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Epoxidized graphene grid for highly 
efficient high‑resolution cryoEM 
structural analysis
Junso Fujita 1,2,3,13, Fumiaki Makino 1,2,4,13, Haruyasu Asahara 3,5,13, Maiko Moriguchi 3, 
Shota Kumano 3, Itsuki Anzai 6, Jun‑ichi Kishikawa 7,8, Yoshiharu Matsuura 9,10, Takayuki Kato 7, 
Keiichi Namba 1,2,11* & Tsuyoshi Inoue 3,5,12*

Functionalization of graphene is one of the most important fundamental technologies in a wide 
variety of fields including industry and biochemistry. We have successfully achieved a novel oxidative 
modification of graphene using photoactivated ClO2

· as a mild oxidant and confirmed the oxidized 
graphene grid is storable with its functionality for at least three months under N2 atmosphere. 
Subsequent chemical functionalization enabled us to develop an epoxidized graphene grid 
(EG-grid™), which effectively adsorbs protein particles for electron cryomicroscopy (cryoEM) image 
analysis. The EG-grid dramatically improved the particle density and orientation distribution. The 
density maps of GroEL and glyceraldehyde 3-phosphate dehydrogenase (GAPDH) were reconstructed 
at 1.99 and 2.16 Å resolution from only 504 and 241 micrographs, respectively. A sample solution of 
0.1 mg ml−1 was sufficient to reconstruct a 3.10 Å resolution map of SARS-CoV-2 spike protein from 
1163 micrographs. The map resolutions of β-galactosidase and apoferritin easily reached 1.81 Å and 
1.29 Å resolution, respectively, indicating its atomic-resolution imaging capability. Thus, the EG-grid 
will be an extremely powerful tool for highly efficient high-resolution cryoEM structural analysis of 
biological macromolecules.

Despite the recent improvements in hardware and software for electron cryomicroscopy (cryoEM) single particle 
image analysis for high-throughput and high-resolution structure determination of biological macromolecules, 
specimen grid preparation remains a bottleneck due to various factors. In single particle analysis (SPA), protein 
particles must be well dispersed in aqueous solution to be flash-frozen and embedded in thin vitreous ice film 
formed within micron-sized holes on a few 10s nm thick carbon film laid on a metal grid substrate1. Automated 
vitrification devices have been developed2–5, and various efforts have been made to produce good grids with well-
dispersed particles and without much sample loss by denaturation4–8. In general, proteins often localize to the 
air–water interface and denature, resulting in poor particle density and preferred orientation and thereby making 
high-resolution 3D reconstruction inefficient9. Due to these problems, optimizing the conditions for cryoEM 
grid preparation requires much time and effort10,11. To overcome these problems, thin support films, such as 
graphene, have been used to change the physical properties of grid surface12–14, and various types of functionaliza-
tion have been achieved: Nα, Nα-dicarboxymethyllysine (NTA)15,16; SpyTag/SpyCatcher17; amino-polyethylene 
glycol (PEG) linkers18; as well as various organic compounds19. Although synthesis of graphene oxide is the first 
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important step for graphene functionalization, a limited number of methods have been available: modified Hum-
mers’ methods20,21 (chemical wet process); conventional glow discharge; and chemical modification by plasma 
treatment22 (physical dry process). However, these methods suffer from problems such as undesirable breakage 
of the graphene framework (C–C bonds) and low selectivity of reaction points between the basal plane and the 
edges of graphene due to the harsh reaction conditions. It would be more useful if we can oxidize graphene in 
a milder condition and introduce appropriate functional groups into the basal plane of graphene selectively.

We have recently discovered a useful chemical reaction using photoactivated ClO2
· gas as a oxidant; it can 

convert a gaseous fuels of methane into liquid fuels of methanol and formic acid without producing CO2
23 and 

can also make surface oxidation modification of polymers, such as polypropylene24. We applied this oxidation 
reaction to introduce hydroxy groups into the basal plane of graphene surface on the EM grid and confirmed 
the oxidized graphene grid is storable with its functionality for at least three months under N2 atmosphere. This 
is the first effective method as a chemical dry process for oxidation of graphene on substrate. We then success-
fully introduced epoxy groups by epichlorohydrin (ECH) treatment, which has been used for functionalization 
of graphene oxide25,26. The resulting epoxidized graphene grid (EG-grid™) effectively adsorbed proteins so that 
they stayed on the surface even after washing with buffer. This was confirmed using electron cryotomography 
(cryo-ET), which showed that the protein particles were located close to the graphene surface and away from 
the air–water interface to avoid their denaturation.

The EG-grid allows protein particles to be immobilized on graphene in a variety of orientation, not only 
making the adjustment of sample protein concentration less needed but also solving the problem of preferred 
orientation caused by adsorption to the air–water interface. In its application tests using standard proteins, such 
as GroEL and β-galactosidase, as well as difficult proteins with preferred orientation, such as glyceraldehyde 
3-phosphate dehydrogenase (GAPDH) and SARS-CoV-2 spike protein, the numbers of cryoEM images needed 
for high-resolution reconstruction were much fewer than the cases where standard holey carbon grids were 
used. The resolution of apoferritin easily reached 1.29 Å resolution, also indicating its atomic-resolution imag-
ing capability. We believe this EG-grid will become a powerful tool for accelerating high-resolution cryoEM 
structure determination.

Results
Characterization of ClO2

· oxidized grapheme.  The EG-grid is produced in three steps as shown in 
a schematic illustration of the fabrication process (Fig. 1a). First, a CVD graphene layer is put on a Quantifoil 
Au grid as previously reported13 with some modification. Then, the surface of graphene is oxidized by photoac-
tivated ClO2

· treatment for 10 min to introduce hydroxy groups (see “Methods” for detail and Supplementary 
Movie 1). The following reaction with ECH in the third step introduces epoxy groups on the surface of graphene. 
The hydrophilicity of graphene grids was evaluated by the water contact angle (WCA) measurement. The WCA 
of graphene on the Au grid decreased from 76° ± 0.4° to 60° ± 0.3° by the ClO2

· oxidation treatment (Fig. 1a, left 
panels). The introduction of epoxy groups slightly decreased the hydrophilicity (68° ± 0.8°).

Figure 1.   Fabrication process of the EG-grid and characterization of the graphene surface. (a) Water contact 
angle measurement and schematic illustration of EG-grid preparation by oxidation and functionalization of 
graphene on the Quantifoil Au grid. Data are obtained as the mean of three independent experiments with 
standard deviation. (b) IR spectra of pristine graphene (GP: black line), plasma treated graphene (GO (plasma): 
purple line), and oxidized graphene after 10 min ClO2

· treatment (GO: red line) on Cu foil. (c) Raman spectra of 
GP (black line) and GO (red line) on silicon wafer.
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To confirm the oxidation state of the graphene surface, we performed infrared (IR) and Raman spectral 
measurements and analyses. While pristine graphene (GP) was IR inactive as shown in Fig. 1b, graphene oxidized 
by ClO2

· (GO) showed several characteristic peaks such as those at 3400 cm−1, v(C–OH); 1620 cm−1, v(C=C); 
and 1300 cm−1, 850 cm−1, v(C–O–C), suggesting that oxygen-containing functional groups were successfully 
introduced to the graphene surface. Contrary to this, the plasma-treated graphene showed a peak at 1740 cm−1 
corresponds to the C=O bond and almost no C–O bond derived peaks. The Raman spectra of GP and GO are 
shown in Fig. 1c, in which GP showed two main peaks: G (1580 cm−1) and 2D (2690 cm−1), and their intensity 
ratio (I2D/IG) was about 1.8, proving the high quality of single layer graphene. After oxidation, the D and D’ peaks 
appeared whereas the 2D peak nearly diminished. These features of the Raman spectra indicated the formation 
of sp3-carbon by the introduction of functional groups to graphene basal plane.

