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A to Z of polymorphs related by proton transfer†

Amy Woods-Ryan, ab Cheryl L. Doherty a and Aurora J. Cruz-Cabeza *b

The occurrence of tautomeric polymorphism in the Cambridge Structural Database (CSD) was established

to be very rare in a previous study by A. J. Cruz-Cabeza and C. R. Groom (CrystEngComm, 2011, 13, 93). A

decade has now elapsed and the CSD has seen a significant increase in its total number of crystal

structures, useful CSD subsets have been introduced and the CSD Python API has been developed to allow

for complex data mining. Given this, we wanted to revisit tautomeric polymorphs in the CSD alongside

other polymorphs related by proton transfer and compare these results with those from an in-house

pharmaceutical database in order to assess their prevalence and significance for pharmaceuticals. From A

(amine–imine tautomeric polymorphs) to Z (zwitterionic polymorphs), here we study different types of

polymorphs related by proton-transfer in the CSD, the CSD drug subset (DrugCSD), the single component

drug subset of the CSD (SDrugCSD), and the GSK small molecule crystal structure database (GSD). First, we

assess the potential of compounds to exist as tautomers. Whilst 51% of compounds in the CSD are capable

of tautomerism, this number increases to 73% and 70% for the SDrugCSD and the GSD respectively.

Tautomerism potential is, thus, more prevalent in pharmaceuticals than in common organic compounds in

the CSD. Second, in mining the CSD we identify a total of 95 families of polymorphs related by proton

transfer which can then be classified into six different categories depending on the type of proton transfer

observed and the ionisation of species involved. The most common of such category is that of tautomeric

polymorphs followed by zwitterionic polymorphs. The rarest type of proton transfer polymorphs is that of

multi-zwitterionic polymorphs where two different zwitterions of the same compound are found in two

different crystal structures. Overall, 3% of polymorphic compositions in the DrugCSD are found to be

related by proton transfer which, although not very common, is of relevance to pharmaceuticals and drug

development due to the potential impact on physical properties. Specific examples of each of the

categories are discussed with calculations of lattice energies presented and consideration of ΔpKa values

and likelihood of proton transfer and ionisation.

Introduction

Molecules with labile protons can exist in different chemical
states related by the transfer of a proton. The population for
each of these states is dictated by chemical equilibrium and
thus the environment in which the species exist. The transfer
of a proton can occur within a compound or between
compounds in the gas-phase, solution or the solid state, and
it may or may not be also accompanied by the generation of
charge or the re-arrangement of bonds. The most common
types of molecular species related by proton transfer are
prototropic tautomers and ampholytic compounds able to

exist in an overall neutral state without or with separation of
charges.

Prototropic tautomerism is the interconversion of isomers
of a compound via the movement of a proton in combination
with the rearrangement of double bonds within the
molecule.1 Examples of prototropic tautomerism include
functional tautomerism (involving a change in functional
groups, i.e. keto–enol and enamine–imine tautomerism) and
annular tautomerism2 (involving prototropic tautomerism in
heterocyclic ring systems) amongst others. Compounds
containing an acidic and a basic group (ampholytes) may be
able to exist as a neutral molecule with no separation of
charges or as a neutral molecule with localised charges
(zwitterion). Zwitterions are also referred to as inner salts.

In solution, tautomers exist in equilibrium and their
populations are determined by the relative stability of their
molecular structures which can vary as a function of
temperature, solvent and pH.3–5 In most cases, these factors
lead to an equilibrium which strongly favours a single
tautomer. Similarly, ionisable molecules of various types can
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exist as non-ionised, protonated, deprotonated or even
zwitterionic, with their speciation in solution impacted by
the same factors and thus their interconversion can be
considered a subset of tautomerism with proton transfer but
no re-arrangement of bonds. The specific molecular species
present in solution impact the physicochemical properties of
compounds such as reactivity, pKa, and even biological
activity (which has implications for drug development).6–8

In the solid state, it is generally considered that the
tautomeric form present in a crystal is fixed under a specific
set of conditions. Unlike in solution, a dynamic equilibrium
between molecular species often does not exist in the solid
state. Instead, the intermolecular interactions found in the
crystal can shift the tautomeric state of the compound for
tautomeric states differing by up to 35 kJ mol−1 in tautomeric
energy (non-ionised tautomers in this case).9 Different
tautomers can be observed within the same crystal (co-
crystallised) or within different polymorphic structures.10 A
rich example of tautomeric and polymorphic diversity is that
of 2-thiobarbituric acid (Fig. 1) which can exist in the solid
state in six polymorphs, namely its pure enol form (II), its
pure keto form (I, III, V and VI) and its enol : keto form (IV).11

The specific nomenclature of the various types of these
polymorphs can become complex,12 but they all sit under the
umbrella of polymorphs related by proton transfer.

As with other types of polymorphism, polymorphs related by
proton transfer can have different solid state properties. From a
pharmaceutical perspective, the primary concern with this is
the impact of polymorphic form on properties such as
solubility, dissolution rate and bioavailability of the drug
product. Further to these, the polymorphic form's morphology,
bulk density and chemical stability can impact drug product
manufacturability.13 Several studies in the literature14–18 have
highlighted some difficulties associated with the control and
isolation of polymorphs related by proton transfer, with many
of them crystallising concomitantly. Consequently, developing

solid forms of pharmaceuticals able to tautomerise may be
complex since a pure single phase is usually desired to ensure
consistent quality and performance of a drug product.

In this context, the main motivation for the present work
was to mine available crystallographic data to establish how
common tautomerism potential is in general chemical
compounds and in pharmaceuticals, and to quantify and
report the occurrence of complex polymorphism related by
various types of proton transfer. Whilst there has been a
previous investigation on tautomerism in the CSD,9 over a
decade has elapsed and since the CSD has more than
doubled in size to 1 million structures.19 Further to this, here
we look at more broad cases of polymorphism related by
proton transfer including tautomeric polymorphs,
zwitterionic polymorphs and other more complex systems
such as salts related by single versus multi-proton transfer.

