of the absence of cycles in model 2 are even
stronger, because according to our calculations for this
model, the total concentration expressed as a function
of concentration of unimers can be written in terms of a
hypergeometric function as

c 4 5 5 _ 27Kcy

az 3F2 §,§,2 ; 5;3 ; 2

(18)

The right-hand side of Equation 18 is de ned only for
jZ%e1j 1 and is an increasing function of its argu-

ment. The rst of these facts means that we must have

a %, and the second means that we must also
have ¢; c=3F> [3;2;2];[2;31. So, whenK >

23F2 [3:32;2][3:3]1 =27c = 3=8c, Equation 18 has no
solutions. The ratio of m and c¢ at the maximum value
of K is m=c=2=3, so the assumption about the absence
of cycles fails when the number of bonds per molecule
becomes larger than 23.

Another interesting property is the dependence of the
average aggregate size on the values of the association
constant and concentration. The average aggregation
number can be calculated as

P 1 .
.. i—q1 ICj
hHi = P i=1 .

Y (19)

In Figure 10, the dependence of the average aggrega-
tion number on the value of the dimensionless association
constant with the volume fraction of acrylamide xed to
the largest experimental volume fraction, = 0:022, is
shown for models 0, 1, 3 and 4. Figure 11 shows the
dependence of the average aggregation number on the
volume fraction of acrylamide at association constants
obtained from IR measurements for models Om, 1m, 3m,
and 4g. For all models,hii monotonically increases a ©
and increase, and, as expectedii grows more quickly
for models 1 and 4 than for model 3.



FIG. 10: Dependence ofhi on the value of the dimensionless
association constant at volume fraction of acrylamide xed to
the largest experimental volume fraction, = 0:022.
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FIG. 11: Dependence ofhi on the volume fraction of acry-
lamide with association constant determined from tting IR
dataat T =22 C.

In the case of model 2, at a xed value of the con-
centration there is a maximum value of the association
constant above which our assumption about the absence
of cycles does not work. Correspondingly, for each value
of the association constant, there is a maximum concen-
tration of acrylamide above which model 2 again is not
applicable. Within the regime where the model is valid,
the average aggregation number is an increasing func-
tion of concentration and the association constant and
reaches its maximum value of 3 wherKc, = 2=27. This
behavior is illustrated in Figure 12, which shows the de-
pendence of the average aggregation number in model 2
on the volume fraction of acrylamide at a xed value of
the association constant.

FIG. 12: Dependence ofhi on volume fraction of acrylamide
with association constant determined from t of IR data at
T =22 C for model 2m.

V. MODELS WITH TWO ASSOCIATION
CONSTANTS

In this section, we consider models in which associa-
tion is characterized by two association constants. As in
the case of alcohols, these constants depend on the bond-
ing state of the other groups belonging to the molecule
forming a given hydrogen bond. Again, it is assumed
that cycles cannot form. Here only two-constant exten-
sions of models 1, 3 and 4 are constructed. Model 2 has
not been considered here, as this case requires signi cant
additional study.

The list of models with two association constants is
presented in Table V and the rules for how the energy of a
bond depends on its location are illustrated in Figure 13.

All of these cases can be treated analytically and cal-
culations can be found in the Supporting Information.
Here, just tables (see Tables VI and VII) of the values of
the association constants for these models are shown.

The rst thing to note is that the quality of tting
increases as we turn to models with two association con-
stants. Based on the combination of AICc andr? for the
ts of c¢(x) and InK; (1=T), we can conclude that models
6s (and the equivalent model 10s), 8s and 10g are good.
All of these models give the value of the bond energy
in a dimer as about 6 8kcal/mol, which corresponds
much more closely to the values calculated by DFF314
discussed earlier. Another important property of these
models is that the values they give for bothC; and C,
are smaller than those found for one-constant models.
So, in the limit of in nite temperature, the association
constants K ; and K, will have smaller values.

Fitting also shows that model 5, which includes the
assumption that bonding energy is xed by the bond-
ing state of the neighbor hydrogen in the NH, group, is
poor. It means that either the bonding state of one hy-
drogen does not a ect the bonding of its neighbor hydro-
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FIG. 13: Two-parameter models.

gen (implying that model 5 reduces to model 1) or that
the bonding of one of the hydrogens in the NH group
leads to the complete loss of the donor properties of the

second hydrogen (so that model 5 reduces to model 3).

The same observation applies to the hydrogen bonding
sites on oxygen in model 9, which reduces either to model
4 or to model 3.

Similar conclusions can be made with regard to the
pair of models 7 and 11, because they show worse tting
results than models 6, 8 and 10. As a result, it can be
concluded that the assumption that there are only one or
two bonds with energy ; at the \top" of each aggregate
and all other bonds have energy » is the most probable
one according to the tting results.

It is interesting to note that, in all cases, the value of
> is smaller than the value of 1, so the formation of
the initial dimer is a more energetically favorable process
than the addition of subsequent acrylamide molecules to
the aggregate. It is also interesting to note that this
di erence is much larger than in the similar situations in
alcoholg.

We also can see that there is a contradiction with DFT
calculations on formamide and acetamide linear clusters,
which predict that the energy per bond increases with the
growth of the size of the linear clustet®3”. However, as
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TABLE V: List of models with two association constants and
no cycles.

|Model |Association rules

5 one bond per oxygen, two bonds per NH; group,
energy of hydrogen bond is determined by the
bonding state of the neighbor hydrogen in

NH» group of the donor molecule

6 one bond per oxygen, two bonds per NH; group,
energy of hydrogen bond is determined by the
bonding state of acceptor in donor molecule

7 one bond per oxygen, two bonds per NH; group,
energy of hydrogen bond is determined by the
bonding state of the NH, group in acceptor molecule
8 one bond per oxygen, one bond per NH group,
bond energy is determined by bonding state of
acceptor in donor molecule or bond energy is
determined by bonding state of donor in acceptor
molecule (both de nitions give equivalent results)

9 two bonds per oxygen, one bond per NH, group,
bond energy depends on bonding state of acceptor
in acceptor molecule

10 two bonds per oxygen, one bond per NH, group,
bond energy depends on bonding state of NH group
in acceptor molecule

11 two bonds per oxygen, one bond per NH, group,

bond energy depends on bonding state of oxygen
group in donor molecule

both approaches involve their own approximations, addi-
tional study is needed to understand the reasons for this
discrepancy.

VI. STRUCTURE FACTOR OF DIBLOCK
COPOLYMER WITH HYDROGEN BONDING
BLOCK IN A DISORDERED STATE

Our motivation for developing a theory of hydrogen
bonding in acrylamide is to use this model in a self-
consistent eld theory (SCFT) of block copolymers with
hydrogen bonds. To take a rst step in this direction, we
calculate the structure factor of the disordered state of a
diblock copolymer (of degree of polymerizationN) with
one hydrogen bonding block and one non-hydrogen bond-
ing block in the random-phase approximation (RPA).

For the case of alcohols, it was shown by Painter and
Coleman that the association constants measured for a
monomer can be used to describe association in polymer
systems. In order to do this, the association constants
should be rescaled to the molar volume of a polymer seg-
ment, so that

Vacrylamid [
Kipolymer — Yacrylamide Kiacrylamlde : (20)

Vsegment



TABLE VI: IR data tting results with models with two as-
sociation constant at 22 C.

Model |Peak| K1
attr. |[I/mol]
m | 0.38
no
0.69
0.38
0.27
0.72
0.38
0.29
0.74
0.35
0.33
0.56
0.38
0.51
0.70
0.38
0.67

K? | Kz | K
[IY/mol]
6.04] 0.49 | 7.79
good convergence

110 061 | 97
6.09| 044 | 7.0
4.29| 1.05 |16.69
11.45) 0.69 |10.92
6.04| 0.45 |7.15
454 124 |19.7
11.8| 0.68 | 10.8
556| 0.61 | 9.7
5.24| 136 [21.54
89| 09 [143
6.07| 049 |7.73
8.11| 1.38 [21.94
11.05] 0.61 [9.70
6.09| 0.44 |6.93
10.59] 1.01 [16.06
0.72 [11.49] 0.69 [10.92
0.38 [ 6.04] 0.45 | 7.09
no good convergence

074 [11.7] 0.68 [10.81]-501.7

AlCc

-501.7]
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-493.9
-501.7]
-501.7]
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-501.7]
-501.5
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-501.7
-501.7

OCO|O||0 |V |N|([N[([N|o|ofoojorjor|O1

=
o

=
o

=
o

[N
[N

[N
[N

nje@l3luole@|Bluoj@|(Bluoj@|3|luv|lQ|3|v|la|3|un|a

[N
[N

It is worth mentioning that association constants can-
not be measured directly for polymers by infrared spec-
troscopy, for two reasons. The rst is that hydrogen
bonding polymers are not soluble in \inert" solvents that
do not have speci c interactions with the polymer. The
second reason is that, since the hydrogen-bonding seg-
ments are connected by covalent bonds, all hydrogen-
bonding segments have hydrogen-bonding neighbors even
at in nite dilution, which means that the polymer seg-
ments are not randomly mixed. This is a well-known
problem and ideas have been proposed to address it in
di erent areas of polymer theory3%4%. Painter, Veytsman
and Coleman also proposed an approach to this prob-
lem for mixtures of hydrogen-bonding homopolymer§!.
However, here we use the random mixing approximation
as the simplest starting point for a discussion.