To investigate the effect of oxidation on the chemical state of the graphene surface more comprehensively, 
the chemical compositions of the functional groups were determined by X-ray photoelectron spectroscopy 
(XPS) measurement. Graphene was transferred onto a silicon wafer and then oxidized either by plasma or pho-
toactivated ClO2

· treatment. After plasma treatment, the composition ratios of the C–O groups (corresponding 
to the peak at 286.0 eV) and the C=O groups (corresponding to the peak at 287.8 eV) were 22.5% and 29.2%, 
respectively (Supplementary Fig. 1a). On the other hand, in the ClO2

·-treated graphene, they were 28.4% (C–O) 
and 8.5% (C=O), respectively (Supplementary Fig. 1b). Generally, the increase of C=O ratio means the cleavage 
of the C=C bond of graphene. The increase of C–O ratio indicated that the hydroxy groups were introduced 
dominantly to the basal plane in the ClO2

·-treated graphene rather than the cleavage of the C=C bond in the 
plasma-treated graphene, in agreement with the IR measurement.

To confirm the introduction of epoxy groups, we used 1H,1H-undecafluorohexylamine (UFHA) because the 
amino groups in this compound should react with the epoxy groups on the graphene surface and fluorine peaks 
can be clearly observed in XPS measurement (Supplementary Fig. 1c). Only carbon and oxygen were detected 
with non-oxidized graphene (black line). No fluorine was detected with the UFHA-treated oxidized graphene 
and ECH-/UFHA-treated graphene (red and green lines), while a clear fluorine peak appeared with the UFHA-
treated EG-grid (purple line). These results indicated that UFHA was successfully introduced on the graphene 
surface and that the epoxy groups enabled further chemical modification of the EG-grid.

We observed the EG-grid using an electron cryomicroscope (cryoTEM) equipped with a cold field emission 
gun and an Ω-type in-column energy filter (JEM-Z300FSC (CRYO ARM™ 300), JEOL) operated at 300 kV and 
recorded images on a K3 direct electron detector (Gatan, Inc.). Most part (> 90–95%) of the EG-grid was cov-
ered with graphene (Supplementary Fig. 2a) while we sometimes found graphene-detached area by recognizing 
rolled-up edges of graphene (Supplementary Fig. 2b). The surface of graphene within the holes was quite clean 
(Supplementary Fig. 2c,d), and the existence of suspended graphene was confirmed by electron diffraction pat-
terns (Supplementary Fig. 2e). To estimate the graphene damage caused by the oxidation and epoxidation, we 
recorded diffraction images of suspended graphene in 5 holes of three different types of grids: non-oxidized 
graphene grid (Gra); ClO2

· oxidized graphene grid (Ox-Gra); and EG-grid, and compared the peak intensities 
of the diffraction spots. We counted the maximum values of six equivalent diffraction peaks from the { 0110 } 
and { 1210 } lattice planes for each image and calculated the mean values. All the three grids showed very similar 
diffraction peak intensities from both of the lattice planes, and the intensity ratios before and after oxidation/
epoxidation were ~ 1.0 (Supplementary Fig. 2f.), indicating that little damage was caused to graphene on the 
EG-grid during ClO2

· oxidation, epoxidation, and vitrification.

Protein binding activity of the EG‑grid.  To investigate the protein binding activity of the EG-grid, we 
used GroEL from Escherichia coli (Molecular weight (Mw) ~ 800 kDa) as a benchmark protein because the reso-
lution of the cryoEM 3D reconstruction of this protein has been limited to 3.26 Å possibly by limited number of 
particles due to elimination of damaged particle images and by preferred orientation towards its end-on views27. 
A 3 μl solution of GroEL at a protein concentration of 0.3 mg ml−1 was applied on an EG-grid, and the protein 
solution was blotted after 5 min incubation. The grid was washed three times with 5 μl of buffer each, and then 
the grid was negatively stained with uranyl acetate. Many GroEL particles remained on the EG-grid and were 
packed densely (Supplementary Fig. 3a). We also prepared a grid in the same way except skipping the epoxida-
tion process by ECH and observed no or very small number of GroEL particles (Supplementary Fig. 3b), which 
indicates that the EG-grid strongly adsorbed the protein particles.

CryoEM image analysis of GroEL on the EG‑grid.  For cryoEM image analysis of GroEL, 3  μl of 
1.5 mg  ml−1 GroEL solution was loaded onto the EG-grid and allowed to stand for 5 min at room tempera-
ture, followed by blotting and plunge freezing using Vitrobot™ (Thermo Fisher Scientific). A short blotting time 
around 1.0–1.5 s usually worked well for getting appropriate ice thickness on the EG-grid. We observed the grid 
and collected a dataset using CRYO ARM™ 300 operated at 300 kV (referred to as GroEL-EG). For comparison 
with a conventional grid preparation method, we also prepared a cryoEM grid using a Quantifoil grid and 
collected a dataset under the same EM imaging condition (referred to as GroEL-Q). We collected around 500 
micrographs in both cases. The micrographs of GroEL-EG showed much more densely packed GroEL particles 
with more side view orientations than GroEL-Q (Fig. 2a,b). Having more side view orientations is favorable 
for high-resolution 3D reconstruction due to the cylindrical structure of GroEL. The 2D class averages and 
orientation distributions of the particles used for final reconstructions also indicated the side-view preference 
of GroEL-EG (Fig. 2c,d). In the GroEL-EG dataset, 158,485 particles picked from 500 micrographs contributed 
to the final reconstruction, and the overall map resolution reached 1.99 Å, which is much higher than the previ-
ous study28, with a sufficient quality to show the holes of aromatic rings of Phe residues (Fig. 2e; Supplementary 
Table 1). In contrast, for the GroEL-Q dataset, only 20,061 particles obtained from 553 micrographs were used 



4

Vol:.(1234567890)

Scientific Reports |         (2023) 13:2279  | https://doi.org/10.1038/s41598-023-29396-0

www.nature.com/scientificreports/

Figure 2.   CryoEM image analyses of GroEL on the EG-grid and holey carbon grid. (a and b) Typical cryoEM 
images of GroEL on the EG-grid (GroEL-EG) (a) and on the glow discharged Quantifoil grid (GroEL-Q) (b). 
(c and d) 2D class averages from the GroEL-EG (c) and GroEL-Q (d) dataset. The class averages are aligned in 
descending order of particle numbers from left to right and top to bottom. The classes selected for the following 
analysis are indicated with red boxes. Right panel shows angular distribution of particles used in the final 
refinement for each dataset. Final 3D maps are shown for reference. The efficiencies (Eod) calculated with cryoEF 
are also shown. (e and f) Two orthogonal views of the final 3D map from the GroEL-EG (e) and GroEL-Q (f) 
dataset: top view, left panel; and side view, right panel. The local resolution distribution is colored as in the color 
bar. The inset shows the density map and the fitted model (PDB: 1SX3) around Phe8. (g) The FSC curves for the 
final maps of the GroEL-EG and GroEL-Q dataset. The dashed blue line indicates the FSC = 0.143 criterion.
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for the final reconstruction due to the much lower particle density, and the overall map resolution was limited to 
2.81 Å (Fig. 2f–g; Supplementary Table 1).