Overview of tautomerism and the
solid state
Techniques for tautomer characterisation

Historically, hydrogen atoms (H-atoms) have been
notoriously difficult to locate in crystal structures from direct
measurement of conventional X-ray diffraction due to their
weak scattering. As a result, H-atom positions are often
implied by the geometries of other heavier atoms, provided
there is no disorder in the structure. So whilst it is possible
to reliably obtain H-atom positions from good X-ray
diffraction data, challenges still exist for the study of
tautomeric systems and mis-determinations are not
uncommon if the quality of diffraction data is not optimal.20

Crystal structure determination is usually conducted at
sub-ambient temperatures to minimise thermal effects.
However, a change in temperature itself can cause proton
migration within a crystal and impact the relevance of the
structure to the room temperature form. The thermal
migration of protons within a crystal structure has been
documented in salt–cocrystal pairs and tautomeric
molecules.18,21,91 The application of both temperature and
pressure has also been shown to cause proton transfer in
squaric acid : bipyridine adducts together also with a change
of polymorphic form.22 Additionally, light-induced keto–enol
transformations have been observed within the solid state,
indicating that exposure to light could be important when
handling and collecting structural data on potentially photo-
sensitive compounds.23

For absolute confidence in crystal structure determination
of complex systems, especially for molecules capable of
tautomerism or materials for which proton positions are
critical, orthogonal techniques such as neutron diffraction,
solid state nuclear magnetic resonance (ssNMR) and infrared
spectroscopy can be used to re-confirm assignment of proton
positions.22,24–27 Emerging techniques such as near-edge
X-ray absorption fine structure spectroscopy (NEXAFS), in
combination with density functional theory (DFT), have also

Fig. 1 Three 2-thiobarbituric acid polymorphs containing different
tautomeric forms. Single crystals were crystallised by evaporation from
hot saturated solutions in the indicated solvents. Hydrogen bond
motifs are shown in red.
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been used to confirm exact H-atom positions in salt–cocrystal
systems.28

DFT can be used to calculate the relative stability of
tautomers and to predict the effect of different solvents on
their equilibrium. For instance, the computed relative
stability of sulfasalazine tautomers in DMF and water has
been used to rationalise the preference for specific
tautomeric forms observed in these solvents.29 However,
modelling can be challenging due to the sensitivity of
tautomer energies to model chemistries and basis sets used.
Perhaps the most significant errors in the modelling arise
from the difficulty of accounting for electron delocalisation30

with DFT. Such errors can be overcome and accuracy
improved with the aid of higher order Hartree–Fock methods
which comes at a high computational cost.31

Prevalence of tautomerism in chemical databases (prior work)

The potential for tautomerism in various compounds from
various databases has been assessed previously. For this,
specific definitions of rules for tautomerisation reactions
need to be derived and applied, and the types of rules used
will undoubtedly impact the resulting statistics. The
Chemical Structure Database (of the National Cancer
Institute Computer-Aided Drug Design Group) is a collection
of 103.5 million synthesised small molecular structures, 68%
of which have been reported to have potential for
tautomerism.32 Using different tautomerisation rules and
different databases, Martin8 reported that 26% of 1791
marketed drugs are tautomeric and Cruz-Cabeza and Groom9

that 10% of molecules in the Cambridge Structural Database
(CSD) have the potential for tautomerism. The range of
tautomeric potential reported from these various databases,
using various tautomerisation rules, spans from just 10% to
68%.

Perhaps a more unbiased way of looking at tautomerism
prevalence is by direct observation of tautomers in the crystal
structures rather than by predicting tautomerism potential
based on tautomerisation rules applied on chemical
compounds. Even if tautomerism potential is predicted, the
energy of the various tautomers will dictate whether they can
be observed experimentally. Unsurprisingly, calculated
relative stabilities of tautomers mirror the frequency of
occurrence of tautomers in the CSD, with high-energy
tautomers often not observed in the solid state. Thus, whilst
potential for tautomerism may be high, only a small fraction
of compounds with tautomerism potential exist in various
tautomeric forms in the solid state (0.5%)9 and this is
dictated by the tautomer energy as well as the intermolecular
interactions in the crystal. Based upon those observations, a
general rule was proposed by Cruz-Cabeza and Groom: ‘for
different tautomers to be observed in the solid state, their
relative energy must not exceed that of a strong hydrogen
bond in an organic crystal’.9

From the point of view of ionisation, the prevalence of
zwitterionic polymorphs and salt–cocrystal pairs in the CSD has

also been investigated in previous works.14,15,33–36 A search of
the CSD in 2010 found only four single component molecules
(clonixin, norfloxacin, anthranilic acid, torasemide) with both
neutral non-ionised and zwitterionic forms.15 The majority of
these were molecules of pharmaceutical interest.

Relative stabilities of tautomers

Using computational chemistry, the relative stability of
tautomers and ionised species can be estimated and used as
a predictor for their experimental observation.

For neutral species related by proton transfer, the most
commonly observed tautomers are typically also the most
stable, except for where the energy difference between them is
small (<5 kJ mol−1). In those cases, intermolecular interactions
in the solid state can shift the tautomeric outcome.2

There are exceptions, however, which have reported the
observation of very high-energy tautomers in the solid state.
Such is the case of the enol-tautomer of barbituric acid
which, despite being highly metastable (53.7 kJ mol−1), is
found in the most stable overall polymorphic form. This
stable polymorph of barbituric acid was notoriously difficult
to discover and was only produced relatively recently by ball-
mill grinding.37,38 The ability of some molecules to
tautomerise can be used to our advantage and a specific
tautomer targeted and crystallised. For example, Epa et al.
used supramolecular cocrystal design to selectively crystallise
and isolate the high-energy tautomer of 1-deazapurine.39 This
ability to deliberately stabilise a metastable tautomer is
important and provides the opportunity to isolate novel solid
state forms containing different tautomers and displaying
different physical properties.

