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Three-dimensional electron diffraction: a powerful
structural characterization technique for crystal
engineering
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Understanding crystal structures and behaviors is crucial for constructing and engineering crystalline
materials with various properties and functions. Recent advancement in three-dimensional electron
diffraction (3D ED) and its application on structural characterizations have expanded single-crystal analysis
into nano-sized materials. Herein, we provide an overview on 3D ED, including its development, data
collection protocols, and their applications for investigating crystal structures. We focus on metal-organic
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frameworks (MOFs) and small-molecule-based organic crystals, and highlight the insights provided by 3D
ED such as structure-property relationships, polymorphism, hydrogen bonding, and crystal chirality, which
are crucial subjects in crystal engineering. With more and more laboratories setting up 3D ED techniques,
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we envision that it will not only continue providing critical structural information, but also establish a wide
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1. Introduction

Developing fast and reliable structure determination
techniques is of paramount importance for the research of
crystal engineering because structural information at an
atomic level offers the fundamental understanding on crystal
behaviors and structure-property relationships. Single-crystal
X-ray diffraction (SCXRD) has been developed for more than
one century." It has been considered as a mature technique
and the primary choice among those to study crystalline
compounds,®™® such as metal-organic frameworks (MOFs)
and organic crystals, which offer unique properties for
applications in physical and life sciences.® Compared to
neutron diffraction, diffractometers for X-ray crystallography
are widely available and of easy access. High quality X-ray
diffraction data can provide accurate coordinates and
anisotropic displacement parameters (ADPs) in crystals,
including examples of determining H atoms,” and the
absolute configurations of chiral molecules.® However, as a
critical requirement for SCXRD, crystals need to be larger
than 5 x 5 x 5 um?® in size. Powder X-ray diffraction (PXRD)
has been used for studying crystals of smaller sizes, but peak
overlap generated by large unit cells and/or multiple phases is
often found challenging for structural analysis. Furthermore,
controlling synthesis conditions to grow crystals of suitable
size for SCXRD and to obtain sufficient phase purity for PXRD
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are often raise additional challenges. Three-dimensional
electron diffraction (3D ED) takes the unique advantage of
the strong interaction between electrons and matter to allow
investigations of crystals invisible to X-ray (i.e., with <5 x 5 x
5 um® in size).”"* Additionally, single-crystal analysis using
3D ED can be applied to study phase mixtures."

3D ED measurements are typically conducted in a
transmission electron microscope (TEM), which allows to
obtain both diffraction and imaging data. Therefore, it is
possible to evaluate crystal morphologies and collect single-
crystal data on desired crystals, or randomly collecting data
covering all the crystalline compounds coexisting in a
sample. Since the first development of automated diffraction
tomography (ADT)" and rotation electron diffraction
(RED)," different 3D ED protocols have been independently
developed including precession electron diffraction (PEDT),"®
continuous rotation electron diffraction (cRED),"”'® electron
diffraction tomography (EDT),"® fast electron diffraction
tomography  (fast-EDT),>® fast automated diffraction
tomography (fast-ADT),>* low-dose electron diffraction
tomography (LD-EDT)** and microcrystal electron diffraction
(MicroED).>® These protocols are similar in sharing the
concept that a series of electron diffraction patterns are
recorded from a crystal tilted around the goniometer axis.
While reciprocal space was first sampled discretely by
stepwise rotation of a crystal, the development of fast
detectors enabled the continuous recording of 3D ED data,
and thus a continuous sampling of reciprocal space. As an
additional advantage of continuous recording, data collection
time is reduced to a few minutes per crystal, which allows
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structural analysis of beam sensitive materials and
compounds.'”**** To process 3D ED data, programs

developed for X-ray diffraction and specifically for electron
diffraction are used. XDS,*° iMosFIm*° DIALS®' and PETS,**
can be used to extract the intensities. When the data
resolution is higher than 1.2 A, similarly to SCXRD, 3D ED
data can be used for ab initio structure determination via
direct methods, simulated annealing, molecular replacement,
and charge flipping using programs such as SHELX,*’
SIR2019 (ref. 34) and SUPERFLIP.*> The structural models are
typically followed by least-squares refinement using
SHELXL,*®™® JANA2006,°*" etc. When the data resolution is
low, 3D ED data can be used for obtaining structural
information such as unit cell parameters and space groups.
Combining with other characterization techniques and
chemical knowledge, such structural information is crucial
for solving structures of low-quality crystals.