To confirm whether the differences in the particle density and the orientation distribution between these grids 
were caused by the chemical modification of graphene on the EG-grid, we additionally collected two datasets 
from two cryoEM grids prepared by using Quantifoil grids covered with graphene. We hydrophilized the gra-
phene surface by glow discharge, but since this treatment tends to damage the graphene layer and it is difficult 
to reproduce a similar level of hydrophilicity on the graphene surface, we treated the two graphene grids in two 
separate sessions to see the reproducibility of treatment. Micrographs imaged on one grid (dataset referred to as 
GroEL-Gl) showed a much lower particle density than GroEL-EG (Supplementary Fig. 4a), while those obtained 
from some areas of the other grid (dataset referred to as GroEL-Gh) showed densely packed and side-view 
oriented particles similarly to GroEL-EG (Supplementary Fig. 4b). GroEL-Gh showed more side-view prefer-
ence compared to GroEL-Gl (Supplementary Fig. 4c,d), indicating that the orientation distribution of GroEL is 
somehow strongly affected by the particle density. To collect about 200,000 particle images of GroEL for these 
two datasets, we collected 5614 micrographs for GroEL-Gl and 649 for GroEL-Gh. The final reconstructions 
were obtained from 215,011 and 198,677 particle images, with resolutions of 2.08 and 2.09 Å for the GroEL-Gl 
and GroEL-Gh datasets, respectively (Fig. 2g; Supplementary Fig. 4e–f; Supplementary Table 1).

We counted the average number of particles per image contributing to the final reconstruction (NPPI-final), 
which would reflect the efficiency of data collection. For the GroEL-EG and GroEL-Gh datasets, 315 and 306 
particles/image were used for final reconstruction, respectively, while only 36 and 38 particles/image were used 
for the GroEL-Q and GroEL-Gl datasets, respectively (Supplementary Table 1). Although both the GroEL-EG 
and GroEL-Gh datasets showed high particle density and side-preferred orientation, the resolution of the final 
map of GroEL-EG (1.99 Å) was slightly higher than that of GroEL-Gh (2.09 Å) (Fig. 2g; Supplementary Table 1). 
The number fraction of particles used for the final map in those initially picked, which we named the final/initial 
particle number ratio (FI ratio), should reflect the fraction of protein molecules keeping the intact structures 
upon blotting and quick freezing in the vitreous thin ice film. In the GroEL-EG dataset, 88.9% (158,485 out of 
178,215) of the particles remained after 2D and 3D classifications, but only 50.8% (20,061 out of 39,492), 19.2% 
(215,011 out of 1,118,169), and 58.4% (198,677 out of 340,446) did so for the GroEL-Q, GroEL-Gl, and GroEL-Gh 
datasets, respectively (Supplementary Table 1). Additionally, the Rosenthal-Henderson B-factor29 of GroEL-EG 
(74.1 Å2) was smaller (better) than those of GroEL-Q (98.5 Å2), GroEL-Gl (83.3 Å2), and GroEL-Gh (85.4 Å2) 
(Supplementary Fig. 5a–d, left panels), demonstrating a higher homogeneity of the particle structures on the 
EG-grid to reach such higher resolution. We also calculated the FSC curves and sphericities of these datasets 
using the 3DFSC server30 and found that the sphericity of GroEL-EG (0.991) was slightly higher than those 
of GroEL-Q (0.964), GroEL-Gl (0.985) and GroEL-Gh (0.985) (Supplementary Fig. 5a–d, right panels). The 
efficiency (Eod, calculated by cryoEF31), which represents the uniformity of orientation distribution used in the 
reconstruction (the perfect orientation distribution is presented as Eod = 1.0), of GroEL-EG (0.71) was slightly 
lower than those of GroEL-Gl (0.75) and GroEL-Gh (0.74) (Fig. 2c; Supplementary Fig. 4c,d) but was still high 
enough to achieve high-resolution reconstruction.

GroEL particle locations within the ice layer on the EG‑grid.  We collected a cryo-ET dataset from 
the same GroEL-EG grid to investigate the locations of GroEL particles embedded in the vitreous ice film on 
the EG-grid. We selected an area of densely packed GroEL particles with some small ice contaminants (Supple-
mentary Fig. 6a). It was clear from highly tilted images that these ice contaminants were located on the surface 
of vitreous ice (Supplementary Fig. 6b). Reconstruction of tomographic images from this dataset revealed three 
unique layers from the top to bottom. In the top layer, small ice contaminants were observed and no GroEL par-
ticles were found (Supplementary Fig. 6c). The middle layer 240 Å below the top layer contained densely packed 
GroEL particles (Supplementary Fig. 6d). Unexpectedly, at 225 Å below the middle layer, there were a few GroEL 
particles that seemed to be bound on the back side of the graphene layer (Supplementary Fig. 6e). The estimated 
distance from the air–water interface to the bottom of the major GroEL layer was ~ 160 Å, which is reasonable 
to accommodate a single GroEL layer (Supplementary Fig. 6f). These results indicate that GroEL particles were 
located close to the graphene surface and away from the air–water interface (see also Supplementary Movie 2). 
We also collected a cryo-ET dataset from the GroEL-Gh grid and selected a hole containing both areas with and 
without graphene support for comparison. The graphene area showed a high density of GroEL particles in a sin-
gle layer like the EG-grid, demonstrating the compatibility with the EG-grid, while fewer particles were observed 
in the non-graphene area (Supplementary Fig. 7; Supplementary Movie 3).

Storage of ClO2
· oxidized graphene grid.  We also tested whether the ClO2

· oxidized graphene grids are 
storable or not. After ClO2

· treatment for 10 min, the grids were washed with water, air-dried, and stored under 
N2 atmosphere at room temperature for 3 months. Then, the grids were chemically modified by 1% (v/v) ECH 
solution, and 3 μl of 1.5 mg ml−1 GroEL solution was loaded in the same way as GroEL-EG. We found many 
GroEL particles adsorbed on the EG-grid (Fig. 3a) and collected and processed a dataset (referred to as GroEL-
EG3m). The 2D class averages and particle orientation distribution showed more side views than the other views 
as GroEL-EG and GroEL-Gh (Fig. 3b). The resolution of the final 3D map reconstructed from 500 micrographs 
reached 2.06 Å (Fig. 3c,d). The Rosenthal-Henderson B-factor was 64.9 Å2, which was even smaller than that 
of GroEL-EG albeit slightly (Supplementary Fig. 8a), and the calculated sphericity (0.976) and efficiency factor 
(0.70) were comparable to those of GroEL-EG (Fig. 3b; Supplementary Fig. 8b), ensuring the long storability of 
the ClO2

· oxidized graphene grids. The lower FI ratio (33.6%) and NPPI-final (104.1) compared to the GroEL-
EG dataset (Supplementary Table 1) may reflect the way of the data collection, because, unlike the GroEL dataset 
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described above, we collected three micrographs from one hole in the GroEL-EG3m, leading to carbon areas 
included in some micrographs to cause many particles on the carbon areas picked automatically.

CryoEM image analysis of SARS‑CoV‑2 spike protein on the EG‑grid.  Next, we examined the 
performance of the EG-grid on the SARS-CoV-2 spike protein trimer (Mw ~ 420 kDa), for which the present 
demand for high-resolution structures is quite high. We prepared three specimen grids: EG-grid (referred to 
as Spike-EG) and glow discharged graphene grid (referred to as Spike-G), both at a protein concentration of 
0.1 mg ml−1, and conventional Quantifoil grid (referred to as Spike-Q) at a protein concentration of 0.5 mg ml−1. 
None of the grids were washed with the buffer after protein loading. The particle density was much higher in 
Spike-EG than that in Spike-Q, although the protein concentration was five times lower for Spike-EG (Fig. 4a,b). 
The particle density in Spike-G was too low to collect a dataset even in the area of ice thicknesses similar to those 
of Spike-EG and Spike-Q (Fig. 4c). The level of image variety of the 2D class averages, the uniformity in the 
orientation distribution and calculated efficiency (Eod) were all similar in Spike-EG and Spike-Q (Fig. 4d–g). The 
3D maps reconstructed from these two datasets both showed a conformation of the receptor binding domain 
(RBD) with 1-up and 2-down (Fig. 4h; Supplementary Fig. 9a). Particle images of 150,316 and 58,102 used for 
the final reconstructions were picked up from 1163 and 1029 micrographs, resulting in resolutions of 3.10 Å 
and 3.23 Å for the Spike-EG and Spike-Q dataset, respectively (Fig. 4i; Supplementary Table 1). The Rosenthal-
Henderson B-factors of these datasets were also similar to each other (107.4 Å2 for Spike-EG and 101.9 Å2 for 
Spike-Q) (Supplementary Fig. 9b,c). The value of NPPI-final for Spike-EG (129.2) was about twice as much as 
that for Spike-Q (56.5), while the FI ratio values were quite similar (24.9% and 23.8%) (Supplementary Table 1).