For neutral vs. charged species related by proton transfer,
energy differences between molecular species can be much
larger (in the order of hundreds of kJ mol−1 in some cases).
Some general trends can be assumed. For example, in the
gas-phase, a zwitterion or charged pair of molecules will
always have a much higher energy than their non-ionised
counterparts, due to the unfavourable separation of charges.
This relative stability can often change in solution or the
solid state due to the stabilisation of species brought about
by coulombic interactions in charged systems. Many of the
common amino acids exist as zwitterions in solution and the
solid state but as neutral in the gas phase (i.e. glycine40).

Methods
Datasets

Refcode lists (entire CSD, CSD drug subset & CSD single
component drug subset) were extracted from the Cambridge
Structural Database (CSD) version 5.42 using ConQuest.

All datasets were created using the ‘Best Hydrogens List’
subset which removes duplicates and redeterminations.
Additionally, the entire CSD dataset was further refined to
only allow for compounds containing any combination of a
subset of atom types (H, D, C, N, O, F, P, S, Cl, Br, I) and only
include organic, non-polymeric structures with 3D co-
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ordinates determined and no errors. Application of these
filters resulted in 293 984 entries for the entire CSD (CSD),
7787 entries for the CSD drug subset (DrugCSD) and 729
entries for the CSD single component drug subset
(SDrugCSD). Additionally, the GSK structural database (GSD)
was assessed with duplicates and redeterminations removed
and contained 1820 entries. The GSK database of small-
molecule crystal structures contains X-ray crystallography
data obtained over the past 40 years by GSK and legacy
companies. The structures are not limited to marketed drugs
and the GSD contains molecules from all phases of
development, including non-API molecules such as
intermediates or impurities. Conversely, the DrugCSD
consists of small-molecule crystal structures containing only
approved drug molecules. The SDrugCSD contains crystal
structures of pure neat drug compounds, thus not multi-
component systems.

Tautomer generation

The CSD Python API41 was utilised to loop through each
crystal entry of each dataset and separate the structure into
individual molecular components. The resultant molecules
were standardised (bond types assigned and H-atoms
positions added if missing). Tautomers for each unique
molecule were generated using the ‘Tautomer Enumerator’
function of the RDKit42 module in Python. The tautomer
enumeration rules are based upon those described by
Sitzmann et al.32 A maximum of 50 tautomers were
enumerated for each molecule. Enumeration was conducted
twice for each dataset to assess differences in the tautomers
generated if bond and sp3 stereochemistry was allowed to be
lost or not during enumeration. A molecule was deemed to
be potentially tautomeric if more than one tautomer was
enumerated during the tautomer generation step.

Identification of polymorphs with protonation diversity

A scripted approach comparing canonical SMILES, SMILES,
standard InChI and non-standard InChI (FixedH) strings was
used to identify ‘same’ molecules where multiple tautomers
had been observed in the solid state. The use of these
identifiers enabled determination of multiple types of
tautomerism including forms where charges are in distinct
positions in different structures, multi-component systems
that can exist as salts and cocrystals, zwitterionic
polymorphs, and tautomeric polymorphs.

Processing of polymorphic structures

The scripted nature of searches in large databases can result
in some incorrectly identified structures beyond the potential
for structures with mis-determined H-atom positions.
Therefore, additional manual checks were conducted to
identify and eliminate any groups of structures which were
not real sets of polymorphs related by proton transfer. These
checks (performed in Mercury43) included visualisation of
structures, Mogul geometry checks, crystal packing similarity

and simple metadata checks. The overall process used to
identify tautomeric molecules and polymorphic compositions
related by proton transfer is shown in Fig. 2.

Generation of calculated pKa

Aqueous pKa values were calculated and visualised using
JChem for Excel.44 The pKa for the strongest acid and
strongest protonated base for relevant molecules in crystal
structures of interest were recorded and the ΔpKa was
calculated as in eqn (1).

ΔpKa = pKa[protonated base] − pKa[acid] (1)

In some cases, additional pKa and ΔpKa values were
calculated (e.g., self ΔpKa and ΔpKa for second ionisations as
described by Cruz-Cabeza et al.45).

DFT calculations

CSD crystal structures of interest were imported into Materials
Studio.46 For each polymorphic pair, structures obtained at the
same temperature were chosen where possible. Supercells were
prepared when initial unit cell lengths were much less than 10
Å in any dimension. Each crystal structure was geometry
optimised using CASTEP47 with the Perdew–Burke–Ernzerhof48

gradient-corrected functional (GGA PBE) with the Tkatchenko
and Scheffler (TS)49 scheme for dispersion correction and OTFG
ultrasoft pseudopotentials. Geometry optimisations were
performed using a plane wave basic cut-off energy of 600 eV.

Fig. 2 Process for identifying tautomeric molecules and polymorphs
related by proton transfer. Numbers quoted are from the ‘entire CSD’
dataset (number of unique molecules in black with number of crystal
structures in blue and number of polymorphic families in red).
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The Brillouin zone was sampled using a k-point spacing of
approximately 0.05 Å−1 and a SCF tolerance of 1.0 × 10−6 eV per
atom was used. Full cell optimisations were performed.

Separately, molecules were geometry optimised in the gas
phase using finer settings and starting from molecular
geometries taken from the crystal structures. Each molecule
was placed in a box with the dimensions ensuring
approximately ≥12.5 Å free space surrounding the molecule
in all directions. Geometry optimisations were performed
using the same procedure as above.

After crystal and gas-phase geometry optimisations, single-
point energy calculations were performed on the gas phase
molecules and crystal structures with application of the
many-body dispersion correction scheme (MBD*)50 and with
a plane wave basic cut-off energy of 630 eV. The Brillouin
zone was sampled using a k-point spacing of 0.07 Å−1 and a
SCF tolerance of 5.0 × 10−7 eV per atom. Geometry
optimisation and single-point energy calculation settings
were adjusted as required for good convergence.

Lattice energy calculations

Lattice energies (ELatt) were calculated according to the eqn
(2) and (3) for single component and multi-component
systems, respectively.