According to one of the basic assumptions of the asso-
ciation model approach, the hydrogen-bonding contribu-
tion can be isolated from all other contributions to the
free energy, so we havé = Fp+ Fyg whereFy is the free
energy of the system (of total volumeV) without hydro-
gen bonds andFyg is the contribution due to hydrogen
bonding. For a melt of diblock copolymer chains where
the local and mean volume fractions of the hydrogen-
bonding block are g (¥) and h gi = f respectively, this
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TABLE VII: Temperature dependence of (dimensionless) as-
sociation constants and bond energies for models with two
association constants.

2

Model | Peak|In C? 1 rz |Inc? 2 rs
attr. [kcal/mol] [kcal/mol]
5 m |-16.8 -11 0.76| 6.2 2.4 0.73
5 g no good convergence
5 s |-18.7 -125 |0.76| 4.7 1.3 0.56
6 m |-7.2 5.2 |0.91| 2.2 0.1 0.03
6 g |-87 -59 |0.71] -1.0 -2.2 0.90
6 s |-9.1 -6.7 |0.91|-04 -1.6 0.95
7 m | -8.9 -6.2 09 4.1 12 0.62
7 g |-96 -6.5 0.8(-0.13 -1.8 0.95
7 s |-11.6] -8.2 0.9|1.29 -0.6 0.7
8 m |-9.5 -6.6  |0.89(2.85 0.3 0.18
8 g |-10.8) -7.3 |0.83|-0.39 -2 0.95
8 s |-11.4f -79 0.88/0.37 -1.3 0.93
9 m |-16.8 -11 0.76| 6.2 2.4 0.73
9 g |no good convergence at higher temperatures
9 s |-18.7 -125 |0.76| 4.7 1.3 0.56
10 m |-7.2 -52  |091| 2.2 0.1 0.03
10 g |-85 -6.3 0.9-1.41 -2.4 0.95
10 s |-9.1 -6.7 (091 -0.4 -1.6 0.95
11 m | -89 -6.2 09] 4.1 1.2 0.61
11 g no good convergence
11 s [-116] 82 [0.9]1.29] -0.6 0.69
gives
NF  _ In Q[wa;ws]
KT oV Z \%
+é dF[N A B Wa A Ws B (1)
T A B)*Nfue ()

where A (¥) is the local volume fraction of the non-
hydrogen-bonding block, ¢ is the bulk segment density,
Q is the single-chain partition function, wa and wg are
the elds corresponding to the two blocks, and is a La-
grange multiplier that imposes incompressibility. With

this expression in hand, the standard derivation of the
scattering function in the disordered state in the RPA%42

can be followed to show that

_ 9(x1) d*fug (f)

S '0=Fgerey 2t d 2z ’?
_s, (k) + T (), )
-, s,

wheré® g(x;s)  2[exp( sx)+ sx 1]=x? and S, * (k)
is the inverse scattering function of the block copolymer
without hydrogen bonds.

It can therefore be seen that, in the simplest approx-
imation, the e ect of hydrogen bonds results in an in-



Sy,

FIG. 14: Dependence of onf for model Imat T =22 C
and in the limit of in nite temperature.

crease of the e ective Flory-Huggins parameter in this
expression (the second derivative of the hydrogen bond-
ing term is negative at all values of composition and as-
sociation constant) and, furthermore, that the strength
of this e ect depends on the volume fraction of hydrogen
bonding block. This e ective  parameter can then be
de ned as

1dPfhe (F) _

+
2 d2

): (23

It is interesting to note that recently it was questioned
whether the Flory-Huggins parameter in the case of non-
speci ¢ interactions does indeed depend on the composi-
tion of diblock copolymer, and it was shown in molecular
dynamics simulations that can be assumed independent
of volume fractions**#4. We believe that this result gives
additional support to the idea of treating the contribu-
tions of non-speci ¢ and hydrogen-bonding interactions
to the free energy separately.

Now let us turn to the calculations of for a di-
block copolymer with a polyacrylamide block based on
our models of hydrogen bonding association and the val-
ues of association constants deduced from tting IR data.
First, the dependence of onf for models with one as-
sociation constant is considered. The graph for model 1m
is shown in Figure 14. For other models, the plots appear
gualitatively the same, so they are not shown here.

The largest absolute value of for one-constant mod-
elsis attained in the limitasf ! Oand then monoton-
ically decreases as the fraction of hydrogen-bonding block
increases. The decrease of with f is intuitively ex-
pected, since, if more neutral segments are mixed in with
the network of hydrogen-bonded segments, then more hy-
drogen bonds need to be broken, and more energy needs
to be spent in doing so. It can also be seen that changing
the temperature leads to a decrease of the maximal value
of atf ! O, although this value is still very high even
at in nite temperature. It is also interesting to note that
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FIG. 15: Dependence of on f for model 6s at dierent

temperatures.

Sy

FIG. 16: Dependence of
100 C.

on f for all good models at T =

atf > 0:4 there is no change in  with temperature and
that depends only on the volume fractionf .

In the case of models with two association constants,
the behavior at small volume fractions is qualitatively
di erent. The dependence of on the volume fraction
of the hydrogen-bonding block calculated for model 6s
at di erent temperatures is shown in Figure 15. As the
temperature is increased, a peak at a nite value off
appears, which moves to the right as the temperature
grows further. However, the behavior of atf > 0:4is
similar to the one-parameter models: there is a gradual
decrease of as the volume fraction of the hydrogen
bonding block is increased and little di erence between
the curves calculated for di erent temperatures. It is
also interesting to note that the values of  for all good
two-parameter models are close to each other not only
qualitatively, but also quantitatively (see Figure 16).

It can be seen that our current predictions for  of
polyacrylamide are unrealistically high. This is especially
true for small values off . However, these small values



of f are in fact never reached in polymer systems due to
the non-randomness of mixing that we discussed above.
In addition, it is important to re-emphasize this analy-
sis as just an initial step on the way to the application
of the association model approach to describe hydrogen
bonding interactions in block copolymers.

It is also worth mentioning that the common prac-
tice of determining . by means of tting the scatter-
ing structure factor in the disordered state in hydrogen-
bonding polymers irrespective of the volume fractions
probably needs to be changet®>. Moreover, the values
of . determined for hydrogen-bonding block copolymer
using this route cannot be used to write the interaction
free energy contribution in the form . (1 ), since
the contribution of hydrogen bonds depends on in a
more complicated way. Instead, an appropriate expres-
sion provided by the association model approach could
be used.

VIl. CONCLUSION

In this work, an extension of the association model ap-
proach was developed in order to describe the association
of molecules with two hydrogen acceptor and two hydro-
gen donor sites. Models with one association constant
were considered, in which it is supposed that all bonds
have the same energy, and models with two association
constants, in which the bond energy is determined by the
local hydrogen-bonding environment.

These models are used to t FTIR experimental data
on solutions of acrylamide in chloroform in order to de-
termine the association constants and their temperature
dependence for acrylamide, and found that several mod-
els give the same quality of tting of experimental data.
However, models with two association constants in gen-
eral give better ts than models with one association con-
stant. Moreover, the bond energies in hydrogen bonding
dimers for two-constant models are close to the predic-
tions of DFT calculations, which is not the case in one-
constant models.

It was also found that, in systems in which two bonds
per acceptor site and two bonds per donor site are al-
lowed (such as water), the assumption that cycles are
absent ceases to be valid at small concentrations of the
hydrogen-bonding substance and there is no non-cyclic
solution of the model when the ratio between the number
of bonds and number of molecules is larger than=33. In-
terestingly, the largest average aggregation number pos-
sible in this model is equal to 3. Based on this result,
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one can conclude that in such substances as acrylamide
taking into account formation of cycles is essential.

Finally, the structure factor of a disordered state of
diblock copolymer with one hydrogen-bonding block and
one non-hydrogen-bonding block was calculated in the
random phase approximation. We showed that the pres-
ence of hydrogen bonds shifts the value of the Flory-
Huggins parameter that appears in the expression for the
inverse scattering function, and that this shifted value
depends on the volume fraction of the hydrogen bond-
ing block, ¢ = + (f). The calculations showed
that, in general, one-parameter and two-parameter mod-
els give similar predictions for the dependence of on
the volume fraction of the hydrogen bonding block and
on temperature. It is also interesting to note that all
good two constant models give very similar quantitative
predictions for , making the fact that we were unable
to determine the best model unimportant from the view-
point of practical applications.