CryoEM analysis of V1‑ATPase, GAPDH, β‑galactosidase, and apoferritin on the EG‑grid.  We 
applied the EG-grid to four samples: the chimeric complex of the soluble domain of V/A-type ATPase 
(V1-ATPase) composed of the A3B3 hexametric ring from Thermus thermophilus and the DF subunits from Homo 
sapiens (Mw ~ 400 kDa), the tetramer of glyceraldehyde 3-phosphate dehydrogenase (GAPDH) (Mw ~ 144 kDa), 
β-galactosidase (β-gal) (Mw ~ 460 kDa), and apoferritin (Mw ~ 500 kDa). The GAPDH structure has not been 

Figure 3.   Demonstration of storability of the ClO2
· oxidized graphene grid. CryoEM image analyses of GroEL 

was carried out on the EG-grid produced by 5-min epichlorohydrin treatment of a ClO2
· oxidized graphene grid 

stored under N2 gas at room temperature for 3 months. (a) Typical cryoEM image of GroEL on the EG-grid. (b) 
Selected 2D class averages aligned in descending order of particle numbers from left to right and top to bottom. 
The classes selected for the following analysis are indicated with red boxes. Right panel shows the angular 
distribution of particles used in the final refinement. The final 3D map is shown for reference. The efficiency 
(Eod) calculated with cryoEF is also shown. (c) Two orthogonal views of the final 3D map: top view, left panel; 
and side view, right panel. The local resolution distribution is colored as in the color bar. (d) The FSC curve for 
the final map. The dashed blue line indicates the FSC = 0.143 criterion.
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solved by cryoEM except for the part of the large ternary complex32. We loaded each sample solution onto an 
EG-grid and made a cryoEM grid by plunge freezing in the same way as we did for GroEL. In all samples, we 
saw many protein particles in the micrographs (Supplementary Figs.  10a, 11a, 12a, and 13a). Datasets were 
collected and processed (referred to as V1-ATPase-EG, GAPDH-EG, β-gal-EG, and apoferritin-EG). The 2D 
class averages showed wide varieties in particle orientations (Supplementary Figs. 10b, 11b, 12b, and 13b). Dur-
ing 3D classification of V1-ATPase-EG, we found two classes, one with and the other without the human DF 
subunits corresponding to the central rotary shaft. We only selected the class without the shaft, because the 
particle number of this class was much larger than that of the other. The 3D map and model with the shaft will 
be presented elsewhere. The orientation distributions of the particles used for the final maps were quite uniform 
as expected from the 2D class averages (Supplementary Figs. 10c, 11c, 12c, and 13c). The overall map resolutions 
of V1-ATPase, GAPDH, β-galactosidase, and apoferritin reached 3.03 Å, 2.16 Å, 1.81 Å, and 1.29 Å. respectively 
(Fig. 5a–d). We also tried to reconstruct a 3D map of GAPDH on a Quantifoil grid (referred to as GAPDH-Q) 
but failed due to a severe preferred orientation derived from particle segregation (Supplementary Fig. 11d,e). 
The central region of the β-gal-EG density map had a sufficiently high resolution and quality to show the holes 
in the center of two aromatic rings of Trp residues (Fig. 5c, inset). The density map of apoferritin-EG also had a 
sufficiently high resolution and quality to display individual atoms as blobs at a relatively high contour level, as 
indicated by the contour in magenta for a Tyr residue (Fig. 5d, inset). The overall resolution of β-gal-EG is almost 
the same as the highest resolution 1.82 Å of the map deposited in the EMDB to date, which was reconstructed 
from 257,202 particles extracted from 4949 images33. The Rosenthal-Henderson B-factors of β-gal-EG (56.6 

Figure 4.   CryoEM image analyses of SARS-CoV-2 spike protein on the EG-grid and Quantifoil grid. (a–c) 
Typical cryoEM images of spike protein on the EG-grid (spike-EG) (a), on the Quantifoil grid (spike-Q) (b), 
and on the glow discharged graphene grid (spike-G) (c). The protein concentration and the value of electron 
beam transparency of each image (measured from the image brightness ratio between the energy filter slit in 
and out) are also shown. (d and e) Selected 2D class averages from the spike-EG dataset (d) and the spike-Q 
dataset (e). The class averages are aligned in descending order of particle numbers from left to right and top to 
bottom. (f and g) Angular distributions of particles used in the final refinement for the spike-EG dataset (f) and 
the spike-Q dataset (g). Final 3D maps are shown for reference. The efficiencies (Eod) calculated with cryoEF are 
also shown. (h) Two orthogonal views of the final 3D map from the spike-EG dataset: top view of the trimer, 
left panel; and side view, right panel. The local resolution distribution is colored as in the color bar. (i) The FSC 
curves for the final maps of the spike-EG and spike-Q dataset. The dashed blue line indicates the FSC = 0.143 
criterion.
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Figure 5.   CryoEM analyses of the A3B3 ring of V1-ATPase, GAPDH, β-galactosidase, and apoferritin on 
EG-grids. (a–d) The final 3D maps from the V1-ATPase-EG (a), GAPDH-EG (b), β-galactosidase-EG (c), and 
apoferritin-EG (d) dataset. Two orthogonal views are shown in (a) and (b). The insets show the density maps 
and the fitted models of β-galactosidase (PDB entry: 6X1Q) around Trp523 (c) and apoferritin (PDB entry: 
6V21) around Tyr32 (d). The map in (d) is shown in two contour levels of 0.05 and 0.15 in black and magenta, 
respectively. The local resolution distributions are colored as in the color bars. Right panels show the FSC curves 
for the final maps. The dashed blue lines indicate the FSC = 0.143 criterion.
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Å2) and apoferritin-EG (36.4 Å2) are also as small as those of the previous reconstructions34,35 (Supplementary 
Figs. 12d and 13d). So the EG-grid allowed to reach the highest resolution of β-galactosidase with 40% less num-
ber of micrographs. The FI ratios and the NPPI-finals of V1-ATPase, GAPDH, β-galactosidase, and apoferritin 
were 20.0%, 29.4%, 47.0%, and 66.5%, and 116.4, 368.2, 71.4, and 70.3, respectively (Supplementary Table 1).

We also applied the EG-grid to hemagglutinin (HA), which suffered from preferred orientation and needed 
grid tilting data collection for 3D reconstruction30. HA on the EG-grid showed a large number of particles on each 
micrograph (Supplementary Fig. 14a) and 2D class averages with an improved orientation distribution (many 
side views, Supplementary Fig. 14b), although the resolution of the 3D map was limited to 6–7 Å.

Discussion
Oxidation of graphene films on EM grids without damaging is not an easy task. In fact, the plasma method (glow 
discharge) has been reported to cause graphene to collapse in a short time19. It has also been reported that UV/
O3 or KMnO4 treatment leads to the introduction of carboxy groups, implying the cleavage of C=C bonds in 
graphene, and that was confirmed by the formation of nanopores13. As can be seen in these reports, it is difficult 
to oxidize chemically stable graphene to introduce oxygen functional groups on the surface without disrup-
tion of its atomic layer sheet structure. The distinctly different results of GroEL-Gl and GroEL-Gh obtained by 
plasma-treated graphene grids (Supplementary Fig. 4a–d) also indicate the difficulty in controlling the property 
of graphene surface by plasma treatment to reproduce good results in the cryoEM grid preparation.

