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Membrane proteins (MPs) used to be the most difficult targets for
structural biology when X-ray crystallography was the mainstream
approach. With the resolution revolution of single-particle elec-
tron cryo-microscopy (cryo-EM), rapid progress has been made
for structural elucidation of isolated MPs. The next challenge is
to preserve the electrochemical gradients and membrane curva-
ture for a comprehensive structural elucidation of MPs that rely
on these chemical and physical properties for their biological func-
tions. Toward this goal, here we present a convenient workflow
for cryo-EM structural analysis of MPs embedded in liposomes,
using the well-characterized AcrB as a prototype. Combining opti-
mized proteoliposome isolation, cryo-sample preparation on gra-
phene grids, and an efficient particle selection strategy, the three-
dimensional (3D) reconstruction of AcrB embedded in liposomes
was obtained at 3.9 Å resolution. The conformation of the homo-
trimeric AcrB remains the same when the surrounding membranes
display different curvatures. Our approach, which can be widely
applied to cryo-EM analysis of MPs with distinctive soluble do-
mains, lays out the foundation for cryo-EM analysis of integral
or peripheral MPs whose functions are affected by transmem-
brane electrochemical gradients or/and membrane curvatures.

structural biology | proteoliposome | graphene grids | membrane protein |
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Biological membranes enclose topologically insulated com-
partments, including cells and organelles, and afford the

habitats for various integral and peripheral membrane proteins
(MPs) (1). These physical barriers enable the generation and
maintenance of life-essential electrochemical gradients, which
result from the asymmetric distribution of ions and chemicals
across the impermeable membranes (2). A variety of physiolog-
ical processes depend on these gradients, such as adenosine
triphosphate (ATP) synthesis that is driven by the proton gra-
dient (the proton motive force) and the action potential that
relies on the presence of the transmembrane electric field (3).
Consequently, many MPs, exemplified by voltage-gated ion
channels (VGICs) and primary and secondary active trans-
porters, depend on the transmembrane electrochemical gradi-
ents to perform their biological functions (4).
In addition to residing within or on the surface of the mem-

brane, the interplay between MPs and membranes also has a
profound impact on cellular life (5). For instance, many pe-
ripheral MPs define the membrane contour for organelle for-
mation (6, 7). Dimerization of the FoF1 ATP synthase plays an
important role for shaping the mitochondria cristae (8). The
mechanosensitive channels are gated by the mechanical force in
part exerted by the deformation of the membrane (9). Therefore,
the presence of the membrane is required for a comprehensive
understanding of the function, structure, and mechanism of
many MPs.
Structural analysis of integral MPs used to be extremely

challenging when X-ray crystallography was the primary method
for structural determination. Highly homogeneous MPs have to
be purified from disrupted membranes and replaced with care-
fully selected detergents for crystallization. Since 2013, cryogenic
electron microscopy (cryo-EM) single particle analysis (SPA) has

become a mainstream means for high-resolution structural elu-
cidation of MPs (10, 11). Multiple reagents have been applied to
“solubilize” the MPs to single particles for analysis. In addition
to detergent micelles, amphipol, nanodiscs, and styrene maleic
acid lipid particle (SMALP)-enclosed nanodiscs with native
membranes have been employed for successful cryo-EM struc-
tural analysis of integral MPs (12–20).
Notwithstanding these advances, all of the aforementioned

MP isolation approaches disrupt the topology of the membrane,
even in the case of SMALP-surrounded nanodiscs with native
membrane patches, hence abolishing any existing electrochemical
gradients and membrane curvature. To reserve these important
properties, in situ structural analysis using electron cryo-tomography
(cryo-ET) may be the ultimate solution (21, 22). However, the
current technical hurdles prevent high-resolution in situ structural
determination using cryo-ET. An alternative strategy is to study the
structure of MPs embedded in liposomes, which has been widely
used for functional analysis of MPs (23–26).
Despite extensive functional characterizations using proteoli-