Here, we highlight the potential of applying 3D ED to
investigate structures when crystals are not suitable for
characterizations by X-ray diffraction, with a focus on metal-
organic frameworks (MOFs) and organic crystals. We describe
how 3D ED methods can be used to elucidate structure-
property relationships, polymorphism and phase mixtures,
hydrogen bonding interactions, and crystal chirality, which
are the areas that attract significant interests for crystal
engineering. Moreover, we provide our perspectives on 3D ED
for their future advances and potential applications.

2. Three-dimensional electron
diffraction (3D ED) methods

2.1. Stepwise and continuous data collection protocols

The key concept of 3D ED is to collect a sequence of
diffraction patterns from a crystal at different tilt angles by
rotating the TEM goniometer. Two different setups are now
being used in the 3D ED protocols: stepwise rotation and
continuous rotation (Fig. 1).

In the stepwise methods, such as ADT, PEDT, and RED,
missing wedges between ED frames lead to a discreetly
sampled reciprocal space. As a result, reflection intensities
are difficult to model due to the missing information of the
same reflection allocated in two sequential frames.>* Using
precession electron diffraction (PED) in ADT/PEDT>***"** and
fine electron beam tilting in RED™* the missing

Fig. 1 Schematic illustration of (A) stepwise and (B) continuous
rotation methods for 3D ED data collection. Stepwise methods sample
the reciprocal space discreetly with point intensities of the reflections
are recorded. Continuous rotation methods sample the reciprocal
space continuously and take an integral of the intensities over the
exposure time.
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information between the fixed angular steps can be
eliminated or reduced. LD-EDT** is a recently developed
stepwise protocol, which allows minimizing beam damage
and it samples the gaps between the steps by precession. The
stepwise 3D ED techniques have successfully been applied to
understand crystal structures where SCXRD cannot be
applied.”>™> However, electron beam can damage crystalline
materials and compounds, ie., inorganic-organic hybrids,
organic crystals, etc. For such beam sensitive compounds,
beam damage significantly limits data resolution and quality,
and leads to losing structural details that can be studied.
Thus, other characterization techniques, such as PXRD,
nuclear magnetic resonance (NMR) spectroscopy, etc., are
often used to validate the structural information obtained by
stepwise 3D ED techniques. With the development of fast
detectors,*>” the reciprocal space can be sampled
continuously in the protocols including cRED, fast-ADT, fast-
EDT and MicroED. With these methods, the electron
diffractions are recorded over a desired exposure time while
the TEM goniometer keep continuously rotating at a constant
speed (Fig. 2). As a result, the intensities are integrated over
the exposure time, and thus are more accurate. By using
continuous rotation methods, data acquisition can be
performed at a high goniometer rotation speed with an
electron dose rate of less than 0.01 e s* A2 With the
crystals being illuminated for less than one minute, the beam
damage can be drastically reduced. However, because of the
design of TEM goniometers, where the eucentricity is
changing during the rotation, the target crystal can move out
of the illuminated area and break the collection process. This
drifting issue can be overcome by applying a dynamic
tracking routine in which the diffraction patterns are
defocused at regular intervals to visualize the position of the
crystals and track them back either manually or by dedicated
software, i.e., Instamatic.>® The reposition step can be avoided
by using a stable TEM goniometer, or using large selected

Electron beam B
A . 0.01e/AYs

Sample
stage

Detector

Fig. 2 Workflow of continuous rotation methods for 3D ED. (A) A fast
camera records the diffraction patterns over a desired exposure time
while the sample stage is continuously rotated under the electron
beam. (B) The raw image data are processed to extract the intensities.
(C) Structures of nanometer-sized crystals are solved ab initio.
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area apertures. In the cases where crystals are severely
aggregated, small selected area apertures are preferred to
select an area without crystal overlap. Despite the high
coverage of the reciprocal space of the continuous methods,
the angular range of the TEM goniometer in a standard
setup is limited to ca. 120°. Therefore, a missing cone is
present and highly complete dataset from individual crystals
could be difficult to obtain, especially in case of crystals
with low symmetry. Merging electron diffraction data have
been proved as an effective method for tackling this
drawback.>*®°

While dynamical effects occur in 3D ED data due to
multiple scattering events, the rotation of the crystal
through a range of arbitrary orientations can effectively
reduce such effects. Moreover, the continuous coverage of
the reciprocal space, and more accurately measured
intensities can improve the accuracy for structure
determination.®™®> Despite the intensities are treated as
kinematical approximation, and the resulting high R, values
of electron data compared to X-rays, several studies have
proven that the final structural models obtained by 3D ED
and SCXRD are in good agreement even in the finest
details.>>®""® 1t is worth mentioning that recently developed
dynamical refinement®®®” has been applied to 3D ED data
and the R, values can be reduced.