VIIl.  EXPERIMENTAL

The FTIR experiments were conducted on a Frontier
Perkin Elmer spectrometer. A Specac heatable sealed
liquid cell with path length 1 mm and NaCl windows was
used. Acrylamide ( 99%) and chloroform (anhydrous,
stabilized by amylenes, 99.8%) were purchased from
Sigma Aldrich.
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Supplementary Materials: Hydrogen bonding in acrylamide a nd its role in the
scattering behavior of acrylamide-based block copolymers

XI. MODELS
A. Model 0

In model 0, we assume that the solution contains only monomers andinear dimers (see Figure S1), and that
chemical equilibrium with respect to hydrogen bonding association is dscribed by a single association constark .
Then, the total concentration of the solution and the concentraion of unimers are related to each other by the
equation

C=c +20; (S1)

where the concentration of dimers isc, = 4Kc3. The factor of 4 appears here because there are four ways torfo
a dimer from two identical molecules (due to the presence of two hysbgens in the NH, group and two lone electron
pairs on the oxygen).

The free energy of hydrogen bonding of a system of volume& with N molecules andM dimers can be written as

Fis =M  kTIn p¥ (S2)

where is the energy of a hydrogen bondp = C=V (where C is a constant) is the probability that two molecules will
meet and orient with respect to each other to from a bond, and is the combinatorial number of ways to formM
dimers out of N molecules, such that

N2V (N MM 1 N 14M )

(N M) (N 2M) M! (N 2M)IM!’

where the rst factor is the number of ways of choosingM acceptor molecules, the second factor is the number of
ways of choosingM donor molecules, the factor ' takes into account that each molecule has two hydrogens (in the
case when we assume that two bonds per oxygen are possible then additional factor of 2M appears), and the last

factor takes into account the indistinguishability of bonds.
Minimizing the free energy with respect toM yields

M K

(S3)

- = S4
4N 2M)? V (54)

whereK = Cexp( =kT), or, in terms of concentrations,
= (5)

72: K
4(c 2m)

As the concentration of unimers in the systemisc; = ¢ 2m=c 8Kc?, we getm = ¢; =4Kc? andc= ¢; +8Kc?
in agreement with Equation S1.

Let us now try to determine the association constant by tting the dependence of the concentration on the height
of the 3530cm ! peak.

1. Model Om

First, we assume that the 3530cm?* peak corresponds to the out-of-phase vibrations of the Nk group in unimers.
In this case, ¢c; = Ax, where x is the height of the peak andA is some constant. Substituting this in Equation S1
gives the tting equation

c= Ax +8KA ?x2: (S6)

A t of the dependence of peak intensity on concentration at T = 22 C is shown in Figure S2. The quality of the
nonlinear t can be quanti ed by the Akaike Information Criterion, o n which further details are given at the end of
this document. The value of this quantity for the current tis AICc = 4576.

According to the de nition of the association constant in our model, K = Cexp( =kT), InK should depend
linearly on inverse temperature =T, and this dependence, together with a linear weighted t, is shown inFigure S3.
This yields estimates for the model parameters of I = 0:84 3 In[l/moljand = 1:03 1:8kcal/mol. The poor
quality of the tin this case is re ected in the low value of the coe cien t of determination, r? = 0:07.
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FIG. S1: Schematic representation of the amide group and all four ways of forming a hydrogen bonded linear dimer from
identical molecules. Hydrogen bonds are represented by dos. In Model 0, we assume that only unimers and linear dimers are
present in the solution.

FIG. S2: Fit of the dependence of the total concentration on t he height of the 3530cm ! peak at T = 22 C with model Om.

FIG. S3: Dependence of InK on 1=T for model Om.



FIG. S4: Fit of the dependence of total concentration on heig ht of 3530cm ! peak at T = 22 C with model Og.

FIG. S5: Dependence of InK on 1=T for model Og. The error bars are too large to be shown.

2. Model Og

It is now assumed that the 3530cm ! peak corresponds to the out-of-phase vibrations of free Nigroups. In this
case,Ax = ¢ +4Kc?2, and the tting equation is

1+ 16AKx P 1+ 16AKx
c= 8K : (S7)

A t of peak intensity versus concentration at T =22 C is shown in Figure S4. This t is visibly less successful than
that for model Om, and AICc takes the higher value of 298.

The dependence of IIK on 1=T is shown in Figure S5. The estimates of the model parameters are @ = 1:65
0:55 In[l/molland = 1:15 0:3kcal/mol. The quality of the t is better than in model Om, and this is shown by the
higher value of the coe cient of determination, r? = 0:75. However, we note that this apparent improvement may be
o set by the very large error bars on InK , which probably result from the poor quality nonlinear t in Figure S4.

The free energy density due to hydrogen bonding in model 0 in term®f the volume fraction of hydrogen bonding
molecules = cv and the dimensionless association constar °= K=v has the form

PIsgoro 12 PIssoro 1

= + T Y
fus 64K O In 16K 0 . (88)




FIG. S6: Schematic representation of possible aggregates \th size up to i =3 in model 1.

B. Model 1

In model 1, we assume that we have one bond per oxygen, two boager NH, group, one association constant and
no cycles. This means that the aggregates are tree-shaped (sEgure S6).
The free energy of hydrogen bonding can be written as

F=M kTih p" ; (S9)

where M is the number of hydrogen bonds,p is the probability that a donor and an acceptor form a bond, and is
the number of ways to form M bonds, given in this case by

N 12M 2N! 1

(N MYEN M)IM! (S10)

where the rst factor is the number of ways to choose an acceptq the second is the number of ways to choose a
donor, and the nal factor takes into account the fact that all b onds are identical. Substituting Equation (S10) into



Equation (S9) and using Stirling's formula gives

F (N M)2N M)? Me
—=M — | + N | + M : S11
kT ket P : AN "IN M)2N M) (S11)
After minimization with respectto M, we nd, in terms of concentrations m = M=V and c= N=V,
m
= K S12
2(c m)(2c m) (512)
Let us suppose that the concentration of aggregates of sizecan be expressed as
¢ = iK' ' (S13)
where the ; are unknown coe cients. Then, for the concentration of bonds m and total concentration ¢ we have
R
m= (i g (S14)
i=1
and
R
c= ici: (S15)
i=1
In order to nd ;, we substitute expressions S14 and S15 into Equation S12 and edaacoe cients in front of like

powers ofc;. Using this method, we can calculate the values of the coe cients, vhich in this case are (starting from

i =1)1, 4, 20, 672, 4224, 27456;:. Using the On-Line Encyclopedia of Integer Sequences (publishedeetronically

at https://oeis.org, May 2018), we can assume that the general érmula for a term of this sequence most probably
has the form (in the main paper a more elegant way to get this result isdescribed)

i1 (@)
=2 (+1)rit (516)

The sequence ; = (2i)!=(i + 1)!i! is known as the Catalan numbers. It is known that these numbers epresent the
number of di erent rooted binary trees with i + 1 leaves. In our case, we have an additional factor of 21, since
each molecule apart from the root can be added in two ways to form d&ond with one of the free hydrogens because
there are two bonding sites on the oxygen. All aggregates allowed ithis model with size up toi = 3 are shown in
Figure S6. So we can say that the physical meaning of; is the number of ways to form an aggregate of size out of
i molecules.

It is also interesting to note that, by looking at Figure S6, it can be seen that the aggregates can be built recursively
from each other, so a generating functionG (z) can be written as

G(z)=1+42G(2)+ 422G (2)%; (S17)

where z = Kc; is the multiplicative factor that is introduced when the size of the aggegate is increased by one.
Solution of this equation gives
p

1 4z 1 8z
G(z2)= ; S18
(2) o2 (S18)

and this generating function can be expanded with respect t@ to give the values of ;.
With this expression for ; in hand, the total concentration of the solution can be calculated &
P
1 4K 1 8K

= Sl €1, (S19)

8K2c,' 1 8Kc,

1. Model 1m

Let us assume rst that the 3530cm ! peak corresponds to the out-of-phase vibrations of the Nk group in unimers.
In this case, c; = Ax, wherex is the height of the peak andA is some constant. Substituting this in Equation S19
gives the tting equation:

_ 1 4KAX P T akAx

8K 2Ax' 1 8KAX

(S20)



FIG. S7: Fit of the dependence of the total concentration on t he height of 3530cm ! peak at T =22 C with model 1m.

FIG. S8: Dependence of INnK on 1=T for model 1m.

The results of this t are shown in Figures S7 and S8. The value of Al® for the t in Figure S7 is 5038.
The dependence of IK on 1=T is shown in Figure S8, and this t gives estimates of the model paramers of
INnC= 2114 06 In[l/molland = 0:79 0:2kcal/mol, with a coe cient of determination of r? = 0:56.