posomes, there were only limited attempts to employ this system
for structural elucidation of MPs. In the past decade, methods
like random spherically constrained (RSC) have been developed
to study the proteoliposome system with modified SPA strategy
(27). More recently, a method using signal subtraction was reported
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to resolve the structure of the hBK channel in liposomes at near-
atomic resolution (28). However, to perform accurate angular as-
signment or signal subtraction in both reports, the targeted pro-
teoliposome must be near-perfect spheres, a prerequisite that is
difficult to obtain. Extra preprocessing steps for raw images are also
required in both methods. Additionally, previous results show that
proteoliposomes tend to distribute unevenly on the cryo-grids, set-
ting additional roadblocks for efficient data collection.
To apply cryo-EM for structural analysis of MPs embedded or

attached to liposomes, it is necessary to develop a highly repro-
ducible and convenient workflow for membrane protein incorpo-
ration, cryo-sample preparation, and cryo-EM data processing. For
this purpose, we chose the well-studied multidrug-resistant trans-
porter AcrB from Escherichia coli as a prototype for method de-
velopment (29). The proton gradient-driven AcrB is a homo-trimer
with a molecular weight of ∼350 kDa (30, 31). It is one of the MPs

that are most prone to crystallization even with low purity and at
low concentration. Therefore, the structure of AcrB was determined
in early days (32, 33). Thus far, there are >100 AcrB structures in
Protein Data Bank (PDB) determined using both X-ray crystallog-
raphy and single-particle cryo-EM, providing excellent references for
structural validation.
In this study, we report a workflow with optimized proteoli-

posome separation, graphene grid-supported cryo-sample prep-
aration, and a convenient extra step, deep two-dimensional (2D)
classification, for data processing. Using our simplified method,
a 3.9 Å-resolution reconstruction of AcrB in proteoliposome was
obtained. This workflow can be easily generalized for structural
determination of MPs in proteoliposomes and establish a foun-
dation for structural analysis of MPs in the presence of con-
trolled electrochemical potentials or membrane curvatures using
the proteoliposome system.

EDC

B

A

Fig. 1. Optimization of proteoliposome cryo-sample preparation. (A) A schematic illustration of size selection of proteoliposomes using SEC. When the
mixture of proteoliposomes and detergent micelles pass through different resins for SEC in the absence of supplemented detergents, liposomes are separated
based on their diameters and detergents are removed. Please refer to SI Appendix, Fig. S1 (SI Appendix) for more trials of proteoliposome optimization. (B)
Representative cryo-EM micrographs and size distribution of AcrB proteoliposomes prepared using manually packed Sephadex G-50 (Left) and G-100 columns
(Right). Histograms are calculated from five holes of each sample. (C–E) Micrographs of AcrB proteoliposomes loaded on commercial Qauntifoil grids with (C)
single- and (D) multiapplication approaches, and (E) on a graphene with single-application. The cartoon illustration for proteoliposome distribution in the
holes by various sample preparation methods are presented below the corresponding panel.
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Results
Reconstitution of AcrB into Liposomes. Multiple methods for pro-
teoliposome reconstitution have been reported (34, 35). After
trials, we have adapted and optimized the protocol for detergent-
mediated proteoliposome reconstitution, followed by size-exclusion
chromatography (SEC) separation (Fig. 1).
Details are presented in Methods. Briefly, detergent-solubilized

1-palmitoyl-2-oleoyl-glycero-3-phosphocholine (POPC) lipid was
mixed with purified AcrB with a protein-to-lipid molar ratio of
1:1000. Removal of the residual detergents and size control of the
proteoliposomes are the critical steps. Bio-beads were first tested
to remove the undesired detergent (36). After repeated extrusion
through 100 nm filters, the proteoliposomes were subject to cryo-
EM examination. These proteoliposomes, whose diameters are
generally larger than 100 nm, appeared to be flattened during
Vitrobot blotting and stacked badly on the grids. Proteolipo-
somes prepared in this way cannot fulfill the requirement for
single particle cryo-EM analysis (SI Appendix, Fig. S1A).
SEC was then applied to remove detergents (28, 37) (Fig. 1A).