2.2. Sample preparation

As a method for single-crystal analysis, 3D ED is used to
determine structures of each individual crystal from phase
mixtures. Crystals do not require to be individually prepared
and mounted because multiple crystals can be deposited on
a TEM grid for analysis. Sample preparation methods can be
tailored to suit different variety of crystals. The most
common method consists of crushing the powder sample at
room temperature in a mortar and making a suspension in a
volatile solvent (i.e., EtOH, acetone, H,O, cyclohexane, etc.).
The resulting suspension can be deposited onto a TEM grid.
After a complete evaporation of the solvent, the grid can be
loaded to a TEM holder. This method is widely used for
crystals that are stable in air and do not dissolve or lose
crystallinity in the solvent. Without using solvents,
alternatively, the crushed powder sample is picked up and
loaded to glow discharged TEM grid. When low amount of
sample is available, the grinding can be performed between
two glass-coverslips.

Preventing vacuum damages is another crucial aspect for
optimizing sample preparation procedures. For crystals stable
in the air but sensitive to the high vacuum in TEM due to
removal of guest species, the grid can be loaded on a cryo-
transfer holder and the data collection can be performed at
cryogenic temperatures. This strategy has been proven to be
beneficial for the investigation of covalent-organic
frameworks (COFs),®® H-bonded organic frameworks
(HOFs),*® MOFs and zeolites.”” For samples require to keep
hydrated, aqueous suspension of the crystals is frozen at
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cryogenic temperatures to embed crystals in the ice. To make
the ice thin enough for 3D ED measurement, methods such
as plunge-freezing’"’> and pre-assist method”® are available,
and they have been applied for study protein sub-
microcrystals using 3D ED.

3. Applications of 3D ED

3.1. Structure-property relationships

As the properties of a compound is closely associate with its
crystal structure, 3D ED has been applied to reveal the
structural details and thus the physicochemical properties.
The promising properties has been driving research in MOFs.
This class of materials are known for their large surface
areas, tunable pore architecture, structural flexibility and
adjustable chemical functionality.”* All these attributes make
them appealing for a large variety of applications in
heterogeneous  catalysis,””> gas adsorption-separation,”®
sensing,”” energy storage and conversion,”® and drug
delivery,”® etc. Thus, accurate structure determination is
crucial for understanding their structures and functions.
Despite MOFs are generally sensitive to electron beam
damage, 3D ED methods have demonstrated to be a powerful
technique complementary to SCXRD and PXRD for the
structural analysis of MOF nanocrystals.®> **%°%° In this
section, we describe examples in which 3D ED methods were
valuable to analyze MOFs structures and reveal their
properties.

Mesoporous MOFs represents a challenge for diffraction
techniques due to their large structures often crystallizes in
small and poorly diffracting crystals. PCN-333 (ref. 86) and
PCN-777 (ref. 87) correspond to this description and their
structures have been solved by combining the key
information on unit cell and space group obtained from RED
data and model building. Because these MOFs contain large
cavities, they have advantages for encapsulation of enzymes.
Another example of mesoporous MOF in which the
application of the RED method was crucial for solving the
structure and derive the properties is PCN-128W.%® The
unique topology of PCN-128W allows the 4',4",4"" 4""-(ethene-
1,1,2,2-tetrayl)tetrakis (([1,1-biphenyl]-4-carboxylicacid)) linker
(ETTC) to open and close when the compression is released
and applied, respectively. This reversible structure change
upon and external stimuli confers to the property of changing
color and luminescence, thus making it as a
piezofluorochromic MOF.

Thanks to the development of the continuous data
acquisition, the beam damage to MOFs is minimized, and
more structure have been determined ab initio by using 3D
ED data. For example, CAU-23 (ref. 89) is a beam sensitive
nano-sized MOF which has been solved ab initio by cRED
(Fig. 3A). CAU-23 is a chiral MOF that crystallizes in a non-
centrosymmetric space group. The structure consists in an
inorganic building unit formed by repeating cis and trans
corner-sharing AlOg polyhedra. The inorganic building units
are connected through thiophenedicarboxylate (TDC) linkers.