2. Model 1g

In model 1g, it is assumed that the 3530cm?® peak corresponds to the out-of-phase vibrations of Nkl free groups
both in free molecules and in aggregates. Therefore, in order to d a tting equation, we need to calculate the
concentration of free groups. However, it turns out that it is impossible to do this in the framework of model 1
because the number of free groups depends on the structure tfe aggregate. However, model 5 (to be introduced
later) does include the relevant information about the structure of the aggregate, and reduces to model 1 when its
two association constants are set equal to each other. Therefe, the calculation of the tting expression is carried
out in model 5, and K; and K, are both set equal toK at the end. This gives

1 4AKx +16A%K2x? (1 4AKx) P 1+ 16A2K 2x2 (s21)

- 8AK 2x '

The results of the t are shown in Figures S9 and S10. The quality of t in Figure S9 can be characterized by

the parameter AICc = 3889, and the t shown in Figure S10 estimates the model parameters @ be InC =
1:77 04 In[/moljand = 155 O0:3kcal/mol, with r? =0:9.



FIG. S9: Fit of the dependence of the total concentration on t he height of the 3530cm ! peak at T =22 C with model 1g.

FIG. S10: Dependence of InK on 1=T for model 1g.

3. Model 1s

Here we assume that the 3530cm' peak corresponds to the out-of-phase vibrations of Nk free groups in free
molecules and dimers. In this case, the relation between; and x takes the form Ax = ¢; + 4Kc3.

The tting results are shown in Figures S11 and S12. The value of AI€ for the t in Figure S11 is 5039,
and the estimates for the model parameters corresponding to Figre S12 are InC = 1:75 0:5 In[l/mol] and

= 0:78 0:3kcal/mol, with r? = 0:66.

The free energy density of hydrogen bonding in model 1 in terms offte volume fraction of hydrogen bonding
molecules = cv and dimensionless association constark °= K=v has the form

( mE m?

fue = m+ In 23 ;

(S22)

wherem is a solution of the equationm=[2( m) (2 m)] = K©

C. Model 2

In model 2, the following assumptions are made: oxygen can form tavbonds, the NH, group can form two bonds,
there are no cycles and there is one association constant. The rga of allowed aggregates for this case with sizes up
to i = 3 is shown in Figure S13.



FIG. S11: Fit of the dependence of the total concentration on the height of the 3530cm ! peak at T =22 C with model 1s.

FIG. S12: Dependence of InK on 1=T for model 1s.

The free energy of hydrogen bonding can be written as
F=M kTh pM ;

where M is the number of hydrogen bonds and the number of ways to form thse bonds is

NI %1
2N M) MU
Minimization of the free energy yields
LZ = K:
2n m)
Next, it is assumed that the concentration of aggregates of size can be written as
G = iKi lCij_;
so that the total concentration is
X
n= iCi
i=1
and the concentration of bonds is
X
m=  (n 1)c

(S23)

(S24)

(S25)

(S26)

(S27)

(S28)



FIG. S13: Schematic representation of possible aggregateswith size up to i = 3 in model 2.

Then, we substitute Equations S27 and S28 into Equation S25 writte in the form m = K (2n m)2 and, equating

coe cients in front of like powers of c;, we can calculate the rst terms of the
this sequence is probably that known as A000309, whosé&' term is given by

TR @i+

i sequence. The OEIS tells us that

(S29)

In the following section, a proof is given that the sequence A0O00308 indeed the set of coe cients ; that satisfy
Equation S25. Using this result for the ;, the total concentration can be written down as

(&)

. 27Kcq

4 5
n=oc¢ sk é; ;2;5;31 2

wl

(S30)
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1. The proof

This proof was provided by Mark van Hoeij.
Let us consider ;, m and n de ned according to Equations S29, S28, and S27 respectively. Emn, let us de ne a
function

1 X :
y=2n m= .- (i+1) ix" (S31)
i=1
wherex = Kci. Next, introduce M = Km and Y = ky. Then, Equation S25 is equivalent to
M= Y2 (S32)
If a function Z is de ned by
X .
Z=1+Y= (i+1) x (S33)

i=0
(the di erence with Y is that the summation starts from 0), it can be veri ed that

(27x  2)x2%+ (54x 3)Z2°+6Z =0: (S34)
Indeed, since
R . X .
32°=3  (i+1)i X' '=3  (i+1)(i+2) jux (S35)
i=0 i=0
and
X _ x _
2xZ2%=2  (i+1Di( 1) x'l=2 Qi@+ D(i+2) jax; (S36)
i=0 i=0
Equation S34 is equivalent to
2712+427i+6  =(i+2)(2i+3) ju1; (S37)
which is true for ; de ned by Equation S29. Di erentiating Equation S34 gives
(27x  2)xZ %% (108x 5)Z2%+602°=0; (S38)
or, sinceY?= z9,
(27x  2)xY %% (108x 5)Y%+60Y°=0; (S39)

and it can be found that u = Y ? satis es the equation
(27x  2)°x3u%%%2x2(270x  13)(27x  2)u®%0%® 35x(2592%?  246x + 5) u%°®
+(204120x% 13440 + 140)u®% (146160x  5040u%+ 20160u’=0:
To show this, we note that, if we take Y2 and di erentiate repeatedly, then all the resulting expressions ca be
written in terms of produgts of Y, Y%and Y% because all instances off ®°can be eliminated with Equation S39.
Next, we verify that M = i1=1 (i 1) ;x' also satis es Equation S40. Since bottM and Y ? satisfy Equation S40,

the functions M and Y?2 are equal if the rst six terms in their expansions in powers ofx coincide (because the
di erential equation is sixth order), which we can check by direct computation.

(S40)

2. Model 2m

Let us assume rst that the 3530cm ! peak corresponds to the out-of-phase vibrations of the Nk group in unimers.
In this case, c; = Ax where x is the height of the peak andA is some constant. Substituting this in Equation S30
gives

45 5 27K AX
n= AX 3F2 §,§,2 y E, ,T (841)
The results of the t are shown in Figures S14 and S15. The value of ICc in Figure S14 is 5025, and the estimates
of the model parameters given by the t in Figure S15are InC = 25 0:3 In[l/molland = 0:8 0:2kcal/mol

with r2=0:75.
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FIG. S14: Fit of the dependence of the total concentration on the height of the 3530cm ! peak at T =22 C with model 2m.

FIG. S15: Dependence of InK on 1=T for model 2m.

3. Model 2g

Let us assume now that the 3530cm? peak corresponds to out-of-phase vibrations of Nk free groups. As in the
case of model 1g, we need to include more information about the agegate in order to calculate the concentration of
free groups. If we distinguish between molecules with both hydroges bonded (N, is the number of such molecules)
and only one bonded hydrogen in the amide groupN; is the number of such molecules) we can write the number of
ways to form bonds as (see model 6 for more details)

2N! N 12N1
T (2N M)I(N Nz Ni3)INiINy!
2N! N 122N M 2Ny (542)
TN M)INf!'2N M 2N{)I(Nf + M N)U
whereM = N3 +2Nyand Ny = N N; Nj. Minimizing the free energy and eliminating M gives
i Ax (S43)

(1 2kn;)?2 (1 2KAx)

where, according to our peak attribution assumption,ns = AX.

The results of this t are shown in Figures S16 and S17. The value of ACc for the tin Figure S16is 4997, and the
tin Figure S17 yields estimates for the model parameters of I"C = 1:2 0:7 In[l/moljand = 0:7 0:5kcal/mol,
with r? =0:38.
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FIG. S16: Fit of the dependence of the total concentration on the height of the 3530cm ! peak at T = 22 C with model 2g.

FIG. S17: Dependence of InK on 1=T for model 2g.

4. Model 2s

Let us assume here that the 3530cm! peak corresponds to the out-of-phase vibrations of the free Niigroup in
unimers and dimers. In this caseAx = c; +4Kc?, wherex is the height of the peak andA is a constant. Substituting

this in Equation S30 yields

P
1+ T+16AKX 4.5 5. .27 s

_ 45, . 5, P :
c K sF2 513125 58 i35 1+ I+16AKX (S44)

The results of the t are shown in Figures S18 and S19. The value of KCc for the t shown in Figure S18 is
4942, and the t in Figure S19 vyields estimates for the model parametes of INnC = 0:50 0:2 In[l/mol] and

= 0:86 0:1kcal/mol, with r2 =0:92.

The free energy due to hydrogen bonding in model 2 in terms of thealume fraction of hydrogen bonding molecules
= cv and the dimensionless association constarit °= K=v has the form
fus = m+4 |n(227m); (S45)

where m is a solution of the equationm=(2 m)2 = KO
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FIG. S18: Fit of the dependence of the total concentration on the height of the 3530cm ! peak at T =22 C with model 2s.

FIG. S19: Dependence of InK on 1=T for model 2s.

D. Model 3

In this model, it is assumed that there is only one bond per oxygen andne bond per NH, there are no cyclic
dimers and there is only one association constant. The range of all®d aggregates with aggregation numbers up to
i =3 is shown in Figure S20; aggregates are chain-like in this case.

The number of ways to form bonds in model 3 can be written as

I 2 ™
(NNi.I\/I)! % (S46)

and minimization of the free energy gives

ﬁ = g: (S47)
In this case, the concentration of aggregates of sizeis

G =4" K' ¢; (S48)
so for the total concentration we have

c= @ (S49)

(1 4Kcy)?
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FIG. S20: Schematic representation of allowed aggregates \ith size up to i = 3 in model 3.