Reasoning that the rate and efficiency of detergent removal could
influence the proteoliposome properties, such as size, shape, and
protein insertion, we set out to test several SEC resins. The
lipid-protein-detergent mixture was parallelly loaded to Sephadex
G-10, G-50, and G-100 columns. Both G-50 and G-100 yielded
unilamellar vesicles with diameters ranging from 10 to 100 nm,
and the size of the proteoliposomes prepared with G-50 appeared
to be more homogenous (Fig. 1B). In contrast, G-10 mostly yielded
multilamellar proteoliposomes (SI Appendix, Fig. S1B). The protein
recovery efficiency was estimated by quantifying the amount of
protein after SEC compared to the input. Among the three tested
resins, G-50 gave rise to the highest recovery rate of ∼52%, com-
pared to ∼31% by G-10 and ∼42% by G-100 (SI Appendix, Fig.
S1C). G-50 was thereby chosen for proteoliposome preparation.
Next, we compared the effect of lipid composition and choice

of detergent for liposome solubilization. Only the combination of
POPC and n-decyl-β-D-maltopyranoside (DM) yielded adequate
proteoliposomes that were intact and homogenous. n-Octyl-β-D-
glucopyranoside (OG)-treated POPC samples had rare protein
insertion into the liposomes, with more AcrB present in micelles
or aggregates (SI Appendix, Fig. S1D). Interestingly, DM appeared
to be incompatible with the liposomes reconstituted from E. coli
polar lipids. A majority of the liposomes was of large size and,

even worse, burst, indicating poor separation of DM from E. coli polar
extract liposomes through G-50 column. (SI Appendix, Fig. S1E).
Additional tests for detergent and lipid combinations were

suspended because of COVID-19. Nevertheless, our trials sug-
gested that multiple parameters, including the detergent used for
protein purification, lipid composition, and means of liposome
isolation, are all important parameters for optimization of cryo-
sample preparation.

Graphene Grid for Cryo-Preparation of Proteoliposomes. After suc-
cessful reconstitution of AcrB into a relatively homogenous pop-
ulation of proteoliposomes with diameters of 50 nm or smaller, the
next challenge was to obtain high-quality cryo-samples with well-
distributed proteoliposomes.
We started with Vitrobot cryo-sample preparation for pro-

teoliposomes loaded on Quantifoil grids using the routine single-
application and blotting method. However, the proteoliposomes
tended to cluster near the edge of the supporting carbon film,
leaving the center of the hole vacant (Fig. 1C and SI Appendix,
Fig. S2A). To increase the proteoliposome density, we imple-
mented a multiapplication method to add protein solution repeti-
tively before final blotting (38). This approach indeed improved the
distribution of proteoliposomes, but did not mitigate the off-center
accumulation (Fig. 1D and SI Appendix, Fig. S2B). In both single-
and multiapplication approaches, smaller liposomes were likely to
get closer to the center (Fig. 1 C and D). This was probably related
to the concave thickness distribution of the vitreous ice in the hole
caused by surface tension.
To produce cryo-samples with evenly distributed proteolipo-

somes, graphene grids, freshly prepared following our recently
reported protocol (39), were used for cryo-sample preparation.
With the same sample concentration, the density and distribution
of proteoliposomes were evidently improved on graphene grids.
As opposed to samples on regular Quantifoil grids (Fig. 1 C and
D), the proteoliposomes on the graphene grids were evenly dis-
tributed throughout the entire hole (Fig. 1E). There was no dis-
cernible difference in distribution of proteoliposomes on graphene
surface between the hole and the carbon foil area (Fig. 1E and SI
Appendix, Fig. S2C). Proteoliposomes with various sizes were
randomly distributed without position preference, consistent with
the uniform ice thickness on graphene grids. Areas with densely
distributed proteoliposomes were visible even at low magnification

Fig. 2. Deep 2D classification for selection of good protein particles embedded in liposomes. Protein particles (indicated by red squares) were extracted from
5,757 motion-corrected micrographs. (Scale bar: 50 nm.) After a gross 2D classification for all extracted particles, a “deep” 2D classification strategy was
applied to the 2D classes containing over 1,000 particles. Particles in deep 2D classes with clear protein signal were collected (red boxes). Final 2D averages
from the selected particles display clear secondary structure features. (Scale bar: 10 nm.) More details are provided in SI Appendix, Fig. S3.
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in low-dose search/view mode (SI Appendix, Fig. S2C), hence
conveniently facilitating selection of positions for data collection.