CrystEngComm, 2022, 24, 2719-2728 | 2721
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Fig. 3 (A) The structural model of CAU-23 viewing along the [010]

direction. Purple polyhedrons: AlOg; grey spheres: C; yellow spheres:
N. Reproduced from ref. 89 with permission from Nature
Communication, CC-BY license. (B) The structural models of PCN-415
and PCN-416. Cyan spheres: Zr; green spheres: Ti; red spheres: O;
black spheres: C; grey spheres: H. Reproduced from ref. 90 with
permission from the American chemical society, copyright 2019.

The opening angle between the two ~-COOH groups and the
heteroatoms (oxygen or nitrogen) of the linker make the
framework highly hydrophilic. This high-water sorption
capacity even at low relative humidity makes CAU-23 an ideal
candidate for ultra-low temperature water adsorption. PCN-
415 and PCN-416 (ref. 90) are another example of MOF whose
properties were revealed by cRED (Fig. 3B).

These two MOFs are isoreticular and both of them contain
Ti(tv) and Zr(v) cations in the frameworks; 1,4
benzenedicarboxylate (BDC) is used for the construction of
PCN-415 while the framework of PCN-416 is linked by 2,6-
naphthalenedicarboxylate (NDC). The structural insights
provided by the high-resolution data could elucidate the
photocatalytic mechanism in both MOFs by enabling the
precise locations of Ti and Zr in the mixed metal cluster.

In addition to the structure-property relationships, 3D ED
methods reported can be used to probe dynamic motions in
MOFs.*® Due to the high-quality cRED data, the structures of
two Zr-MOFs, MIL-140C and UiO-67, coexisting in a mixture,
were determined ab initio. By refining the ADPs, the

Fig. 4 The structural models of MIL-140C and UiO-67 which are
determined by 3D ED from a mixture. The refinement on ADPs using
cRED data reveals small amplitude librations of the linker molecules.
Modified from ref. 63 with permission from the American Chemical
Society, copyright 2019.
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molecular motions of the linker molecules in both structures
can be studied (Fig. 4). The linkers perform small amplitude
librations along the molecular axis. Interestingly, in MIL-
140C, different degrees of motions were observed depending
on the local environment of the linker molecules. This study
shows that 3D ED methods can offer valuable information
for the analysis of dynamic changes.

3.2. Phase mixtures and polymorphs

3D ED has been demonstrated in several studies to be a fast
and accurate method for single-crystal analysis of individual
crystals in powder mixtures. One remarkable example is the
structure determination of the ¢ phase of the pigment red.”
The structure solution of this pigment would only be possible
by applying one of the 3D ED protocols, ADT, because of its
low crystallinity and the presence of additional phases. The
3D ED protocol RED was also applied for phase identification
and structure determination of four inorganic crystals in the
Ni-Se-O-Cl system coexisting in mixture.”” In addition, ADT
could be used to independently characterize three bismuth
sulfates, all of which were grown on the surface of
bismuthinite.”® With the development of the continuous 3D
ED methods, the short data collection time facilitate high-
throughput new material discovery in mixed phases. A recent
study reports the structural analysis by cRED lead to

Fig. 5 Examples of distinct structures determined from phase
mixtures by 3D ED. (A) Two MOFs of ZIF-EC1 and ZIF-COs-1. Adapted
from ref. 94 with permission from the John Wiley & Sons, Inc.,
copyright 2021. (B) Four compounds of biotin, brucine, carbamazepine,
and cinchonine. Reproduced from ref. 98 with permission from the
American Chemical Society, copyright 2018. (C) Polymorphs of a- and
B-glycine. Adapted from ref. 96 with permission from the International
Union of Crystallography, copyright 2019.

This journal is © The Royal Society of Chemistry 2022
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discovering a new zeolitic-imidazolate frameworks (ZIF-
EC1),°* which has shown interesting electrocatalytic
properties. The material was discovered as a minor phase in
the crystalline powder with the already known ZIF-CO;-1
(Fig. 5A). The serial rotation electron diffraction (SerialRED)
method, developed by Wang et al,” is another example to
explore automated 3D ED method for structure
determination of multiphasic nanocrystalline materials. The
method was applied to determine structures of a mixture of
zeolites, ZSM-5, ZSM-25, PST-20, and mordenite, and a MOF,
PCN-416. This automated approach for crystal screening and
cRED data collection can collect data from up to 500 crystals
per hour for structure analysis.