ELatt = (Ecell/Z) − Egas (2)

ELatt = (Ecell/Z) − (Egas(A) + Egas(B)) (3)

where Ecell is the total calculated energy of the unit cell, Z is
the number of formula units per unit cell, and Egas is the
calculated single-point energy for the lowest energy tautomer
of a molecule in the gas phase. For multi-component

systems, Egas(A) and Egas(B) are the gas phase energies for each
unique molecule (molecule A, molecule B) present in the
lattice.

Results and discussion
Tautomerism potential of molecules in the CSD

Based on a broad set of tautomerisation rules (as defined in
RDKit), we found that around 52% of molecules in the CSD
(129655) have the potential for tautomerisation. Interestingly,
this proportion increases slightly for the DrugCSD (53%,
1446 molecules) and significantly for the SDrugCSD (73%,
387 molecules). The SDrugCSD statistics are well in line with
the GSD where 70% of compounds were found to have
tautomerisation potential (1467 molecules). The statistics are
summarised graphically in Fig. 3. Varying the RDKit tautomer
enumeration rules (to either keep or lose stereochemistry
during enumeration) did not significantly impact the
statistics.

The lower incidences of molecules able to tautomerise
found in the CSD and DrugCSD datasets may be due to the
inclusion of components such as solvents, counter-ions, and
co-formers, whereas the SDrugCSD only contains neat drug
molecules. Previous analyses of the CSD, DrugCSD and other
pharmaceutical databases have shown that drug-like
molecules are significantly larger (higher molecular weight)
than the organics in the CSD, thus increasing the probability
of a drug molecule containing a tautomerisable functional
group.51 Also of note is the fact that the GSD has a much
larger proportion of ‘free drug’ structures (58.07%) than the
DrugCSD (19.53%).52 These results indicate a much higher
fraction of molecules in the CSD are capable of tautomerism
than initially identified by Cruz-Cabeza and Groom (10%).9

Similarly, these numbers are much higher than those

Fig. 3 Datasets of crystal structures studied here split into crystal entries, components, and unique molecules able (shaded) and unable (non-
shaded) to tautomerise.
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reported in marketed drugs (26%).8 One reason for this
discrepancy is likely to be due to the differences in the
tautomer enumeration rules. For example, Cruz-Cabeza and
Groom did not allow keto–enol tautomerism, which is
considered in the transform rules within RDKit.32

Rather than a comparison of absolute numbers across
different methods, the value of current analysis lies in the
comparison of the different datasets with the same method.
This comparison clearly points towards tautomerism
potential being significantly more prevalent in drug
compounds than in other small molecules in the CSD.

Ampholyte potential of molecules in the CSD

Another important set of species related by proton transfer
are ampholytes which may potentially exist as non-ionised
and/or zwitterionic. It was found that 32% of the SDrugCSD
structures contain a compound identified to have both an
acidic and a basic group and therefore a ΔpKself

a could be
calculated.45 Only 10% of the CSD and 14% of the DrugCSD
molecules (heaviest component) were found to have
ampholytic potential. Of those compounds able to be
ampholytic, 11%, 32% and 26% are found as zwitterions in
the CSD, DrugCSD and SDrugCSD respectively with the
remaining existing in the non-ionised state (Fig. 4). These
statistics highlight the higher potential for self-proton
transfer in drug compounds, with the crystal composition
also influencing it.45

Classification of polymorphs related by proton transfer

A well accepted definition of crystal polymorphism is that a
polymorph is ‘a solid crystalline phase resulting from
different arrangements of molecules in the solid state...two
polymorphs will be different in crystal structure but identical
in the liquid and vapour states’.53 Where interconversion of
molecular species is rapid in the liquid, crystals containing
different tautomers or charged species of a compound (or
compounds) will lead to identical population of species in

the liquid and therefore can be classified as polymorphs.
Tautomeric polymorphism of this type has been referred to
as desmotropy elsewhere.12,16,54–59

Polymorphs related by proton transfer may exist with very
different or with nearly identical crystal packings (the main
difference being the position of a H-atom). If a change in
hydrogen position is accompanied with a discontinuity in the
heat capacity at some specific conditions of temperature or
pressure, the crystal structures shall be considered as
polymorphs or phases. This type of high structural similarity
polymorphism may indeed be challenging to identify,
especially from X-ray data alone.60

In our search of the CSD we have identified three main
umbrellas of polymorphs related by proton transfer
branching into six distinct categories (Fig. 5). The three
umbrellas relate to the ionisation state of the constituent
components. Proton transfer may occur generating sets of
polymorphs that are non-ionised or have mixed or multiple
ionisations.

Under the first umbrella (no ionisation), we find
tautomeric polymorphs where multiple tautomers have been
isolated individually (and/or jointly) in different crystal
structures. These are observed in single as well as
multicomponent systems. Under the second umbrella (non-
ionised and ionised pairs), we find zwitterionic polymorphs
(where some structures are non-ionised whilst others are
zwitterionic) as well as salt–cocrystal pairs (structures exist
both with and without proton transfer between the
components). Finally, under the third umbrella (multiple
ionisation), we find three categories of polymorphs namely
multi-zwitterionic polymorphs (where the polymorphs are all
zwitterionic but the local charges are distributed in different
atoms), multi-component systems with multiple proton
transfers (i.e. monovalent and divalent salts) and structures
with different protonation positions (i.e. salts where a proton
can transfer to/from multiple different functional groups). To

Fig. 4 Ionisation behaviour of heaviest component in the various
crystal structures within the three CSD subsets studied here. Fig. 5 Classification of polymorphs related by proton transfer.
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aid the understanding of these polymorphs, examples of
pairs of each category and their composition are given in
Table 1 where the wealth of compositions and ionisation
states in these systems can be appreciated.

CSD statistics on polymorphs related by proton transfer

In our CSD analysis we identified 3759 polymorphic families,
only 2.5% of which correspond to polymorphs related by
proton transfer (94 families). The other CSD subsets also
show similar incidences of polymorphism related by proton
transfer with only 2.9% in the DrugCSD and 2.4% in the
SDrugCSD (Table 2). Our analysis, however, did not identify
any polymorphs related by proton transfer in the GSK
database.