High-Resolution Reconstruction of AcrB in Proteoliposomes. After
obtaining graphene cryo-grids with well-distributed proteolipo-
somes, we collected 5,757 raw movies in areas with proteolipo-
some features (Fig. 2 and SI Appendix, Fig. S2C) using the Titan
Krios equipped with a Cs-corrector and a Gatan GIF Quantum
K2 direct detector. Fourier transform of the drift-corrected and
summed movies represented a clear indexing of the first-order
reciprocal lattice of graphene (SI Appendix, Fig. S2 D and E),
indicating that the raw signal in the micrograph has been recorded
and well-maintained up to 2.14 Å in frequency.
Picking liposome-embedded protein particles was not straight-

forward, as only very few protein particles were discernible on the
micrograph. The reported “signal subtraction” method removes
the liposome signal to facilitate particle picking (28). However, it
involves a separate reprocessing of all of the raw micrographs and
requires the liposomes to be perfect spheres. Furthermore, high
accuracy for per-liposome size fitting and signal scaling is required
to avoid artifact during signal subtraction. These complications
make this method inconvenient for SPA analysis.
We attempted to develop a more straightforward method that

is compatible with the prevalent image-processing programs.
Template matching-based auto-picking was performed in Relion
(40), using two different types of reference: 1) 2D class averages
generated from a few hundred manually picked particles; 2)
random 2D projections generated from a 20 Å low-pass filtered
three-dimensional (3D) map of AcrB (SI Appendix, Fig. S3). We
intentionally reduced the picking threshold to include more po-
tential particles. After reaching ∼4.6 million, the particles were
divided into three subsets for more efficient processing and mul-
tiround 2D classification was applied to exclude junk particles.
A “deep 2D classification” strategy proved to be useful in effi-

cient enrichment of good particles. One round of gross 2D classi-
fication for each subset was followed by further 2D classification
of individual classes containing over 1,000 particles, a procedure

defined as the deep 2D classification (Fig. 2). With this procedure,
particles with distinctive structural features, including the lipid bi-
layer signal, were successfully isolated (Fig. 2, Final 2D averages).
Particularly, in our case, this deep 2D classification approach can
separate useful particles from those seemingly “lipid-only” classes
and uncover the top-view particles that were embedded deeply in
the gross 2D classification stage (Fig. 2). With efficient exclusion
of junk particles, this procedure also downscaled the size of the
dataset dramatically.
Followed with a few rounds of regular global and local angular

search 3D classifications, we successfully obtained a 3D recon-
struction of AcrB at an overall resolution of 3.9 Å according to
the gold standard Fourier shell correlation (FSC) (Fig. 3 and SI
Appendix, Fig. S4). The proteoliposomal AcrB did not suffer
from obvious preferred orientation as assessed by the angular
distribution and 3D-FSC results (SI Appendix, Fig. S4). Local res-
olution map and local densities further validate the quality of the
reconstruction (Fig. 3 C and D). Density modification was per-
formed to further improve the map quality (SI Appendix, Fig. S5A).
Previous study demonstrated that the trimeric AcrB in dif-

ferent conditions could adopt conformations with either C1 or
C3 symmetry (20, 32). We performed 3D reconstructions with
selected particles in either C1 or C3 symmetry and low-pass filtered
both maps to 6 Å for structural comparison (SI Appendix, Fig. S5 B
and C). No significant conformational difference was observed be-
tween these two reconstructions, indicating that the three protomers
of liposome-embedded AcrB exhibit identical conformations at the
current resolution. We further compared our reconstruction with
published ones for apo AcrB with C3 (PDB: 1IWG) (41) or C1
AcrB (PDB: 6BAJ) (42) symmetry. Our reconstruction is nearly
identical with that of the C3 apo-state, but deviates from the C1 in
the soluble domain (SI Appendix, Fig. S5D).