We have successfully developed a novel oxidative modification method of graphene on substrates using 
photoactivated ClO2

·. This method can introduce reactive functional groups such as hydroxy (OH) group, while 
maintaining the graphene framework intact. In our method, C–O single bond groups (hydroxy groups) are 
more preferentially introduced compared to C=O type functional groups such as carboxy groups (Supplemen-
tary Fig. 1a–b), and therefore the intrinsic sheet structure of graphene is better maintained. We also confirmed 
that these hydroxyl groups react with ECH to produce epoxy groups and that they further react with amine 
compounds (Supplementary Fig. 1c). CryoEM observation confirmed that little damage was introduced to the 
graphene after oxidation, epoxidation, and vitrification (Supplementary Fig. 2f.). This suggests not only a variety 
of applications of the EG-grid but also a much wider potential application of the method we used for graphene 
oxidation by combination with further chemical modifications.

We also confirmed that ClO2
· oxidized graphene grids can be stored for at least 3 months under N2 atmos-

phere at room temperature (Fig. 3a–d), which enables stable supply of the oxidized graphene grids in a package 
to users so that users need to perform only the 5-min epoxidation reaction before use. We are now exploring 
storage conditions of the oxidized graphene grid and EG-grid for longer storage by the combination of different 
storage conditions, such as gaseous environment and temperature. As one remaining challenging step for mass 
production is the preparation of high-quality, ultraclean CVD graphene grids without contaminations such as 
residual PMMA, the fabrication method recently developed by Zheng et al.36 would be of great help.

As we tested the EG-grid for many samples, we found that the effectiveness of the EG-grid somewhat varied 
from sample to sample. For GroEL, both GroEL-EG and GroEL-Gh showed densely packed particles and large 
values for NPPI-final (Fig. 2a; Supplementary Fig. 4b and Supplementary Table 1), which means that many parti-
cles were kept attached even after buffer washing in some areas of the graphene surface even without epoxidation. 
The high-density adsorption of GroEL particles on the graphene surface may make it resistant to buffer washing. 
In addition, the orientation distribution of GroEL on a cryoEM grid was strongly affected by the particle density 
rather than the epoxidation of graphene. However, the biggest difference between the EG-grid and hydrophilized 
graphene grid was the values of FI ratio (88.9% for GroEL-EG and 58.4% for GroEL-Gh). We suspect that the 
much higher FI ratio of GroEL-EG might reflect the intactness of protein particles possibly by particles being kept 
slightly away from the graphene surface with the short linker introduced by epoxidation, which in turn results 
in the better Rosenthal-Henderson B-factor and better resolution of the final 3D map (1.99 Å). Furthermore, 
the epoxy-introduced surface of the EG-grid may offer some extent of hydrophobicity (Fig. 1a), and the surface 
property with a well-balanced combination of hydrophilicity and hydrophobicity realized on the EG-grid may 
be important for “gentle” adsorption of protein particles on the surface, as demonstrated by the much higher 
value of FI ratio in the GroEL-EG dataset than the GroEL-Gl and GroEL-Gh datasets (Supplementary Table 1).

Another example demonstrating the effectiveness of the EG-grid is SARS-CoV-2 spike protein. The Spike-
EG images showed much higher particle density at a very low concentration (0.1 mg ml−1) compared to those 
of Spike-Q and Spike-G (Fig. 4a–c). Although the overall resolution of the final 3D map was not dramatically 
improved by using the EG-grid, the EG-grid was still quite beneficial in terms of saving the amount of sample 
and the time for grid screening and data collection, especially for those requiring many structural analyses of 
the complexes of a target protein with different compounds and/or antibodies37. In other examples, GAPDH-EG 
represented markedly improved orientation distribution of the particles (Supplementary Fig. 11a–d) and also 
proved that near 2 Å resolution is reachable with ~ 144 kDa protein only from ~ 240 images (Fig. 5b; Supplemen-
tary Table 1), which can now be collected in about half an hour. This result indicates that the biased orientation 
to the side view in GroEL-EG is a special case due to the cylindrical shape of the GroEL particle, but generally 
speaking, the orientation distribution of globular proteins tends to be more uniform, such as that shown in the 
case of GAPDH where it was dramatically improved with the EG-grid. In case the particle orientation distri-
bution on the EG-grid is distinct from that on the Quantifoil grid, merging the two datasets will help to reach 
higher resolution. The β-gal-EG and apoferritin-EG datasets both demonstrated the capability of the EG-grid 
for high resolution structure determination beyond 2 Å without any problem (Fig. 5b,c), and that the resolution 
of apoferritin easily reached 1.29 Å resolution indicates its atomic-resolution imaging capability (Fig. 5d). Of 
course, there may be some cases where the EG-grid is still not effective enough to reach high resolution such 
as HA (Supplementary Fig. 14a–b). One major concern is the residual PMMA contamination on the graphene 
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surface that increases the background, and this may be critical for high-resolution cryoEM imaging of small 
proteins. Another possibility is that hemagglutinin particles were partially denatured on the surface of the EG-
grid, especially in the side views.

In summary, the parameters indicating the superiority of the EG-grid seem to vary from protein to protein, 
but the clear and general advantage of the EG-grid is that much more protein particles can be observed in the 
same size of viewing area with a more uniform orientation distribution than conventionally used holey carbon 
grids, and in most cases, one-time grid preparation is sufficient, greatly reducing the time required for grid 
screening for cryoEM data collection for high-resolution 3D reconstruction, especially for the samples suffering 
from low yield, poor particle density, and preferred orientation. Moreover, the ClO2

· oxidized graphene surface 
can be chemically modified easily in many different ways to develop different types of grids with different sur-
face functionalities, which would further expand the potential of cryoEM towards much wider applications, for 
example, by allowing easier and quicker on-the-grid sample purification. Such developments are under way.

Methods
Graphene grid fabrication.  We prepared graphene grids using Quantifoil grids based on the protocol 
described previously with some modifications13. PMMA-coated CVD graphene, either 2, 4 or 6-layers, on a Cu 
foil (AirMembrane), or PMMA-coated single-layer CVD graphene on a Cu foil from any suppliers (ACS Mate-
rial, Graphenea, SIGMA-Aldrich etc.) can be used. If necessary, the backside (the opposite side of PMMA) of 
graphene was removed by mechanical polishing using a waterproof abrasive paper (P3000, NIHON KENSHI 
Co., Ltd.). The Cu foil was etched by floating the PMMA-coated CVD graphene on a 0.5 M ammonium persul-
fate (APS) solution for more than 30 min. Then, the PMMA-coated graphene was scooped up on a filter paper, 
transferred to water and left for 10 min. This washing process was repeated twice. Or, a much easier and quicker 
method is to use Trivial Transfer Graphene™ (ACS Material), which can be transferred to water directly without 
polishing, etching, and washing. The graphene was transferred to water in a stainless container in which a num-
ber of Quantifoil grids (R1.2/1.3 Au 200 mesh) were aligned at the bottom with their carbon side facing up. The 
water was slowly drained, and the graphene layer was deposited on the grids. After air-dried for more than 1 h, 
each grid was separated and baked at 130 °C for 15 min. The grids were immersed in acetic acid twice for PMMA 
removal: for 2–3 h in the first step and then overnight. Then the grids were soaked in isopropanol for 10 min, 
air-dried on a filter paper, and baked at 100 °C for 10 min. The grids were stored in a grid box in a desiccator.