All polymorphic structures were analysed manually (to
check for errors), and the final 95 families identified were all
genuine polymorphs related by proton transfer. We expect,
however, that this number is an under-representation of
incidences in the CSD since some proton transfer polymorphs
may have been eliminated by the redetermination analysis

algorithm which is used for the generation of the CSD
subsets.61

Additionally, in some examples, proton positions have been
reliably determined by means other than crystallography (e.g. IR
spectroscopy)62 or not determined at all. We note that some of
these cases cannot feasibly be accounted for by our comparison
algorithms of X-ray data only. For instance, two high profile
GSK drugs (albendazole57 and ranitidine hydrochloride63) are
known to exhibit tautomeric polymorphism and a GSK
development compound GSK25164 exhibits zwitterionic
polymorphism, but these were not identified in the GSD for
these reasons. Furthermore, we know that not all polymorphs
have their structures determined and deposited in the CSD and
protons can be difficult to locate, further impacting the
confidence in these statistics. Nonetheless, polymorphs related
by proton transfer appear to occur frequently enough for them
to be considered important. The distribution of polymorphic
families across the different types of polymorphs related by
proton transfer is given in Fig. 6 where the analysis is given per
family. Of the 95 polymorphic systems (214 refcodes), 94
contained only two tautomers whilst one polymorphic family
contained three tautomers16 (two observed in our dataset).
Tautomeric polymorphs are most common (51) followed by
zwitterionic polymorphs (24) and multi-zwitterionic polymorphs
(2) are the rarest. Only 9 salt–cocrystal pairs were found. The
different polymorphic systems are further discussed in the
sections below.

Tautomeric polymorphs

The observed tautomeric compositions of the 51 tautomeric
polymorphic systems have been summarised in Fig. 7. The
majority (43) are pure systems where two tautomers of a
compound (one ‘a’ and the other ‘A’) were crystallised
individually in different polymorphs ([a] and [A]), with an
additional 3 systems where two tautomers have been isolated
individually as well as a mixture ([a], [A] and [a : A]). In 5
systems, two tautomers had been observed with one of them
only seen together with the first ([a] and [a : A]). Only two of
these polymorphic systems are of a hydrate or solvate and
none were cocrystals with another molecule.

The number of tautomeric polymorphs in the CSD has
tripled since 2010 when only 16 such pairs were identified.
Additionally, there now exists polymorphic families
containing three or more tautomeric forms. For example,
3-methyl-4-(4-methylbenzoyl)-1-phenyl-pyrazo-5-one has now
been reported to have three tautomers in the solid state ([a],
[a : A] and [α] – where a, A and α are three different tautomers
of a compound). Two of these tautomers were found in our
CSD analysis within two different refcode families (VIMPAJ65

and ZUMXIQ16).
The crystallisation solvent itself can influence the

tautomeric state in a single direction which may partially
explain why so few hydrates or solvates form tautomeric
polymorphs.66 However, no conclusions shall be drawn on
this given that hydrates and solvates are generally less

Table 1 Nomenclature and classification of polymorphs related by
proton transfer. Key: ‘A’ and ‘a’ represent two tautomers of a compound.
‘B’ represents a second component, and ‘N’ represents additional neutral
component(s). ‘+’ and ‘−’ represent positive and negative charges,
respectively

Polymorphic type
Composition and speciation
of polymorphic pairs

Tautomeric polymorphs [A] , [a]
[A : a] , [a]
[A] , [A : a]
[A :N] , [a : N]
[A : a : N] , [a : N]
[A :N] , [A : a : N]

Zwitterionic polymorphs [A] , [A±]
[A :N] , [A± : N]

Salt–cocrystal pairs [A : B] , [A+ : B−]
[A : B : N] , [A+ : B− : N]

Multi-zwitterionic polymorphs [A±] , [a±]
[A± : N] , [a± : N]

Single–multi proton transfer
polymorphs

[A+ : B−] , [A2+ : B2−]
[A+ : B− : N] , [A2+ : B2− : N]

Different charge position polymorphs [A+ : B−] , [a+ : B−]
[A− : B+] , [a− : B+]
[A+ : B− : N] , [a+ : B− : N]
[A− : B+ : N] , [a− : B+ : N]

Table 2 Polymorphs related by proton transfer in each dataset

All polymorphic
families

Polymorphic families
related by proton
transfera

CSD 3759 2.5% (94)
DrugCSD 374 2.9% (11)
SDrugCSD 125 2.4% (3)

a 95 unique sets of polymorphs with protonation diversity. The CSD
dataset is restricted to organics only. This restriction did not apply to
the DrugCSD.
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commonly observed in the CSD52,67 and the overall numbers
of polymorphs related by proton transfer are small.

Zwitterionic polymorphs

A total of 24 compounds were found to exhibit zwitterionic
polymorphism. The majority are neat anhydrate structures
(21, [A] and [A±]), none were hydrated and 3 were multi-
component systems (cocrystals of piroxicam, [A± : N] and
[A : N]).

For these compounds, the ΔpKself
a is an important

parameter to determine the likelihood of a compound to be
able to exist as non-ionised and as a zwitterion in the solid
state. The equivalence ΔpKself

a point, where molecules
containing both acidic and basic pKa have a 50% probability
of existing as either the zwitterion or non-ionised molecule,
has been reported to be 4.1.45 The ΔpKself

a scale can be
classified into domains which describe the likelihood of
zwitterion formation. In zone 1 (ΔpKself

a < 0.9), > 99% of
molecules crystallise as their non-ionised tautomers, in zone
2 (0.9 ≤ ΔpKa ≤ 7.4) both forms are possible and in zone 3
(ΔpKa > 7.4) > 99% of molecules crystallise as zwitterions.
The probability of observing a zwitterion in zone 2 is
described by eqn (4).