Proteoliposomal AcrB with Membrane Feature. An important ad-
vantage of our protocol is to preserve the signal for the lipid
bilayer during data processing. At a low display threshold, the
reconstruction signal for the surrounding membrane could also

A B

C D

Fig. 3. Single-particle reconstruction of AcrB embedded in proteoliposomes. (A) Top view and side view of the single-particle reconstruction of AcrB at 3.9 Å
resolution. (B) EM map with low display threshold reveals lipid bilayer signal. The AcrB structure (PDB code: 1IWG) is docked into the density (before B-factor
sharpening) contoured at 1.0σ. (C) Local resolution map of the AcrB reconstruction. The unit for resolutions shown on the right is Å. (D) Representative
densities of two alpha helices and two beta strands of AcrB, shown as blue mesh with indicated contour level.
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be clearly recognized (Fig. 3B). According to the membrane
curvature, roughly 98% of AcrB were found to have the peri-
plasmic domains facing the lumen of the liposome (defined as
inside-facing) (SI Appendix, Fig. S6). A slight difference in the
curvature of the surrounding lipid bilayer membrane was ob-
served when comparing the lipid signal of different side view
classes in the final 2D class averages. (Fig. 4A and Movie S1). To
investigate whether the difference in membrane curvature would
influence the conformation of embedded AcrB, we selected the
particles from each individual side-view class and performed 3D
reconstruction independently.
Although limited by the particle number and orientation dis-

tribution in one class, we successfully obtained the reconstruc-
tions with correct structure features. For a better comparison,
these reconstructions were both low-pass filtered to 7 Å (Fig. 4 B
and C). Indeed, different membrane curvatures were clearly seen
in these two reconstructions, consistent with the 2D class aver-
ages (Fig. 4 A and B and Movie S1). Nevertheless, the structures
of AcrB in different membrane curvatures did not exhibit an
obvious conformational change at 7 Å (Fig. 4C).

Discussion
Here we present a complete workflow for high-resolution cryo-
EM structural analysis of membrane proteins embedded in li-
posomes by cryo-EM, combining an optimized proteoliposome
preparation protocol, high-quality graphene grids, and a deep 2D
classification (SI Appendix, Fig. S7). A SEC-based preparation
approach can effectively control the size of the proteoliposomes.
Graphene grids can dramatically improve the density and dis-
tribution of the proteoliposomes in the field of view, which sup-
ports a rationalized data collection strategy based on the patterns
in low magnification images. The deep 2D classification procedure
enables convenient selection of the liposome-embedded protein
particles for regular single particle analysis, avoiding complex and
demanding preprocessing.
It is noteworthy that the signals from the soluble domain of the

embedded AcrB have made major contributions to particle se-
lection in deep 2D classification. Without a soluble domain with
distinctive contour, it would be impractical to select transmem-
brane domain from the membrane. Therefore, our method is
mainly applicable to membrane proteins with distinctive-shaped
soluble domain(s) of reasonable size. On the other hand, an

initial model has been applied as a template to facilitate particle
picking. However, we reasoned that if a membrane protein could
be successfully reconstituted into the liposomes, it should be
simply easier to obtain at least a low-resolution 3D reconstruc-
tion in detergent micelles or nanodiscs by regular single particle
cryo-EM analysis. Therefore, this prerequisite does not represent
a roadblock for the application of our methods.
Interestingly, we also found that 98% of particles in all AcrB

side views have their soluble domain inside the liposomes in our
case (SI Appendix, Fig. S6). The orientation analysis could be
extended to correct the calculations of transport efficiencies in
liposome functional assays, which usually have an assumption of
50/50 distribution (43). It might be caused by the lipid or de-
tergent composition (44), but an advanced understanding of the
preferred orientation in liposomes requires further investigation.
We envision that our method can be applied to a spectrum of

structure-function correlative studies. One of our purposes is to
investigate the impact of the transmembrane gradient of ions or
other substrates on the structure and function of the target pro-
teins, such as the voltage-gated ion channels and proton-driven
transporters. The biggest technical hurdle would be to prepare
proteoliposome cryo-samples with controllable transmembrane
gradient, because liposome leakage is a serious issue particularly
during plunge freezing. Nonetheless, our method can be immedi-
ately applied to the analysis of the interdependence between the
membrane curvature and the proteins which respond to membrane
shaping, fusion, and fission, and mechanical sensitive channels,
such as Piezo, whose gating depends on the membrane curvature
(45). Our investigation reported here thus lays the ground for a
broader application of cryo-EM in the investigation of membrane
proteins and membrane.