The concentration of free groups is given byn = n  m, so the relation between the total concentration and the
concentration of free groups is

n=n; +4Kn?: (S50)

1. Model 3m

Let us rst assume that the 3530cm ! peak corresponds to the out-of-phase vibrations of the Nk group in unimers.
In this case,c; = Ax, wherex is the height of the peak andA is some constant. The tting equation is then

AX
c= —————:
(1 4KAx)
This expression is the same as the tting equation for model 2g, butwith an association constant that is two times

smaller. This means that the tting results are the same, with the values of the model parameters and statistical
measures being AICc = 4997,InC = 1.9 07 In[l/mol, = 07 0:5kcal/mol, and r? =0:38.

(S51)
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FIG. S21: Fit of the dependence of the total concentration on the height of the 3530cm ! peak at T = 22 C with model 3g.

FIG. S22: Dependence of InK on 1=T for model 3g.

2. Model 3g

In this model, it is assumed that the 3530cm ! peak corresponds to the out-of-phase vibrations of the free Npi
groups. Here,

c= Ax +4KA ?x2: (S52)

The results of the tting procedure are shown in Figures S21 and S2. The value of the AlICc parameter for the tin
Figure S21is 4576, and the estimates of the model parameters given by the tin S22are InC = 0:15 3 In[l/mol]
and = 1.0 1:9kcal/mol, with r? =0:07.

3. Model 3s

Let us rst assume that the 3530cm ! peak corresponds to the out-of-phase vibrations of free Ny groups in
unimers and dimers. In this case Ax = ¢; + 4Kc?, wherex is the height of the peak andA is some constant. The
tting equation in this case is

1+p1+16KAX

2K 3+ T1+16KAX

o= . (S53)

The results of the tting procedure are shown in Figures S23 and S2, and the values of the model parameters and
statistical measures are AICc = 4993,InC =1:58 0:8In[l/mol], = 07 0:5kcal/mol, and r? =0:37.
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FIG. S23: Fit of the dependence of the total concentration on the height of the 3530cm ! peak at T =22 C with model 3s.

FIG. S24: Dependence of InK on 1=T for model 3s.

The free energy density of hydrogen bonding in model 3, written in &rms of the volume fraction of hydrogen
bonding molecules = cv and the dimensionless association constarik °= K=v, has the form

(. m

fue = m+2 In

; (S54)

wherem is a solution of the equationm=4 ( m)2 = KO

E. Model 4

Model 4 is analogous to model 1 but with one bond allowed per NK group and two bonds allowed per O in each
acrylamide molecule (see Figure S25). This means that the expressidor the relation between ¢ and c; is the same
in model 4 as in model 1. However, the number of free NHgroups in model 4 is di erent from model 1 and is equal
to the number of aggregates as there is only one free NHper aggregate. We can then write that

% X oo iy .. 1 4K PT 8sgK
_ = ki 14— 1 1N
ML Lt 86K ? ' (559)
Substituting this expression into Equation S19 gives
ng +2Kn?
c= —————: (S56)

1 2Kng
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FIG. S25: Schematic representation of possible aggregateswith size up to i = 3 in model 4.

1. Model 4m

First, we assume that the 3530cm* peak corresponds to out-of-phase vibrations of free acrylamidmolecules. The
tting equation is the same as in model 1m, so we do not repeat the ting procedure here.

2. Model 4g

With the free groups assumption, we can the write tting equation as

_ AX +2KA2x?Z

1 2KAX (557)

The results of the t are shown in Figures S26 and S27. The quality ofthe t in Figure S26 is characterized by
the parameter AICc = 4958, and the estimates for the model parameters resulting from thet in Figure S27 are
INnC= 08 09In[/molland = 0:7 0:5kcal/mol, with r? =0:28.
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FIG. S26: Fit of the dependence of the total concentration on the height of the 3530cm ! peak at T = 22 C with model 4g.

FIG. S27: Dependence of InK on 1=T for model 4g.

3. Model 4s

In this case, we assume that the 3530cmt peak corresponds to out-of-phase vibrations of free NH groups in
unimers and dimers. The tting equation and all tting results are th e same as for model 1s.

F. Model 5

Model 5 is the rst model with "cooperativity" we consider. In this m odel, we allow one bond per oxygen, two
bonds per NH, group, no cycles and two association constants (correspondingtbond energies; and ;) that depend
on the bonding state of the NH, group in the donor molecule (see Figure S28).

Let us denote the number of molecules with donors involved in; bonds asN; (or, in other words, the number of
donor molecules with one bonded hydrogen) and the number of moletes involved in , bonds asN» (in other words,
the number of donor molecules with two bonded hydrogens). Corrgpondingly, the number of ; bonds isM; = N;
and number of , bonds isM, = 2N,».

The number of ways to form M ; bonds with energy 1 and 2N, bonds with energy , can be written as

N I2N1+2 N2 N 12N1
(N Ni 2N (N Ni N2)INgIN,!
where the rst factor is the number of ways to choose an acceptofor M = N1 + 2N, bonds, and the second factor

is the number of ways to chooseN; and N, donor groups out of N molecules, taking into account the fact that in
molecules with only one bonded hydrogen, this hydrogen can be ches in two ways.

(S58)
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FIG. S28: Schematic representation of aggregates with sizeup to i =5 in model 5. In contrast to the gures for one-parameter
models, only con gurations of aggregates with di erent ene rgies are shown. The quantity a; gives the number of di erent

con gurations for an aggregate of i molecules that contains 2(j 1) > bonds.

The free energy of hydrogen bonding in model 5 is
Fue = M1+ oM KkTIn pytp}'?

and minimizing this with respect to M; and M, gives

Nl _ Kl
4(N N; 2N2)(N N; Ny V
and
N, K3

4N N; N2)(N N; 2Np)°2 V2

It is interesting to note that the following equality exists:

@Ny % NIM 2N:

@N MM (N M NR)I(M 2N,)IN,!’

(S59)

(S60)

(S61)

(S62)

which shows that model 5 reduces to model 1 whem = , { a property that we make use of in our calculations on

model 1g above.
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Now, we look for a relation between the total concentration and tre concentration of unimers, and assume that
concentration of aggregates of sizéwith 2(j 1) ,-bonds has the form

G = KA DKITA Vg (+1) =2 (S63)
Substituting this expression in Equations S60 and S61 gives

_ 2 A Qo

R T

and the dependence of the total solution concentration on the cacentration of unimers can then be calculated to be

(S64)

q 202
R (i) =2 _ _ _ ' 1 1 MZ
c= IR SR ST e (S65)
i=1 J =1 8K 22C1 1 m
Alternatively, the coe cients j can be found from the generating function for the family of trees hown in Figure 4.
If we denotec;K; asz; and ¢;K, asz,, we can write down the equation for the generating function as
G =1+4Gzy +4725G?; (S66)
which can be solved to nd
q
1 4z, (1 4z)° 1622
G= (S67)

2
8z5

where the required expression is that with the negative root. It is $raightforward to verify that expansion of this
expression in powers of; and z, will yield the values of j given by Equation S64. We also can see that if we put
z; = z, we will recover the generating function for model 1, as would be exgcted from the fact that the two models
are equivalent when ; = .

The concentration of free groups is given byny = ¢ n; n, and eliminating n; and n, from Equations S60
and S61 gives

q_—
1 4Kqng +16K2n2 (1 4Kgng) 1+16K2n2

c= e : (S68)

1. Model 5m

Let us assume rst that the 3530cm ! peak corresponds to out-of-phase vibrations of the Nk group in free
molecules. In this case, the tting equation is

g 16AZK 2x?
T 4AK 1x)2

1 1
c= g

2 16AZK 2x2 (S69)
2
8AKsx 1 T

The results of the t are shown in Figures S29 and S30. The value ofte AICc parameter for the nonlinear t
in Figure S29 is 5017, and the estimates of the model parameters given by the ts in Figire S30 are InC; =
196 5In[l/mol], 1= 11 3kcal/mol, InC; =3:4 1In[l/mol], and , =2:4 0:7kcal/mol. In all our two-
parameter models, we have two coe cients of determination, whichin this case are given byr{ =0:76 andrs = 0:73.

2. Model 5g

Now we assume that the 3530cm! peak corresponds to out-of-phase vibrations of free groups NH In this case
the tting equation is
p
1 4AKx+16A%K3x2 (1 4AKix) 1+16A2K3x?2
c= :
8AK 2x

(S70)

In this case, we were unable to obtain any results, as the tting pracedure did not converge.
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FIG. S29: Fit of the dependence of the total concentration on the height of the 3530cm ! peak at T =22 C with model 5m.

J

—>—

—b>—

FIG. S30: Dependence of InK; (triangles) and In K, (circles) on 1=T for model 5m.

3. Model 5s

We also check the possibility that the 3530cm?* peak does not correspond to a single species (such as all free
molecules or all free groups), but instead corresponds to absatipn by free groups in some subset of aggregates. Here
we check the subset composed of unimers and dimers, 8x = c; + 4K ;c3.