3D ED has been applied for structural analysis of organic
crystals.”*?¢'%* Among them, the study of polymorphism is
an area of significant interest in crystal engineering as it
can provide precious insights into the factors responsible
for molecular recognition and crystal packing.'®
Polymorphism has fundamental importance in the
preparation and development of drugs. The majority of
active pharmaceutical ingredient (API) exists in multiple
polymorphic forms with different drug properties.
Additionally, transitions between polymorphic forms are not
unusual and can have dramatic effect. MicroED was applied
for identification and structure determination of four
natural compounds (biotin, carbamazepine, cinchonine and
brucine) in a heterogeneous mixture (Fig. 5B), where all
structures were solved to ~1 A resolution.”® Broadhurst
et al’® applied the cRED method to study o, B and y
polymorphs of glycine crystals (Fig. 5C).

The polymorphs were crystallized in situ from a saturated
aqueous solution on a TEM grid and each structure was
solved and refined by using electron diffraction data. More
recently, a combination of cryo-TEM and cRED allowed to
identify the transient phases of the crystallization of
carbamazepine.’”

3.3. Hydrogen bonding interactions

One of the key studies in crystal engineering is to understand
intermolecular interactions and use the obtained knowledge
to control nucleation, crystal growth, and crystal structures.
Knowing the primary structural motifs, i.e., strong covalent
interactions, oftentimes is not enough for crystal design
because weaker interactions can dramatically affect the 3D
packing such as shown by hydrogen bonding in peptide
crystals. Given that hydrogen bond is one of the most
encountered interactions, characterization methods capable
of identifying hydrogen bonds are essential in crystal
engineering. Using the 3D ED protocol PEDT with dynamical
refinement, Palatinus et al.’® reported direct localization of
bonded and non-bonded hydrogen atoms in paracetamol
(Fig. 6A) and cobalt aluminophosphate (CAP) (Fig. 6B). In this
study, dynamical refinement improved single-to-noise ratio
in difference potential maps from which all hydrogen atoms
could be located in the paracetamol and CAP with their

This journal is © The Royal Society of Chemistry 2022
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Fig. 6 The structural models and superimposed difference potential
maps for identification of H atoms in (A) paracetamol, and (B) CAP.
Reproduced from ref. 106 with permission from the American
Association for the Advancement of Science, copyright 2017.

partial occupancy and disorder revealed. Clabbers et al'®’

localized hydrogen atoms of two pharmaceutical compounds,
IRELOH (C;405H;5) and EPICZA (C;30¢N,S,H;6) by using
kinematical approximation of cRED data. This study
demonstrated that collecting data on nano-sized crystals with
a highly sensitive hybrid pixel detector is an effective
combination for minimizing dynamical scattering. With this
approach, the positions of individual hydrogen atoms and
the hydrogen-oxygen bond length could be determined and
freely refined without any modelling of dynamical scattering.

Without directly locating hydrogen atoms, the detailed
structural insights obtained by cRED data revealed hydrogen
bonds in several structures. For example, hydrogen bonds
between carboxylic acid groups on neighboring rods were
individuated in the structure of a coordination compound
bismuth subgallate’” (Fig. 7A). Moreover, MOF CAU-45 (ref.
108) exhibits a honeycomb layered structure with large
hexagonal-shaped channels, and from the refinement against
cRED data it was possible to identify hydrogen bonds from
the N-H donors and C=O acceptors, which enforce the
layers to form a 3D structure (Fig. 7B). By using cRED, the
structure of the HOF ABTPA-2 (ref. 69) was determined to be
composed by 2D hydrogen bond networks layered in an A-B
stacking arrangement, and the 1D structure of mCOF-Ag (ref.
109) was found to be stabilized by the H--‘F hydrogen
bonding between amines and BF, anions. In a new series of
hydroxamate-based MOFs, M-HAF-2 (M = Fe, Ga or In),"'® the
first example of structure between a MOF and a HOF,
hydrogen bonds were identified between metal-coordinated
and uncoordinated hydroxamate groups. In the structural
study of using cRED for MOF Co-CAU-36,°" which was
synthesized in a solvent mixture of 1,4-diazabicyclo[2.2.2]-
octane (DABCO), HCl and water, hydrogen bonds were
identified from the typical distances (NH:--O) and (OH:--O)