Materials and Methods
Overexpression and Purification of E. coli AcrB. Full-length AcrB was subcloned
into the pET15b vector with an amino terminal His6 tag. Overexpression of
AcrB was induced in E. coli BL21 (DE3) by 0.5 mM isopropyl-β-D-thio-
galactoside (IPTG, Sigma-Aldrich) when optical density (OD600) reached 0.8
to 1.0. After growth at 20 °C for 16 h, the cells were harvested and resus-
pended in a buffer containing 20 mM Tris·HCl, pH 8.0, 500 mM NaCl, and
2 mM MgCl2, and disrupted by sonication (1.5 min/L). Cell debris was removed
by high-speed centrifugation at 27,000 g for 10 min. The membrane-
containing supernatant was collected and applied to ultra-speed centrifuga-
tion at 250,000 g for 1 h. The membrane-containing pellet was resuspended in

A B C

Fig. 4. AcrB surrounded by different membrane curvatures exhibits identical structure. (A) 2D class averages shown different membrane curvatures around
AcrB. Two representative classes stand out. (B) Reconstruction of the membrane fraction. The 3D reconstructions of the particles in the two 2D classes shown
in A are low-pass filtered to 7 Å. Membrane curvatures are indicated by red and black, dashed line. (C) AcrB from the two classes are nearly identical. The two
3D reconstructions are overlaid, with the respective membrane curvatures indicated by red and black dashed lines.
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the extraction buffer containing 20 mM Tris·HCl, pH 7.5, 150 mM NaCl, 10 mM
imidazole, and 10% glycerol and incubated with 1.0% (wt/vol) n-dodecyl-β-D-
maltopyranoside (DDM, Anatrace) for 2 h at 4 °C. After additional ultracen-
trifugation at 250,000 g for 30 min, the supernatant was loaded onto a Ni2+-
nitrilotriacetate affinity resin (Qiagen), which was subsequently rinsed three
times, each with 10 mL buffer containing 20 mM Tris·HCl, pH 7.5, 150 mM
NaCl, 20–40 mM imidazole, and 0.03% DDM. The protein was eluted from the
affinity resin with 10mLwash buffer plus 220 mM imidazole and concentrated
to ∼1 mL before applying to size-exclusion chromatography (Superose 6 In-
crease 10/300 GL, GE Healthcare) pre-equilibrated with the buffer containing
20 mM Tris·HCl, pH 7.5, 150 mM NaCl, and 0.03% DDM. The protein concen-
tration of the pooled peak fractions was quantified using Quick Start Bradford
dye (Bio-Rad) andmeasured with biophotometer (Eppendorf) at the wavelength
of 595 nm.

AcrB Reconstitution into Liposomes. POPC (Avanti) dissolved in 80 μL chloro-
form at 25 mg/mL was dried under a nitrogen stream and resuspended in
400 μL reconstitution buffer containing 20 mM Hepes-NaOH, pH 7.4, and
150 mM KCl. After sonication for 15 min, the lipid solution was frozen with
liquid nitrogen and thawed in water bath for 10 times. Twenty microliters of
10% (wt/vol) DM (Anatrace) was added and incubated with the lipid at 4 °C
for 30 min. Then approximately purified AcrB protein was added to make
the protein-to-lipid molar ratio of 1:1,000. After incubation at 4 °C for 2 h,
the mixture was loaded to manually packed Sephadex G-50 column (10 mm
inner diameter and 300 mm height, Bio-Rad; Sephadex G-50 Superfine,
Sigma-Aldrich), which was pre-equilibrated with the reconstitution buffer.
Fractions that could be stained by Bradford dye (Bio-Rad) were collected and
concentrated using Amicon Ultra centrifugal filter (0.5 mL, 100 kDa cutoff)
to a final concentration of ∼0.7 mg/mL The protein concentration after re-
constitution was measured in the same way as described above. Protein
recovery rate was calculated by dividing the residual amount of protein in
the collected fractions by the input (300 μg for each preparation).

Other trials for the choice of detergent and lipid compositions prepared
proteoliposome in the same manner. For E. coli polar lipid and DM combi-
nation, E. coli polar lipid extract (Avanti), was dissolved in 80 μL chloroform
at 25 mg/mL, hydrated with 400 μL reconstitution buffer after getting dried
by nitrogen stream. After sonication and freeze-thaw, 20 μL of 10% (wt/vol)
DM was added and incubated with the lipid at 4 °C for 30 min. For another
combination, POPC and OG, 10 μL of 20% (wt/vol) OG (Anatrace) was added
into 400 μL POPC suspension before the addition of AcrB.