Oxidation of graphene grid.  The graphene grids prepared as above were oxidized by photoactivated ClO2
· 

gas generated from an aqueous solution (20 ml) of NaClO2 (200 mg) and 37% HCl (aq) (100 μl) by irradiation 
with an UV LED lamp (λ = 365 nm, 20 mW/cm2) for 10 min. A square-shaped dish-like glassware with an inner 
and outer compartment that we developed before (shown in Fig. 6 of38) was used to perform this oxidation pro-
cess. The aqueous solution of NaClO2 was filled into the outer compartment, the graphene grids were laid in the 
inner compartment, and a glass plate was put on the glassware to seal the entire chamber. To avoid any damage 
on the graphene layer by direct photoirradiation, an aluminum foil was laid on the grids to shield them from the 
UV light (see also Supplementary Movie 1). The total reaction volume can be reduced to 5 ml. For the storage 
experiment (GroEL-EG3m), the ClO2

· oxidized graphene grids were washed with 5 μl of ultrapure water three 
times, air-dried, and stored under N2 gas at room temperature for 3 months. The graphene on a silicon wafer 
were also oxidized in the same way. Because the ClO2

· gas is toxic and potentially explosive especially at high 
concentration, all the oxidation process should be performed under controlled concentration in a fume hood. 
Plasma treated hydrophilized graphene on a silicon wafer were also prepared as a control for XPS measurement 
by glow discharge (30 mA, 20 s) using a JEC-3000FC sputter coater (JEOL) with an aluminum foil mask to shield 
them from plasma irradiation.

Fluorination of graphene grid.  The preparation of EG-grid (surface functionalization of oxidized gra-
phene by 1% ECH) was performed as described in manuscript for negative staining. A 3 μl aqueous solution of 
1% 1H,1H-undecafluorohexylamine (UFHA) was loaded on the EG-grid. After 5 min, the solution was blotted 
with a filter paper and the grid was washed with 5 μl water for 3 times. After washing process, the fluorinated 
graphene grid was dried in vacuo overnight.

Surface analysis of grapheme.  Raman spectra were obtained with an NRS-3100 T laser Raman spec-
trometer (JASCO) with a 532 nm laser at room temperature. Fourier-transform infrared (FTIR) spectroscopic 
measurements were performed using a Spectrum Two spectrometer (Perkin-Elmer) equipped with an UATR 
two attachment. All the spectra were acquired at a resolution of 4 cm−1 over 16 scans in a scan range of 600–
4000 cm−1. The surface chemical composition of the graphene was determined using a JPS-9010MC XPS instru-
ment (JEOL). The XPS insert parameters included the power of analysis (wide: 75 W, narrow: 150 W) and 
monochromatic Mg Kα radiation. The survey and high-resolution XPS profiles were obtained at the constant 
analyzer pass energies of 160 and 10 eV, respectively. The CasaXPS Version 2.3.15 software was used for the 
peak-differentiation-imitating analysis of the C1s narrow XPS profile. Two independent experiments were con-
ducted to obtain the standard deviation of the data. The static water contact angles of the graphene surfaces were 
determined using a Drop Master DM300 (Kyowa Interface Science) contact angle meter. A 1.0 μl of water droplet 
was placed on the surface of the graphene on the grid, and the contact angle was determined 5 s (scanning time) 
after the attachment of the droplet. Data are obtained as the mean of three independent experiments with stand-
ard deviation. All the cryoEM images and diffraction patterns of the grids were acquired using SerialEM39 and 
JEM-Z300FSC (CRYO ARM™ 300, JEOL) operated at 300 kV with a K3 direct electron detector (Gatan, Inc.). 
The peak values of the diffraction intensities were identified using Fiji40.
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Protein preparation.  GroEL from Escherichia coli was purchased from TaKaRa Bio Inc. (Product code 
7330). A 5 mg powder sample of GroEL was dissolved with 500 μl of GroEL buffer (25 mM HEPES pH 8.0, 
50 mM NaCl), and it was purified using a Superdex 200 Increase 10/300 GL gel filtration column with the GroEL 
buffer. The main peak was collected and concentrated to 3.2 mg  ml−1, flash-frozen with liquid nitrogen and 
stored at − 80 °C.

The codon-optimized gene of SARS-CoV-2 Spike (S) protein (GenBank: QHD43416) was designed for expres-
sion in mammalian cells and synthesized from GeneArt DNA Synthesis (Thermo). For expression of recombinant 
S protein, the sequence encoding the S ectodomain (residues 1–1208) with proline substitutions at residues 986 
and 987, a “GSAS” substitution at furin cleavage site (residues 682–685), and C-terminal foldon trimerization 
motif followed by an octa-histidine tag was cloned into a pcDNA3.1 expression vector (Invitrogen). Further, 
S protein D614G mutation was introduced by inverse PCR method. Recombinant S proteins were transiently 
expressed in Expi293f. cells (Thermo) maintained in HE400AZ medium (Gmep, Japan). The expression vector 
was transfected by using Gxpress 293 Transfection Kit (Gmep, Japan) as following the manufacturer’s protocol. 
After 5 days post-transfection, culture supernatants were harvested, and His-tagged S proteins were purified by 
Ni2+ affinity chromatography using Ni Sepharose 6 Fast Flow (Cytiva), followed by size exclusion chromatogra-
phy using Superdex 200 Increase 10/300 GL (Cytiva) equilibrated with a buffer containing 50 mM HEPES (pH 
7.0) and 200 mM NaCl.

Escherichia coli strain BL21-CodonPlus-RP (Stratagene) was used for expression of the human DF-V1-ATPase 
chimeric complex. The recombinant complex was isolated as described previously41,42. The expression plasmids 
for V1-ATPase containing DF from Homo sapiens were constructed by the same method as described previously41. 
The genes encoding the D and F subunits were amplified from human cDNA. The amplified fragment was then 
digested with appropriate restriction enzymes and inserted into the corresponding region of the Thermus ther-
mophilus V1-ATPase expression plasmid42. The mutant V1-ATPase (A-His8/ΔCys, A-C255A/A-S232A/A-T235S, 
FS54C) was used for preparation of the complex.

The gene of human GAPDH was cloned into pET-28a(+) expression vector (Novagen) with an N-terminal 
His-tag followed by the Tobacco Etch Virus (TEV) protease cleavage site. The recombinant protein was expressed 
using an Escherichia coli strain, BL21 Star™ (DE3) (Thermo Fisher Scientific). The transformed cells were cultured 
in Luria–Bertani (LB) medium with 50 μg ml−1 Kanamycin at 37 °C until the OD600 reached ~ 0.6. After adding 
1 mM isopropyl-β-D-thiogalactopyranoside (IPTG) and culturing for 16 h at 37 °C, cells were harvested by 
centrifugation, flash-frozen with liquid nitrogen, and stored at − 80 °C. Frozen bacteria pellets were resuspended 
in a buffer containing 20 mM Tris–HCl pH 8.0, 30 mM NaCl, 1 mM 1,4-dithiothreitol (DTT) supplemented 
with 10 μl Benzonase, 1 mg ml−1 lysozyme, and EDTA-free cOmplete™ protease inhibitor cocktail (Roche) and 
lysed by sonication. The suspension was centrifuged for 30 min at 200,000×g and 4 °C. The supernatant was 
collected and purified using a HisTrap HP 5 ml column (GE Healthcare) equilibrated with a buffer containing 
20 mM Na4P2O7 pH 7.4, 500 mM NaCl, 30 mM imidazole, and subsequently eluted with the same buffer con-
taining 500 mM imidazole. The desired fractions were collected and dialyzed overnight at 4 °C against a buffer 
composed of 20 mM Na4P2O7 pH 7.4, 200 mM NaCl supplemented with TEV protease. The protein was further 
purified using a HiLoad 16/600 Superdex 200 column (GE Healthcare) equilibrated with 20 mM Tris–HCl pH 8.0, 
30 mM NaCl, 1 mM Tris(2-carboxyethyl)phosphine (TCEP). The desired fractions were collected, concentrated 
to ~ 10 mg ml−1, flash-frozen with liquid nitrogen, and stored at − 80 °C.