Pobs (zwitterion, %) = 15ΔpKself
a − 12 (4)

Given the prior knowledge and data, we would in principle
expect molecules exhibiting zwitterionic polymorphism to sit
in zone 2 of the ΔpKself

a scale. Interestingly, however, the
majority of the zwitterionic polymorphs in our dataset had a
ΔpKself

a within zone 1 instead. A further analysis of these
structures reveals that most of these instances correspond to
compounds where the acid and base groups sit very close to
each other resulting in an intra-molecular rather than an
intermolecular proton transfer (see Fig. 8 and 9). Because
these groups interact, the ΔpKself

a prediction may not be as
accurate as the actual experimental value, an observation
which has been highlighted before.45,68,69 Additionally,
different tautomers of a compound will have different pKa

values, and therefore the choice of tautomer in pKa

calculations may be important.
Our results suggest that when the acid–base proton

transfer for zwitterion formation occurs intermolecularly the
majority of zwitterionic polymorphs have ΔpKself

a values in
zone 2 with a significant proportion also in zone 1. However,
when the proton transfer for zwitterion formation occurs
intramolecularly, most zwitterionic polymorphs have ΔpKself

a

within zone 1. No molecules exhibiting zwitterionic
polymorphism had ΔpKself

a > 4, indicating that when there is
a large positive ΔpKself

a , zwitterionic polymorphism does not
occur, presumably due to the very large driving force to form
solids with the zwitterions only. In this zone, normal
polymorphism of zwitterionic compounds prevails.

Most of the structures exhibiting zwitterionic polymorphism
and intra-molecular proton transfer were Schiff bases with
general formula Ar–CHN–R (frequently used in co-ordination
chemistry). Ortho-Hydroxy derivatives of Schiff bases can exist in
enol–imine, keto–enamine or zwitterionic forms depending on
the location of the hydrogen in the O⋯H⋯N bond, as shown in
Fig. 10.70 These molecules were observed in the enol,
zwitterionic and keto forms in our datasets, but the pKa values
were calculated for the enol–imine forms rather than the keto–
enamine forms. Studies of the tautomerism in Schiff bases have
indicated that the presence of peripheral groups enable
stabilisation of metastable tautomers in the solid state.55 This
appears to be a much bigger factor enabling zwitterionic
polymorphism in these compounds rather than the pKa values.

Fig. 7 The distribution of tautomers in tautomeric polymorphs.

Fig. 8 Zwitterion formation via intermolecular proton transfer in
DAMPEO02 (left) and via intramolecular proton transfer in NEDMUF
(right).

Fig. 6 Distribution of polymorphs related by proton transfer.
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In summary, whilst there are no reliable trends to draw
hard conclusions from these observations, there does appear
to be a slight tendency for molecules exhibiting zwitterionic
polymorphism to sit within (or close to) zone 2 when proton
transfer is intermolecular and zone 1 when it is
intramolecular. A ΔpKself

a of ∼4 appears to be an upper limit
for observing zwitterionic polymorphism.

Salt–cocrystal polymorphic pairs

Only 9 salt–cocrystal polymorphic pairs were found in the
CSD, all of which were anhydrous forms ([A : B] and [A+ : B−]).
Cases where the salt and cocrystal have different
stoichiometries were not considered to be polymorphs (e.g.
TODNIM and WAFCOX, AFICEZ and AFICID) and are thus
not included in this number. For the salt–cocrystal
polymorphic pairs, the most acidic pKa for the proton
donating molecule, and most basic pKa for the proton
accepting molecule in each pair was calculated and used to
determine the ΔpKa. A recent analysis of the CSD has shown
that for non-solvated multicomponent systems, the point of
50% probability for salt versus cocrystal formation occurs
where ΔpKa is ∼1.4 whereas for hydrates, this point is at ΔpKa

∼ −0.5.45 The distribution of ΔpKa for these non-solvated
salt–cocrystal polymorphic pairs is consistent with that
finding, with 7 of the 9 pairs having a ΔpKa within one unit
of 1.4 (range 0.43 to 2.21). Thus, the key question when
presented with a multicomponent system with a small ΔpKa

should therefore not be whether a salt or cocrystal can form,
but whether both can form.

Multi-zwitterionic polymorphs

Only two compounds exhibiting multi-zwitterionic
polymorphism were found ([A±] and [a±]), making this the
rarest type of proton transfer polymorphism in our search.
These compounds were cinchomeronic acid (often used as a
ligand) and N-2-hydroxyethylpiperazine-N-2-ethane sulfonic
acid (commonly known as HEPES and used as a buffering
agent). Their molecular structures are shown in Fig. 11.

Cinchomeronic acid has 8 crystal structures in its refcode
family CINMER71–73 with only two unique polymorphic forms
(CINMER02 and CINMER04). All crystal structures of the
most stable form I (four structures, which includes
CINMER02) show their entries with proton transfer from the
3-substituted carboxylic acid. For form II, however, the
proton position has been a matter of debate with two
structures showing proton transfer from the 4-substituted
carboxylic acid (CINMER04, CINMER05) and two from the
3-substituted carboxylic acid (CINMER01, CINMER03).
Orthogonal approaches had to be used to confirm the proton
positions for forms I (3-substituted) and II (4-substituted)
respectively and established that there is no temperature-
induced proton migration for the two forms.73

These disagreements in the literature and the requirement
for large amounts of orthogonal data highlight how difficult
it can be to accurately describe the protonation states of
these molecules in the solid state and how ‘incorrect’
determinations can be hidden in the CSD with seemingly
little warning or comment. The calculated pKa for the two
carboxylic acid groups are 3.69 for 3-substitued and 5.16 for
the 4-substituted. It is intriguing that a zwitterion forms at
all due to the weakly basic nature of the pyridine (calculated
pKa of the protonated base being 0.95) and the reasonably
negative ΔpKa values of between −4.21 and −2.74. The Gibbs
free energy for proton transfer in aqueous state at 298 K was
calculated according to eqn (5).45

ΔG°ionisation;water ¼ −5:7ΔpKa (5)

Fig. 9 ΔpKa for molecules exhibiting zwitterionic polymorphism, split
by the nature of the proton transfer in the crystal (intra or
intermolecular).