Cryo-Sample Preparation on Homemade Graphene Grids. Graphene grids were
prepared following our published protocol (39). Briefly, monolayer graphene
on copper foil (purchased from graphene supermarket) was first protected
by methyl methacrylate (MMA). After removing backside graphene by glow
discharge, the copper foil was etched by 0.5 M ammonium persulfate
(Sigma). Then the floated graphene flakes were washed on water surface
and transferred to Quantifoil Au R1.2/1.3 grids (300 mesh). The graphene
grids were further cleaned by acetone and isopropanol. Ultraviolet (UV)/
ozone (ProCleaner) was applied to functionalize the graphene grid surface.
Freshly ozonated graphene grids were used for cryo-sample preparation.

Cryo-samples were prepared in Vitrobot Mark IV (Thermo Fisher), which
was set to 10 °C with 100% humidity. Four microliters proteoliposome so-
lution was applied to the graphene surface of the grid or regular Quantifoil
grids as indicated. After waiting for 30 s, grids were blotted for 4 s with a
blot force of 0 and rapidly plunged into precooled liquid ethane for vitrifi-
cation. For a multiapplication approach, the applied sample solution will be
taken away by pipetting after 30 s waiting on grid in Vitrobot. The sample
application-waiting-removing cycle was repeated for two to four times

before the blotting. Sample preparation with Quantifoil grids or graphene
grids was performed more than three times, respectively. The liposome
distributions in different conditions are repeatable in our case.

Data Acquisition. A total number of 5,757 raw movie stacks were automat-
ically collected from two individual sessions by SerialEM 3.7 on a 300 kV Cs-
corrected Titan Krios using a K2 Summit detector (with GIF Bio-Quantum
Energy Filters, Gatan). The acquisition areas were selected based on the li-
posome distribution pattern in view mode (magnification of 4,800). Raw
movies were collected in K2 superresolution mode at a magnification of
105,000 (in energy-filtered transmission electron microscopy [EFTEM] mode,
slit width 20 eV, spot size 6, C2 aperture 70 μm) with a superresolution pixel
size of 0.557 Å. The total exposure time was set to 5.6 s with 0.175 s per
frame to generate 32-frame gain normalized mrc stacks. The total dose for a
stack is 50 e−/Å2.

Data Processing. Movie stacks were drift corrected using Relion 3.1-beta’s
own interpretation with a 5 × 5 patch and a twofold binning (46). Contrast
transfer function (CTF) information was estimated from nondose weighted
images by CTFFind4.1 in Relion 3.1-beta with exhaustive searching (47).
Particles were picked by Relion Auto-picking from two different strategies:
1) with 2D reference generated from manual picked particles and 2) pro-
jections from a 3D reference. The picked particles were merged in later
processes. After particle extraction, a regular gross 2D classification was
performed. Classes with over 1,000 particles from the gross 2D classification
were selected to perform further 2D classification individually. This strategy,
named deep 2D classification was automatically run by a script developed by
Chuangye Yan at Tsinghua University and Qiang Zhou at Westlake Univer-
sity, who have kindly authorized us to use and share the script. After col-
lecting good particles from deep 2D classification, multiple rounds of 3D
classification, 3D auto-refine, and Bayesian polishing were performed in
Relion 3.1 with standard procedure (46). Particles outside the proteolipo-
some area were manually excluded before the final refinement. Individual
2D class-based reconstruction was done by relion_reconstruct program.
Density modification was done in phenix (1.18rc1-3777) by ResolveCryoEM
program (48). Local resolution map was calculated by Blocres (49). Direc-
tional FSC was calculated by 3DFSC program (50). Density maps were pre-
pared using UCSF Chimera (51) and ChimeraX (52).

Data Availability. Data supporting the findings of this manuscript are avail-
able in public repositories. The accession number for the EM map of AcrB
reported in this paper is EMD-22050 (53). The raw data were deposited at
EMPIAR-10426 (54).
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