The results of the t are shown in Figures S31 and S32. The value of KCc for the tin Figure S31is 5017, and the
estimates of the model parameters given by the tsin S32 are i€, = 215 6 In[/mol], 1= 125 3:5kcal/mol,
INC,=1:95 1 In[l/mol], and ,=1:3 0:6kcal/mol, with r2 =0:76 andr3 = 0:56.

G. Model 6

In model 6, we allow one bond per oxygen, two bonds per Nigroup, no cycles and two association constants.
However, in contrast to model 5, the association constant is now etermined by the bonding state of the acceptor in
the donor molecule (see Figure S33). Let the bond energy be dereat by ; in the case when the oxygen in the donor
amide group is free and by , otherwise. Then, the number of bonds with energy 1 is M1, the number of bonds
with energy 2 is M, the number of molecules with donors involved in ; bonds isN;, and the number of molecules
involved in ; bonds isN,. The number of ways to form bonds can then be written as

_ NIMatMz o ON O 2M; 2MQ)! Mi+2Mgp)! 1 s71)
T (N M; M)I(2N 3M; 2My)! (2My+ M) MMl
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FIG. S31: Fit of the dependence of the total concentration on the height of the 3530cm ! peak at T =22 C with model 5s.

FIG. S32: Dependence of InK; (triangles) and In K (circles) on 1=T for model 5s.

where the rst factor in is the number of ways to choose an accepor for M1 + M, bonds. This uses the assumption
that there is only one bond per oxygen. The second factor is the nmber of ways to choose a donor for; bonds,
with2N  2M; 2M, giving the number of hydrogens in molecules with free acceptor grqus. The third factor is the
number of ways to choose a donor for, bonds. The hydrogens for these bonds should be chosen from molges with
bonded acceptors. The number of such molecules i, + M, and they contain 2M; +2M, hydrogens. As usual, the
last term accounts for the indistinguishability of the bonds.

Minimization of the free energy gives

2
+
M1 (2M1 |;/|2) (N M, |\/|2)3 _Ka (S72)
2(M1+ M2)*(2N  3M1 2M>y) \
M2(2M1+ M2)(N My M3) _ &: (S73)

2(M1+ M2)2(2N 3M; 2Mjp)?% V

We can notice that there are two types of aggregates: those wittone ; bond and those with two ; bonds. Then,
the concentrations of aggregates with sizé and either one or two ; bonds can be written as

G1= i1KiKb 2d;i 2 (S74)

Co= 12KZK} 3c;i 3 (S75)
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FIG. S33: Schematic representation of aggregates with sizeup to i =5 in model 6. Only aggregates with di erent total bond
energies are shown.

and the total concentration of acrylamide and concentrations ofeach type of bond as

hs hs
c=c¢c + icj1 + iCio (S76)
i=2 =3
X 3
my = G+ 2Ci» (S77)
i=2 i=3
x x
me= (i 2ca+ (i 3)c2 (S78)
i=2 i=3

Substituting these expressions into Equations S72 and S73 leads the following expressions for i1.2:
(2| 2)! .

i S79
i1= (I 1)”' | ( )
; 2i  3)! .
p=am @ 3 S80
i2 (I 3)' (I T 1)| ( )
For the dependence of the total concentration on the concentition of unimers we have
_ 163K K3 16K 2K 7+ K 4K Ko
8iK4 1 8oK
itz a2 (S81)

L BIKE 162KiK? KZ+BGKIKZ
8C]_K§' '
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Another way to determine the coe cients ;1 and 2 isto nd an expression for the generating function, as was done
in for models 1 and 5. In the current case, we have

G(21;22) = 1+4 2:G1 (22) + 4 22G2 (22) ; (S82)
where

1 4z, P 1 822_
823 '

Gi(z2) = (S83)

the generating function for model 1.

Now, let us turn to the calculation of the number of free groups. Inorder to do this, it is necessary to distinguish
molecules with one hydrogen bond per NH group and two hydrogen bonds per NH group. We denote the number
of molecules with one bonded hydrogen and free oxygen by, (Figure S34) and the number of molecules with two
bonded hydrogens and free oxygen b3, so that M; = N; + 2N3. Similarly, we denote the number of molecules
with one bonded hydrogen and bonded oxygen b\ ,, and the number of molecules with two bonded hydrogens and
bonded oxygen, byN4, so that M, = N, + 2Ny4. Then, the number of ways to form bonds is

N 2M1+ M2 (N M, Mz)!2N1 My + Mz)!ZNZ . (S84)
(N M; M)I(N M; My N N3)INgINg!(Mi+ Mz Nz Ng)INaINg!”
After simpli cation, this becomes
N!(Ng+ Np+2Ng+2Ny)i4Ne+ N2t NatNa
- (N1 2 3 4) (S85)

(N 2N; 3Nz N> 2N4)!(N1+2N3+ N4)!N1!N2!N3!N4!:

Also, for simplicity, we assume rst that there are four association constants and correspondingly four di erent bond
energies, so we can write for the free energy of hydrogen bonding

Fug = N1+ 2Np+2 3N3g+2 4Ng KkTIn p)tpy2pivepiNe (S86)

Minimization of this expression gives

Ni(N1+2N3z+ Nyg) _ Ky (S87)
4(N1+ N2+2N3+2N4)(N 2N;1 3N3 N> 2N4)2 \
N> _ Kz
4(N1+ N2+2N3+2N4)(N 2N; 3N3 N 2N4) - V (888)
Na (N1 +2N3+ Na)* - K& (S89)
A(N7+ Np+2N3g+2Ng? (N 2N; 3Nz N, 2N,)° V2
Na(N1+2N3+ Ng) KZ.
o (S90)

A(Ni+ N2 +2N3+2N2)% (N 2N; 3Ng N, 2Ng)2 V

and the number of free groups is given byNy = N N3 N> N3z Ng.

We notice that, since only one bond per oxygen is allowed, all aggretes have either one ; bond or two 3 bonds,
which lie at the "root" of each aggregate. Furthermore, we note hat the distribution of , and 4 bonds is very similar
to the original model 6. Then, we can label di erent aggregates bythe set of three numbersf 1ij g or f 3ij g where the
rst letter denotes the type of "root" (type 1 bonds or type 3 bo nds), i is the number of molecules in the aggregate
and j the number of type 4 bonds in aggregate. The concentrations ofggregates can then be written as

aij = 1 KiKy FK2 24, (S91)

Cgij = 3jj K%Kiz ! Zijj 2Cil (892)
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FIG. S34: Schematic representation of aggregates with sizeup to i = 5 in the modi cation of model 6 with four association
constants. Only aggregates with di erent total bond energi es are shown.

and the concentrations of molecules in di erent bonding states carbe calculated to be

X }'(2 pa (iX1)=2
c=¢C + iClij + iCSij (893)
i=2 j=1 =3 j=1
x X2 R X
C = Cij = Cujj (S94)
i=2 j=1 j=1i=2]j

R (ixD=2 X X
C3 = Cgij = Caij (S95)
i=3 j=1 j=1i=2j+1
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x X . X X . .
C = (i 2)cuy + (i 1 2j)can (S96)
i=1i=2j j=1i=2j+1
x X X X _
Cq = (G Doy + (G 1)Csj: (S97)
j=1i=2j j=1i=2j+1
Additionally, we can write that
x X x X .
ng = ¢+ jcyj + (4 +1) csj: (S98)
j=1i=2j j=1i=2j+1

Substituting these expressions into Equations S87, S88, S89, Sgives

o2 2 1 a 2.

w =20 i gy 2 (599)
o3 g 1 a 20 .
0 =220 g o g o AT (5100

We can now evaluate the sums and calculate the dependence of on c;.
Since we assumed that equilibrium is described by two association cotamts in model 6, we put Kz = K; and
K4 = K, and nd

C1 4C;|_K1K22+ K22p1 801|§2+ Kf 1 4c Ko pl 8cK >,

- S101
K2'1 8cK, (5101)

ng =

As we know the dependence of botlt and n; on ¢;, we have parametrically de ned a function c(n; ), which we can
use to t experimental data in case of the free groups assumption

1. Model 6m

Here, it is assumed that the 3530cm? peak corresponds to the out-of-phase vibrations of the Nkl group in free
molecules. In this case, we put; = Ax and substitute it into Equation S81.

The tting results are shown in Figures S35 and S36. The value of theinformation criterion for the t shown
in Figure S35 is AICc = 5017, and the estimates of the model parameters given by the ts in Figire S36 are
INCy= 99 1lIn[/mol], 1= 52 O0:8kcal/mol,InCy;= 0:62 O0:5In[l/mol],and ,=0:1 0:2kcal/mol, with
r2=0:91 andr3 = 0:03.