β-galactosidase (β-gal) was purchased from SIGMA-Aldrich (Product code G5635) and dissolved with β-gal 
buffer (25 mM HEPES pH 8.0, 50 mM NaCl, 2 mM MgCl2, 1 mM TCEP) to a final concentration of 4.0 mg ml−1. 
IPTG was supplemented to a final concentration of 5 mM, and the solution was incubated on ice for 30 min. 
β-gal was purified using Superdex 200 Increase 10/300 GL column (GE Healthcare) with the same buffer. The 
main peak was collected and concentrated to 2.0 mg ml−1, flash-frozen with liquid nitrogen and stored at − 80 °C.

Mouse apoferritin was expressed using mFth1-pET24a plasmid and an Escherichia coli strain, BL21 Star™ 
(DE3) (Thermo Fisher Scientific). After the plasmid was transformed, the cells were cultured in 4 ml of LB 
medium with 50 μg ml−1 Kanamycin and 0.5% glucose overnight. The culture was transferred into 500 ml of 
fresh culture medium and cultured at 37 °C until the optical density at 600 nm reached 0.5. Then, 1 mM IPTG 
was added, and the cultivation was continued for 4 h at 37 °C. Cells were harvested and resuspended in buffer 
A (30 mM HEPES pH 7.5, 300 mM NaCl, 1 mM MgSO4) supplemented with 1 mg ml−1 lysozyme and lysed 
by sonication. The suspension was centrifuged, and the supernatant was incubated at 70 °C for 10 min. After 
centrifugation and collecting supernatant again, the protein was precipitated by adding ammonium sulfate to a 
final concentration of ~ 53% and stirring on ice for 30 min. After centrifugation and collecting pellet, the pellet 
was washed with buffer A supplemented with ~ 53% ammonium sulfate. This washing step was repeated twice. 
The washed pellet was resuspended in 2 ml of phosphate buffered saline (PBS) and dialyzed against 500 ml of 
PBS at 4 °C overnight. Precipitation was removed by ultracentrifugation, and the solution was concentrated 
to ~ 0.9 ml, which was further purified using a Superose 6 10/300 column (GE Healthcare) equilibrated with 
20 mM HEPES pH 7.5, 150 mM NaCl. The desired fractions were collected separately, flash-frozen with liquid 
nitrogen and stored at − 80 °C.

Influenza hemagglutinin trimer (HA) (H3N2, A/Hong Kong/1/1968) was purchased from MyBioSource 
(catalog number: MBS434205) and dissolved in 1× PBS buffer to a concentration of 0.5 mg ml−1.

Epoxidation of oxidized graphene grid and negative staining.  A 3 μl solution of 1% (v/v) epichlo-
rohydrin (ECH) in water was loaded on the graphene side of an oxidized graphene grid held with a tweezer. 
After 5 min, the ECH solution was blotted with a filter paper, and the grid was washed with 5 μl of ultrapure 
water (or protein buffer not containing a compound with amino group such as Tris) three times. Then, 3 μl of 
GroEL solution (0.3 mg ml−1) was loaded on the graphene side of the grid. After 5 min, the protein solution was 
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blotted, and the grid was washed with 5 μl of the same buffer three times (see also Supplementary Movie 1). Then 
the grid was immediately stained with 3 μl of 2% uranyl acetate solution. Images were taken using a JEM-1011 
electron microscope (JEOL) at 100 kV.

CryoEM grid preparation.  The surface functionalization of oxidized graphene by 1% ECH and the protein 
loading step were performed as described above for negative staining. Protein concentration was 1.5 mg ml−1 
for GroEL-EG, GroEL-EG3m, and the β-gal-EG, 0.1 mg ml−1 for the SARS-CoV-2 Spike-EG, 1.0 mg ml−1 for 
the V1-ATPase-EG, 0.5 mg ml−1 for GAPDH-EG and HA, and 1.8 mg ml−1 for apoferritin-EG. For SARS-CoV-2 
spike protein, the stock sample was diluted with the buffer containing 20 mM HEPES (pH 7.4) and 150 mM 
NaCl. In the washing step after protein loading, the final (third) washing buffer on the grid was not blotted, 
and the tweezer holding the grid was placed in a chamber of Vitrobot™ Mark IV (Thermo Fisher Scientific) 
equilibrated at 4 °C and 100% humidity. For Spike-EG, GAPDH-EG, and HA, the grid was not washed after 
the protein loading. After a liquid ethane container was placed, the grid was blotted for 1.5 s (for all samples 
other than Spike-EG) or 2.0 s (for Spike-EG) and immediately plunged into liquid ethane. Excessive ethane was 
manually blotted with a filter paper, and the grid was stored in liquid nitrogen. For comparison, non-oxidized 
graphene grid (for GroEL-Gl, GroEL-Gh, and Spike-G) or Quantifoil grids (R1.2/1.3 Cu 200 mesh, for GroEL-
Q, Spike-Q, and GAPDH-Q) was hydrophilized by glow discharge using a JEC-3000FC sputter coater (JEOL). 
To avoid graphene breakage, a loose mask made of a thin aluminum foil was placed above the grids during the 
glow discharge for the graphene grid. A tweezer holding the grid was placed in a chamber of Vitrobot™ and 
after the liquid ethane container was placed, 3 μl of 1.5 mg ml−1 (for GroEL-Q and GroEL-Gl) or 1.0 mg ml−1 
(for GroEL-Gh) GroEL, or 0.1 mg ml−1 (for Spike-G) or 0.5 mg ml−1 (for Spike-Q) spike protein, or 0.5 mg ml−1 
(for GAPDH-Q) GAPDH solution was loaded on the graphene or carbon side. Then the grid was blotted for 
1.5 s (for GroEL-Gl and GroEL-Gh) or 2.0 s (for GroEL-Q, Spike-G, and Spike-Q) or 3.0 s (for GAPDH-Q) and 
immediately plunged into liquid ethane. Excessive ethane was manually blotted with a filter paper, and the grid 
was stored in liquid nitrogen.

CryoEM data collection for SPA.  All the cryoEM image datasets were acquired using SerialEM39, 
yoneoLocr43, and JEM-Z300FSC (CRYO ARM™ 300, JEOL) operated at 300 kV with a K3 direct electron detec-
tor (Gatan, Inc.) in the CDS mode. The Ω-type in-column energy filter was operated with a slit width of 20 eV 
for zero-loss imaging. For the GroEL-EG, GroEL-Gl, GroEL-Gh, GroEL-EG3m, and GAPDH-EG dataset, nomi-
nal magnification was 60,000×. Defocus varied between − 0.5 and − 2.0 μm. Each movie was fractionated to 40 
frames (0.07 s each, total exposure 2.8 s) with a total dose of 40 e−/Å2 for the GroEL-EG, GroEL-Gl, GroEL-Gh, 
and GAPDH-EG dataset. For the GroEL-Q, GroEL-EG3m, and GAPDH-Q dataset, three movies were collected 
from one hole, and each movie was fractionated to 40 frames (0.083 s each, total exposure 3.3 s for GroEL-Q, 
0.063 s each, total exposure 2.6 s for GroEL-EG3m, and 0.081 s each, total exposure 3.2 s for GAPDH-Q) with a 
total dose of 40 e−/Å2. For the Spike-EG, Spike-Q, and HA dataset, nominal magnification was 60,000×. Defocus 
varied between − 0.5 and − 2.0 μm. Each movie was fractionated to 60 frames (0.05 s each, total exposure 3.0 s) 
with a total dose of 60 e−/Å2. For the V1-ATPase-EG dataset, nominal magnification was 50,000×. Defocus 
varied between − 1.0 and − 2.5 μm. Each movie was fractionated to 48 frames (0.084 s each, total exposure 4.0 s) 
with a total dose of 62 e−/Å2. For the β-gal-EG dataset, nominal magnification was 100,000×. Defocus varied 
between − 0.5 and − 2.0 μm. Each movie was fractionated to 40 frames (0.065 s each, total exposure 2.6 s) with 
a total dose of 40 e−/Å2. For the apoferritin-EG dataset, nominal magnification was 120,000×. Defocus varied 
between − 0.3 and − 1.3 μm. Each movie was fractionated to 64 frames (0.025 s each, total exposure 1.6 s) with a 
total dose of 40 e−/Å2. More parameters are summarized in Supplementary Table 1.