Fig. 10 Possible tautomerism in Schiff bases.

Fig. 11 Molecular structures of compounds with multi-zwitterionic
polymorphic pairs, and their associated refcodes.
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For both zwitterionic structures, ΔG°ionisation;water is positive,
indicating that in solution, zwitterion formation will not be
spontaneous or favoured. The value is slightly larger for
CINMER04, indicating that this zwitterion is the least
favourable of the two in water, and corresponds with the
lower ΔpKa. In the gas state, the zwitterionic forms are also
unfavourable, however in the solid state we only see
zwitterionic forms.

HEPES has 5 crystal structures in its refcode family
WIRMOZ20,74,75 with only two unique polymorphic forms.
The two piperazine nitrogen atoms have quite different
calculated pKa values (1.62 for the N protonated in WIRMOZ,
7.34 for the N protonated in WIRMOZ02). The sulfonic acid
is a reasonably strong acid with a calculated pKa of −1.34.
Therefore, the ΔpKa is either 2.96 or 8.68 respectively, so a
zwitterion might be expected to form in either case (with
lower probability for the lower ΔpKa as in WIRMOZ).
ΔG°ionisation;water is negative for both possible zwitterions of

HEPES, meaning this proton transfer is also favourable in
aqueous solution. It is lower by 32.6 kJ mol−1 for the
zwitterionic molecule corresponding to WIRMOZ04 making
this the more stable zwitterion in solution.

Single–multi proton transfer polymorphs

Four systems were found to have single–multi proton transfer
polymorphism ([A+ : B−] and [A2+ : B2−]) all of which consist of
a symmetrical di-base with a symmetrical di-acid (Table 3).
The first ΔpKI

a (the strongest base and strongest acid) and
second ΔpKII

a (the second strongest base and second strongest
acid) in each pair were calculated for the four pairs of
polymorphs identified. In all our systems here, the ΔpKI

a is
always greater than 1, thus salt formation is predicted as
likely for all systems.45 For ΔpKII

a , the equivalence point (50%
probability) for making a monovalent versus a di-valent salt is
−4.2. All the ΔpKII

a data for our systems lie around that value,
indicating the good predictability of the ΔpKa rule for these
systems.

Finally, the proton positions in the crystal structures for
HAZFAP06 (with its HAZFAP01 pair) are not unambiguously

determined by X-ray crystallography due to the high
temperature of the data collection. Supporting neutron
diffraction and modelling data provides evidence that a
second proton transfer has occurred in HAZFAP06 compared
to HAZFAP01. The second proton transfer and resultant
change in form is thermally induced, reversible and also
results in a colour change.22 This form change can also been
induced by applying an electric field and has been studied
using synchrotron X-ray diffraction.76 With increased use of
orthogonal techniques such as neutron diffraction or ssNMR,
in combination with computational modelling, more
polymorphs related by proton transfer may be found where
previously proton positions may have been ambiguous.

Polymorphs with charge at different positions

All 5 systems exhibiting polymorphism with charge located
on different positions were multicomponent systems (e.g.
[A+ : B−] and [a+ : B−]). An example of this polymorphism is
found in sodium dihydrogen citrate (NAHCIT77 and
NAHCIT0178), where the citric carboxylic acid deprotonation
is different in the two polymorphs. A particularly interesting
example of this type of polymorphism is lamivudine
hydrochloride (LASZAI79 and LASZAI0280) because the
protonation at a different location in the lamivudine
molecule is also related by tautomerism. Both tautomers of
lamivudine (Table 4) are very weakly basic with calculated
pKa of 0.21 and −0.05. However, HCl is a reasonably strong
acid (experimental pKa = −5.9)81 and thus the ΔpKa is
sufficiently large that salt formation is still expected to
occur for either tautomer (ΔpKa being 6.1 and 5.9
respectively).

Energy analysis

The lattice energies for several of these proton transfer
polymorphs were calculated to assess how differences in lattice
energies compare to those of ‘usual’ polymorphs (Table 5). In
addition to this, the gas-phase energy difference of the
corresponding molecular species were computed. Reassuringly,
despite the very large gas-phase energy differences of the

Table 3 Polymorphic systems with single–multi proton transfer polymorphs

Monovalent refcode Divalent refcode Basic component Acidic component ΔpKI
a ΔpKII

a

HAZFAP0172 HAZFAP0622 4.2 −2.5

UWUJUS73 MEJYIM74 1.3 −5.5

UWUKAZ73 UWUKAZ0275 1.5 −5.3

JIYHAD76 ZELDOM77 6.7 −5.0
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molecular species involved in some cases, all polymorphic pairs
studied differ in overall lattice energies by somewhere between
1 to 7 kJ mol−1, typical of polymorphs.83,84

The amide and imide tautomeric polymorphs of
sulfasalazine (QIJZOY0385 and KIJBOX,86 respectively) were
computed to differ by almost 7 kJ mol−1 in lattice energy. The
literature was searched for experimental evidence of the
stability ranking these polymorphs, but nothing conclusive
was found to have been reported. Commercially available
batches of sulfasalazine appear to be consistent with form I
which is computed to be the most stable form despite
containing the higher-energy tautomer.87 Form II, is
computed to be metastable and this agrees with the unusual
crystallisation conditions used for its isolation from
supercritical CO2.