2. Model 6g

In this section, it is assumed that the 3530cm ! peak corresponds to absorption by free groups, so than; = Ax.
The results of the tting procedure are shown in Figures S37 and S8. For the t in Figure S37, we have that
AICc = 4938. The estimates of the model parameters for the ts in Figure S38are InC; = 115 5 In[l/mol],

1= 59 3kcal/mol, In C,=3:5 0:6In[l/mol],and ,= 2:2 0:3kcal/mol, with r? =0:71 andr3 = 0:90.

3. Model 6s

For the assumption Ax = ¢; + 4K ;¢ + 4K 2¢3 (NH, groups in unimers, dimers and trimers without ,-bonds),
we have the tting results shown in Figures S39 and S40. The quality & t in Figure S39 can be characterized
by AICc = 5017. The estimates of parameters for the ts in Figure S40 are I'C; = 11:89 2 In[l/mol], 1 =

6:7 1:1kcal/mol, In C; = 318 0:3 In[l/mol], and ,= 1:6 0:2kcal/mol, with r£ =0:91 andr5 = 0:95.
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FIG. S35: Fit of the dependence of the total concentration on the height of the 3530cm ! peak at T =22 C with model 6m.

FIG. S36: Dependence of InK; (circles) and In K (squares) on 1=T for model 6m.

The free-energy density of hydrogen bonding in model 6 in terms ofhe volume fraction of hydrogen bonding
molecules = cv and dimensionless association constants ¢ = K;=v, K§ = K,=v has the form

(2  3m; 2my)*

fug = my+ my+ In ;
4 (1 mpy myp)

(S102)

wherem; and m; can be calculated by taking the sums in Equations S77 and S78 to be figtions of the association
constants andc;. Then, we can considerc; as a parameter and now have a parametrically de ned functionf yg ( ).

H. Model 7

In model 7, we again allow one bond per oxygen, two bonds per NHgroup, no cyclic dimers and two association
constants. However, in contrast to models 5 and 6, the associatinconstant is now determined by the bonding state
of the NH, group in the acceptor molecule (see Figure S41).

We denote the energy of a bond formed by an acceptor with a freeahor group by ; and the energy of a bond
formed by an acceptor molecule with one or two bonded hydrogensyb ,. As in some previous models, we will rst
consider a more detailed case (with three association constantsiy which the situations corresponding to one bonded
hydrogen in an acceptor molecule (;) and to two bonded hydrogens in an acceptor molecule §) di er from each
other (see Figure S42). We writeM; for the number of bonds with energy 1, M, for the number of bonds with
energy », and M3 for the number of bonds with energy 3 (see Figure S42). Similarly, we writeN; for the number
of free molecules N, for the number of molecules with a free oxygen and one bonded hydgen, N3 for the number
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FIG. S37: Fit of the dependence of the total concentration on the height of the 3530cm ! peak at T = 22 C with model 6g.

FIG. S38: Dependence of InK 1 (triangles) and In K (circles) on 1=T for model 6g.

of molecules with a free oxygen and two bonded hydrogendJ, for the number of molecules with a bonded oxygen
and both hydrogens free,Ns for the number of molecules with a bonded oxygen and one bonded byogen, and Ng
for the number of molecules with a bonded oxygelpand two bonded hdrogens. Among these values, the following
relations exist: M1 = N4, M2 = N5, M3 = Ng, N = iz1 Ni, Mg+ Mo+ M3 = N> +2N3+ Ns+ 2Ng.

In this case the number of ways to choose acceptors is

N 12N4* Ns+No

N Na Na Ne)!: (S103)
The number of ways to choose donors is (this expression is e ectilie the same thing as Equation S62)
12N2 + N5 + 1I2Ns
(N Ns Ns Ng)l2"2 (Ng+ N5+ Ng)'2 ; (S104)
N1!N2!N3! N4!Ns5!Ng!
and nally we have
122N 2N1 2Ny + + I
_ N12 (Na+ N5 + No) : (S105)
N]_'(ZN 2N1 3Ns 2Ns N6)!(N1+2N4+ N5 N)|N4|N5'N6|
Minimization of the free energy yields the following set of equations:
+ +
4N1 (N7 +2Ng+ N5 N) -1 (S106)

(2N 2N; 3Ns 2Ns Ng)?
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FIG. S39: Fit of the dependence of the total concentration on the height of the 3530cm ! peak at T =22 C with model 6s.

FIG. S40: Dependence of InK; (circles) and In K (squares) on 1=T for model 6s.

2
+ +
AN4 (N1 +2Ny N53 N) _Ki (S107)
(2N 2N1 3Ns 2Ns NG) (N4+ N5 + NG) Vv
+ +
N5 (N1 +2Ng N52 N) _Ka (S108)
(2N 2N; 3Ng 2Ns NG) (N4+ Ns + Ne) \
Ns Ka
= — S109
(2N 2N;1 3Ns 2Ns NG)(N4 + N5 + Ne) V ( )
For the concentrations of aggregates, we may write
Cik = i Ki * 1 *KiK&d; (S110)
where 0 j i 2 and there are two series ok values that satisfy 2k + | +2 = i for j and i both odd or even

and 2k + j + 3 = i otherwise. Based on these relations, one index may be removed amndo series of concentrations
introduced instead:

Cik = 1k KKTKL 2 2kkd:0 k 1 ;2k+2 i 1 (S111)

Cok = 2k KEZKL 2K 3kEd;0 k 1 ;2k+3 i 1 : (S112)
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FIG. S41: Schematic representation of aggregates with sizeup to i = 5 in model 7. Only con gurations corresponding to
di erent energies are shown.

Therefore, we can write

X X _ X X ) .
c=c1+ i KETKY % 2KEC + i ok KX2KY % 3KEd (S113)
k=0 i=2 k+2 k=0 i=2 k+3
np=2a (S114)
X X _ D S .
Ng = (k+1) KKK 2 2k ke + (k+2) 2 KK2ZKL 2 3KXd (S115)

k=0 i=2 k+2 k=0 i=2 k+3
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FIG. S42: Schematic representation of aggregates with sizeup to i = 5 in model 7. Only con gurations corresponding to
di erent energies are shown.

RO O ekl i 2k 2 ko
Ns = (i 2k 2) kK"K, Kzc
k=0 i=2 k+2
(S116)
* R ; k2 i 2k 3 kA
k=0 i=2 k+3
_X X k+1|2k2ki xR k2 i 2k 3y kA
k=0 i=2 k+2 k=0 i=2 k+3
i i 2)
=4l 1k (i 2 (S118)

(i 2 2Kk (k+1)!
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FIG. S43: Fit of the dependence of the total concentration on the height of the 3530cm ! peak at T =22 C with model 7m.
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FIG. S44: Dependence of InK ; (triangles) and In K, (circles) on 1=T for model 7m.

i i 2)!(2k +2)
g2k S119
2k (i 3 2KI(k+1)I(k+2) (S119)

By summing the series, assuming thatk , = K 3, it can be shown that

1 4gK 83K 5 (K K 1
8C]_K22 1 8cK»s 1&3%(K1 K2)K2 8C1K2
Finally, the number of free groups, which is the sum ofc; and n4, can be calculated as

n=o ORIy g ki (s121)

K: K, 1 80K, 16G(K: KoKz

1. Model 7m

Here, it is assumed that the 3530cm? peak corresponds to the out-of-phase vibrations of the Nkl group in free
molecules. In this case, we put; = Ax and substitute it into Equation S120.
The tting results are shown in Figures S43 and S44. The quality of t in Figure S43 can be characterized by
AICc = 5017, and the estimates of the model parameters for the ts in FigureS44 are InC; = 11:6 2 In[l/mol],
1= 6:2 1kcal/mol,InC;=1:3 038 In[l/mol],and ,=1:2 0:5kcal/mol, with r{=0:9 andr5 =0:62.
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FIG. S45: Fit of the dependence of the total concentration on the height of the 3530cm ! peak at T = 22 C with model 7g.

1D

FIG. S46: Dependence of InK 1 (triangles) and In K, (circles) on 1=T for model 7g.

2. Model 7g

Next, it is assumed that the 3530cm ! peak corresponds to absorption by free groups, so that; = Ax.

The results of the tting procedure are shown in Figures S45 and S@. The value of AICc for the t in Figure S45
is 497:4. The estimates of the model parameters for the ts in Figure S46are InC; = 124 3 In[l/mol], 1 =

6:5 1:6kcal/mol,In C, = 29 03In[l/mol],and ,= 1:8 0:2kcal/mol, with rf =0:80 and r% =0:95.

3. Model 7s

In the case of the assumptionAx = ¢; + 4K ¢ + 4K 2c¢3 (NH, groups in unimers, dimers and trimers without
2-bonds) the tting results shown in Figures S47 and S48 are found.The value of the information criterion for the
t in Figure S47 is AICc = 5017, and the estimates of the model parameters given by the ts in Figire S48 are
INCy = 144 2In[l/mol], ;= 82 Ldkcal/mol,InC,= 15 0:3In[l/mol], and >, = 0:6 0:2kcal/mol,
with r2 =0:9 andr3 = 0:69.