CrystEngComm, 2022, 24, 2719-2728 | 2723
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Fig. 7 (A) Hydrogen bonds (indicated by the dashed lines) between
carboxylic acids in bismuth subgallate. Purple: Bi; red: O; grey: C.
Hydrogen atoms have been omitted for clarity. Reproduced from ref.
17 with permission from the Royal Chemical Society, copyright 2017.
(B) Stacked layers of CAU-45 connected by hydrogen bonds (dashed
green lines) between the N-H and C=O groups. The layers are viewed
along the [110] (left) and [001] (right) directions. Blue: Zr-oxo clusters;
black: C from the linkers; pink; C from acetate; red: O; dark blue: N.
Reproduced from ref. 108 with permission from the American
Chemical Society, copyright 2019.

between the DABCO molecules and the framework, between
the water molecules and the framework, and between the
water molecules.

3.4. Crystal chirality

It is common that a target chiral compound resulted in a
racemic mixture during the crystallization process. The
tremendous interest in producing pure enantiomers make it
necessary to develop characterization techniques for the
determination of the absolute stereochemistry of
nanocrystals. 3D ED takes the advantage of dynamical effects
that arise from multiple scattering of electrons to break the
inversion symmetry in reciprocal space. Brazda et al. has
recently reported the determination of the absolute structure
of a pharmaceutical cocrystal of sofosbuvir and r-proline by
using PEDT (Fig. 8A).""" The structure was solved ab initio,
and by taking the inversion symmetry violation into account,
the absolute structure was determined by comparing the final
R-values of the enantiomers. In addition, studies using
MicroED reported to determine the absolute configuration of
natural products (Fig. 8B)."*>'** By attaching 1-amino acids
to the target molecules and collecting data with high tilting
speed with minimized beam damage, the stereochemistry of
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1.0A MicroED structure

L (val)

L(Phe) L(Ala) D(X)

Fig. 8 (A) The structural model of sofosbuvir L-proline cocrystal
determined by PEDT. Reproduced from ref. 111 with permission from
the American Association for the Advancement of Science, copyright
2019. (B) MicroED structure of the D configuration of the 3-thiaGlu in
the chemically synthesized tetrapeptides (VFAX, X = 3-thiaGlu).
Reproduced from ref. 112 with permission from the American
Association for the Advancement of Science, copyright 2019.

the unknown chiral center was deducted from the absolute
configuration of the modified amino acids.

4. Summary and perspectives

In this highlight article, we describe the recent development
of 3D ED methods, which offers the opportunity for
characterizing nano- and submicro-sized crystals. We
highlight the unique advantage of using 3D ED for single-
crystal analysis from powder samples and give examples
showing the obtained detailed structural information can
yield a deep understanding on crystalline compounds,
including revealing structure-property relationships, solving
individual structures in phase mixtures, identifying hydrogen
bonds, and determining absolute configuration of chiral
crystals. This demonstrates that 3D ED as an important
characterization tool for crystal engineering. Given the fast
development and growing of this field, we foresee that 3D ED
methods will become a widespread characterization
technique used for understanding nano- and submicron-
sized crystals, and the obtained knowledge will be crucial for
exploring their new applications.

Nevertheless, as the development of 3D ED technique is
still in the dawn, much improvement can be made to tackle
the challenges it faces. It is currently difficult to prepare
samples whose structures are only stable in organic liquids
due to lack of such protocols. Additionally, the continuous
3D ED methods and their automation allow a fast and
reliable data collection. Improvements towards fully
automatic could further expand 3D ED accessibility to non-
experts.

This journal is © The Royal Society of Chemistry 2022
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For  structure determination, using kinematical
approximation to treat 3D ED data can provide accurate and
reliable results. However, dynamical effects cause reflection
intensities deviate from their kinematical approximation,
leading to relatively high R-values. Further developments,
such as dynamical refinement,®® are highly desired to tackle
this challenge, especially for complicated crystal structures.
Moreover, as a rather new method compared to X-ray
crystallography, it is urgently needed to setup standards and
guidelines for publishing and depositing 3D ED structures.

For studying crystals, although 3D ED can provide various
structural details, localization of guest molecules in porous
crystals is still a challenge. Currently, identify guest species
by 3D ED requires to have high occupancy, high periodicity,
and strong interactions to the host structure.>'*® In
addition, high vacuum in TEMs poses a challenge to damage
the host-guest systems. Future development on 3D ED to
locate and understand local behaviors of guest-species could
open new opportunities for understanding and engineering
porous crystals.
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