88

The simple compound m-aminobenzoic acid was identified
as forming zwitterionic polymorphs with two structures
identified in our searches (AMBNZA89 being the non-ionised
form II, and AMBNZA0234 being the zwitterionic form IV).
There is a large difference in energy in the gas phase for non-
ionised versus zwitterionic m-aminobenzoic acid species
(240.5 kJ mol−1) as expected since there is no stabilisation of

charges in the gas-phase. However, the ΔELatt is 5.1 kJ mol−1,
and the relative stability correlates with available
experimental data.34,62,90

Four pairs of salt–cocrystal polymorphs have been
previously assessed, with differences in formation energy of
between ∼8.5 to 11.7 kJ mol−1 reported in the literature.91

Because there were only two examples, the lattice energies
of both pairs of multi-zwitterionic polymorphs were assessed.
For the CINMER pair, the non-ionised molecule had the
lowest energy by ∼100 kJ mol−1, relative to either of the two
zwitterionic molecules. The difference in energy between the
two zwitterions in the gas phase was just 4.3 kJ mol−1,
comparable to the energy difference between many of the
non-ionised tautomers assessed. ΔELatt of 4 kJ mol−1 was
calculated with CINMER02 being the more stable form. This
stability ranking of the two forms correlates with
experimental relative stability data in the literature.72 For the
WIRMOZ polymorphs, the calculated ΔELatt was 2.2 kJ mol−1.

For single–multi proton transfer polymorphs, the
polymorphic pair from the refcodes MEJYIM and UWUJUS
were assessed, with the component molecules assumed to be
most stable in the non-ionised state in the gas phase. The
structure with two proton transfers, MEJYIM, was calculated
to be more stable by 1.1 kJ mol−1.

Lamivudine hydrochloride (LASZAI) exhibits charge
position polymorphism, seemingly as a consequence of
tautomerism. The gas phase energies of the neutral and
protonated tautomers were calculated. Interestingly, the
amine form is more stable in the gas phase by 11.9 kJ mol−1

for the non-ionised molecule, whereas the imine is more
stable by 9.9 kJ mol−1 when the molecule is ionised. In the
solid state, the polymorph containing the protonated amine
was more stable by 5.8 kJ mol−1.

Conclusions

By assessing the CSD, its drug subsets and the GSD, we have
found that tautomerism is not just a serious consideration in

Table 4 Lamivudine tautomers and calculated pKa and ΔpKa for
corresponding HCl salts

Refcode Structure
Protonated
structure pKa ΔpKa

LASZAI 0.2 6.1

LASZAI02 −0.1 5.9

Table 5 Gas phase and lattice energies for some polymorphs related by proton transfer

Type of polymorphism Refcode, form Species
Relative EGas
(kJ mol−1)

Relative ELattice
(kJ mol−1)

Tautomeric KIJBOX, form I Imide tautomer +22.9 0.0
QIJZOY03, form II Amide tautomer 0.0 +6.9

Zwitterionic AMBNZA02, form IV Zwitterion +240.5 0.0
AMBNZA, form II Non-ionised 0.0 +5.1

Multi-zwitterionic CINMER02, form I Zwitterion para COO− 0.0 0.0
CINMER04, form II Zwitterion meta COO− +4.3 +4.0

Multi-zwitterionic WIRMOZ, form Ia Zwitterion OH side +79.1 0.0
WIRMOZ04, form IIa Zwitterion SO3 side 0.0 +2.2

Single–multi proton transfer MEJYIM, form Ia Double +1101.0c 0.0
UWUJUS, form IIa Single 0.0 +1.1

Different charge position LASZAI, form I Amine tautomer: non-ionised, ionisedb 0.0, +9.9 0.0
LASZAI02, form II Imine tautomer: non-ionised, ionisedb +11.9, 0.0 +5.8

a Form names were not found in the literature. b Relative energies for LASZAI gas phase molecules are comparisons of the amine and imine
tautomers per specified ionisation state. c DMol3 (ref. 82) with GGA PBE functional and TS DFT-D correction used to calculate gas phase energy
of charged species only.
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the pharmaceutical industry for medicinal chemists, but for
solid state scientists alike. Drug-like molecules have an
increased tendency to contain functional groups capable of
tautomerism, as well as to contain both acidic and basic
functional groups, thus enabling zwitterion formation.
Evidence suggests that both tautomer equilibrium and
speciation in solution may have implications for the solid
state outcome and polymorphic control in crystallisations.

Polymorphs related by proton transfer represent
approximately 3% of polymorphs for drug-like molecules:
that is potentially 1 in every 33 drug candidates. Of the 6
categories of these polymorphs found in the CSD, tautomeric
polymorphs are by far the most common (54%) followed by
zwitterionic polymorphs (25%). Salt–cocrystal pairs make up
only 9% of the polymorphs related by proton transfer but a
relatively high proportion of cocrystal polymorphs; there were
only 145 polymorphic cocrystals identified in a 2015 search
of the CSD,83 hence roughly 6% of polymorphic cocrystals
may exist as salt–cocrystal pairs. Despite the slower uptake of
cocrystals in the industry due to regulatory ambiguity,92 it is
significant that these many are salt–cocrystal pairs thus
reinforcing the need to intentionally assess whether both can
form, especially when the ΔpKa rule indicates a similar
probability of forming a salt or cocrystal (ΔpKa is close to 1).

Furthermore, we have noted that some literature examples
were not identified in our searches highlighting the
limitations of our method. The limitations may be due to
inconsistent quality of structures deposited in the CSD (when
they exist), restrictions applied to our datasets or the scripted
comparison algorithm, which treats individual molecules in a
bulk way and may not account for unique scenarios.
Importantly, we know that the true number of polymorphs
related by proton transfer is likely to be greater than that
reported here and when studying individual systems
experimentally proton positions should be investigated by
multiple orthogonal techniques.

Finally, despite the sometimes large differences in gas-
phase energies of different tautomers or ionisation states of a
molecule, we have shown the overall lattice energy of these
polymorphs is small as expected from ‘typical’ polymorphs.
The existence of proton transfer polymorphs demonstrates
the power of the crystal lattice to stabilise metastable
tautomers or other ionised molecular species and the ability
of a molecule to tautomerise or ionise should present
opportunities for crystal engineering. Given that these
polymorphs could have substantially different properties
given the changes in both chemical structure and solid state
packing, for a pharmaceutical company with a large portfolio,
this type of polymorphism is common enough to be a
problem or an opportunity (or both) when designing and
developing solid forms.
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