.  Model 8

In model 8, we allow only one bond per oxygen and one bond per NHgroup, so all aggregates are supposed to
be linear. We also assume that the association equilibrium is describedybtwo association constants and there are
no cyclic dimers. We suppose that the bond has energy; if the acceptor of donor molecule is free and, otherwise
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FIG. S47: Fit of the dependence of the total concentration on the height of the 3530cm ! peak at T =22 C with model 7s.

FIG. S48: Dependence of InK ;1 (triangles) and In K (circles) on 1=T for model 7s.

(see Figure S49). It is worth mentioning that this model does not clange if we assume that the energy of the bond
is de ned by the bonding state of the donor group in the acceptor molecule. The number of free molecules will be
denoted by Ng, the number of molecules with one bonded hydrogen and free oxygeby N1, the number of molecules
with one bonded hydrogen and one bond per oxygen bi{,, and the number of molecules with one bond per oxygen
and free hydrogens byN3. Then, the number of ways to form bonds is

NI2Ns* Nz (Ng+ Np)I2Ns (Ng+ Np)i2Nz
(N N3 Nz)!  NiNg! NoINg!

(S122)

where the rst factor is the number of ways to choose acceptorsthe next factor is the nhumber of ways to choose
donors for bonds with energy 1, and the following factor is the number of ways to choose bonds wittenergy ».
Taking into account that N3 = Ny andNg= N 2N; N3, we have

NI(Ng + Np)122N1+2N2

= > : (S123)

(N 2N;  N2)!(Ng)7Ny!

Minimization of the free energy gives
2
N3 5 = K1 (S124)
4(N1+ N2)(N 2N1  N») v

N K

2 thL:Y (S125)

AN1+ No)(N 2Ny Np)  V
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FIG. S49: Schematic representation of aggregates with sizeup to i = 5 in model 8. Only con gurations corresponding to
di erent energies are shown.

In this model it is straightforward to guess that
G = ¢4 Ky1K) 2 (S126)
Then, the total concentration can be calculated as

hs
c= ici = ¢ + 8ciK 1 (1 chKZ). (S127)

For the concentration of the free groups,ns = ¢ n; n, we have

4K 1c2l
= + - - - -
ng = C T 2K,0 (S128)

1. Model 8m

Let us assume rst that the 3530cm ! peak corresponds to the out-of-phase vibrations of the Nkl group in free
molecules. In this case, we put; = Ax and substitute it into Equation S127.

The tting results are shown in Figures S50 and S51. The quality of t in Figure S50 can be characterized by AICc =

5015, and the estimates of the model parameters yielded by the ts in kgure S51 are InC; = 123 2 In[l/mol],
1= 65 1kcal/mol,InC; =0:1 0:6In[/mol], and ,=0:3 0:5kcal/mol, with r{ =0:89 andrs =0:18.

2. Model 8g

Next, it is assumed that the 3530cm * peak corresponds to absorption by free groups, so that; = Ax.

The tting results are shown in Figures S52 and S53. The value of theAlCc parameter characterizing the quality
of tin Figure S52 is 4995, and the estimates of the model parameters resulting from the ts in Figure S53 are
INnC; = 136 3In[l/mol], ;= 73 11l6kcal/mol,InC, = 32 04In[l/mol], and >, = 2.0 0:2kcal/mol,
with r? =0:83 andr2 = 0:95.

3. Model 8s

In the case of the assumptionAx = ¢; + 4K1¢2 (NH, groups in unimers and dimers without ,-bonds), the
tting results shown in Figures S54 and S55 are found. The quality of t in Figure S54 can be characterized by
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FIG. S50: Fit of the dependence of the total concentration on the height of the 3530cm ! peak at T =22 C with model 8m.

FIG. S51: Dependence of InK; (triangles) and In K, (circles) on 1=T for model 8m.

AICc = 5014. The estimates of the model parameters given by the ts in FigureS55 are InC; = 14:2 2 In[l/mol],
1= 79 1ldkcal/mol,InC,= 24 03Inl/mol],and ,= 1.3 0:2kcal/mol, with r? =0:88 andr3 = 0:93.

J. Model 9

In this model, we allow two bonds per oxygen and only one bond per NKH group. We assume that the energy of
the bond is determined by the bonding state of the oxygen. If the aygen forms only one bond, then its energy is,
and if it forms two then its energy is ;. This means that this model is analogous to model 5 with the roles ofhe
acceptor and donor group exchanged. Therefore, all equationsre the same, apart from the value of the number of
free NH, groups. It is clear that in case of model 9 there is only one free grquper each aggregate, so we have

p
_ 1 4c K, 1 801K1+16C21K]2_ 16021K22_
- 8c1K 2 '

Ny (S129)

We do not repeat the tting for models 9m and 9s as these cases amrequivalent to models 5m and 5s.

1. Model 99

We assume that the 3530cm? peak corresponds to absorption by free groups, so that; = Ax. The tting results
are not shown, because at higher temperatures they give a nega¢ value of K ;.
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FIG. S52: Fit of the dependence of the total concentration on the height of the 3530cm ! peak at T = 22 C with model 8g.

FIG. S53: Dependence of InK 1 (triangles) and In K (circles) on 1=T for model 8g.

K. Model 10

In this model, we allow two bonds per oxygen and only one bond per NElgroup. We assume that the energy of the
bond is determined by the bonding state of the NH, group in the acceptor molecule. If the hydrogen in the acceptor
molecule is free, then the bond energy is;; otherwise, it is ».

Therefore, this model is analogous to model 6 with the roles of the aeptor and donor groups exchanged, and all
equations are the same, the only di erence being the value of the maber of free NH, groups. It is clear that, in the
case of model 9, there is only one free group per each aggregage,we have

Ki 1 4K2C1+p1 8c:K»

ng =C +
2K32
, , P b (S130)
+K2 1 8C]_K2+8C%K2 1 8¢ Ko+4c Ky 1 8Ko» .
8C]_K24 '
1. Model 10g

Here, we assume that the 3530cm* peak corresponds to absorption by free groups, so that; = Ax.

The results of the tting procedure are shown in Figures S56 and SB. The quality of t in Figure S56 can be
characterized by AICc = 5011. The estimates of the model parameters for the ts in Figure S57are InC; =

113 2In[l/mol], 1 = 63 1.0kcal/mol, InC, = 42 05 In[/mol], and , = 24 0:3kcal/mol, with
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FIG. S54: Fit of the dependence of the total concentration on the height of the 3530cm ! peak at T =22 C with model 8s.

—D—
—\

H>H

FIG. S55: Dependence of InK ;1 (triangles) and In K (circles) on 1=T for model 8s.
r2=0:90 andr3 = 0:95.

L. Model 11

In this model we allow two bonds per oxygen and only one bond per NEgroup. We assume that the energy of the
bond is determined by the bonding state of the acceptor in the donomolecules. If the oxygen in the donor molecule
is free then the bond energy is 1; otherwise, itis ».

Therefore, this model is analogous to model 7 with the roles of the aeptor and donor group exchanged. All
equations are the same, except for the value of the number of feeNH, groups. Again, as in the two previous models,
there is only one free group per aggregate

1 4K,c 8K2C§ (K2 K]_) P 1 8Ky 16K2(K1 Kz)C%

8K 22C1

(S131)

ng =

1. Model 11g

Here we assume that the 3530cm* peak corresponds to absorption by free groups, so than; = Ax. However, in
this case, the ts do not converge.
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FIG. S56: Fit of the dependence of the total concentration on the height of the 3530cm ! peak at T =22 C with model 10g.

FIG. S57: Dependence of InK 1 (triangles) and In K, (circles) on 1=T for model 10g.

Xll. THE BEST MODEL SELECTION

To compare the quality of t of di erent models we use Akaike's inform ation criterion. It states that the best model
is that with the smallest value of

AIC =2k 2In(L (A;K1;K2; )); (S132)

whereL (A;K 1;K»; ) is a likelihood function and k is the number of model parameters (4 in two-parameter models
and 3 in one-parameter models because is also included in the context of the likelihood function). The likelihood
function for the model with parameters obtained by minimization of the sum of squared deviations is usually written
in the form

(yi model(x;;A;Kq; Kz))z)
2 2

(S133)

1
L(AK1 Ky )= {‘zlpﬁexp

In this case, minimization of the sum of squared deviations is equivalegnto maximization of the logarithm of the
likelihood function. Then, for the AIC value we have

2
model (X;))

AIC=2k+nIn(2 )+ nin A2 +(Yi o
2 (S134)

=2k+ nin(2 )+ nInRTSS+ n;
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where tpe estimate for ~is ~? = RSS=n and the sum of the squares of the residuals is
RSS=" [, (yi model(xi))*.
For a nite sample size there exists the following correction:

AICc = AIC + W; (S135)

which is useful when we compare models with di erent number of paraeters.

The relative probabilities of the two models with values of the information criterion given by AIC; and AIC,
respectively can be estimated as

exp LZAICZ (S136)

So, if AIC; AIC, = 5017+493:9= 7:8 then model with value AIC; is 494 times more probable than the model
with value AIC ,.