SPA image processing.  The movies were motion corrected using MotionCor244, and CTFs were estimated 
using CTFFIND 4.145. All the following steps were performed using RELION 3.146 except GroEL-Q, GroEL-
EG3m, and GAPDH-Q. RELION 4.047 was used for processing for GroEL-Q, GroEL-EG3m, and GAPDH-Q. 
Only the images whose CTF max resolutions were beyond 5 Å were selected, and the resulting number of images 
are referred to as Initial images. For GroEL-EG3m, 1209 movies were processed, and 500 micrographs were 
randomly selected after the CTF max resolutions beyond 5 Å selection and processed in the following steps. 
Laplacian of Gaussian (LoG)-based auto-picking was performed for small number of images to generate the 2D 
class averages, which were then used as a template for second auto-picking for all images. Picked particles were 
extracted with 1–4× binning, and the resulting number of particles was referred to as the initial particle number. 
Several rounds of 2D classification were carried out to remove bad particles. For GroEL-EG3m, one round of 2D 
classification was performed. Initial 3D model was generated with C1 symmetry, and then D7 (for GroEL) or 
D2 (for GAPDH and β-gal) symmetry was applied to the resulting maps. No symmetry was applied for SARS-
CoV-2 spike protein and V1-ATPase. 3D classification (into 4 classes) with C1 symmetry was conducted to 
exclude bad particles, and the number of remaining particles was referred to as the final particle number except 
the GAPDH-EG and β-gal-EG datasets. The remaining particles were re-extracted with a larger box size, and 3D 
auto-refine applying D7 (for GroEL) or D2 (for β-gal) symmetry was performed. After a soft mask around the 
map was generated, the resulting map was post-processed and sharpened. After several rounds of CTF refine-
ment and Bayesian polishing with divided optics groups of 6 (for GroEL-Q), 8 (for GAPDH-EG), 10 (for GroEL-
EG, GroEL-EG3m, and Spike-Q), 11 (for GroEL-Gl and V1-ATPase-EG), 12 (for Spike-EG), 13 (for GroEL-Gh), 
and 16 (for β-gal-EG), 3D auto-refine and post-processing were conducted again. For the GAPDH-EG and 
β-gal-EG datasets, particles were re-selected with rlnMaxValueProbDistribution = 0.05 criteria (the number of 
remaining particles was referred to as the final particle number), and 3D auto-refine and post-processing were 
conducted to generate the final map.
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For apoferritin, in total 793,398 particles picked by using 2D class averages template were extracted from 
7500 images (Supplementary Table 1) with a box of 512 × 512 pixels and divided into 25 groups as optical groups 
according to the time of data collection. After the particle selection by 2D classification, an initial model was 
generated, and the selected particles were subjected to several rounds of 3D auto-refine with O symmetry and 
post-processing with CTF refinement and Bayesian polishing. Then the particles were regrouped into 12 by the 
range of beam tilt X, Y (0.1 milli-radian increments) and further regrouped into 300 (= 12 × 25:5 × 5 multi-hole 
shots) by image shift. Regrouped particles were subjected to another round of CTF refinement, 3D auto-refine, 
and post-processing. Then the particles were further selected with rlnMaxValueProbDistribution = 0.04 criteria, 
and the selected 527,261 particles were subjected to another rounds of Bayesian polishing with a larger box size 
(600 × 600), 3D auto-refine, and post-processing. Finally, the Ewald sphere correction and another round of 
post-processing was applied to generate the final map.

The map resolutions were estimated by the gold-standard Fourier shell correlation (FSC = 0.143) criterion. 
The FSC curves and sphericities were calculated using 3DFSC server30 (https://​3dfsc.​salk.​edu). The efficiencies 
in particle orientational distributions were calculated using cryoEF31. The Rosenthal-Henderson B-factors29 were 
calculated and plotted using bfactor_plot.py script in RELION34. Structural analysis and figure preparation were 
performed using UCSF Chimera48 and ChimeraX49.

Tomography.  The datasets for tomography were acquired for the same grid as the GroEL-EG or GroEL-
Gh dataset was collected using JEM-Z300FSC (CRYO ARM™ 300, JEOL) operated at 300 kV with a K3 direct 
electron detector (Gatan, Inc.) in CDS mode. The Ω-type in-column energy filter was operated with a slit 
width of 20  eV for zero-loss imaging. For GroEL-EG, the nominal magnification was 40,000×, correspond-
ing to 1.25 Å/pixel. Defocus was set to − 3.0 μm. The tilt angle varied from − 60º to 60º with 3º increment to 
acquire 41 movies using SerialEM39, and the order of tilt series was as the following tilt angle in degree: (0, 3, 6, 
9) -> (− 3, − 6, − 9) -> (12, 15, 18) -> (− 12, − 15, − 18) -> (21, 24, 27) -> (− 21, − 24, − 27) -> (30, 33, 36) -> (− 30, − 33
, − 36) -> (39, 42, 45) -> (− 39, − 42, − 45, − 48, − 51, − 54, − 57, − 60) -> (48, 51, 54, 57, 60). Each movie was fraction-
ated to 5 frames (0.1 s each, total exposure 0.5 s per tilt angle) with a total dose of 98 e−/Å2. For GroEL-Gh, the 
nominal magnification was 20,000×, corresponding to 2.37 Å/pixel. Defocus was set to − 3.0 μm. The tilt angle 
varied from − 60º to 60º with 3º increment to acquire 41 movies using SerialEM39, and the order of tilt series was 
as the following tilt angle in degree: (0, 3, 6) -> (− 3, − 6) -> (9, 12) -> (− 9, − 12) -> (15, 18) -> (− 15, − 18) -> (21, 
24) -> (− 21, − 24) -> (27, 30) -> (− 27, − 30) -> (33, 36) -> (− 33, − 36) -> (39, 42) -> (− 39, − 42) -> (45, 48, 51, 54, 
57, 60) -> (− 45, − 48, − 51, − 54, − 57, − 60). Each movie was fractionated to 5 frames (0.25 s each, total exposure 
1.25 s per tilt angle) with a total dose of 40 e−/Å2. Tomograms were reconstructed using IMOD50. Images were 
aligned without using gold nanoparticles by patch tracking (for GroEL-EG) or by tracking ice contaminations 
as seeds (for GroEL-Gh).

Data availability
Density maps and raw multi-frame movies are available at EMDB and EMPIAR with accession codes EMD-31310 
and EMPIAR-10948 (GroEL-EG), EMD-34743 and EMPIAR-11304 (GroEL-Q), EMD-31311 and EMPIAR-10949 
(GroEL-Gl), EMD-32159 and EMPIAR-10954 (GroEL-Gh), EMD-34106 and EMPIAR-11170 (GroEL-EG3m), 
EMD-32160 and EMPIAR-10951 (SARS-CoV-2 Spike-EG), EMD-32161 and EMPIAR-10952 (SARS-CoV-2 
Spike-Q), EMD-31312 (V1-ATPase-EG), EMD-32162 and EMPIAR-10955 (GAPDH-EG), EMD-31313 and 
EMPIAR-10950 (β-galactosidase-EG), and EMD-31314 and EMPIAR-10953 (apoferritin-EG), respectively.

Received: 18 November 2022; Accepted: 3 February 2023

References
	 1.	 Dubochet, J. et al. Cryo-electron microscopy of vitrified specimens. Q. Rev. Biophys. 21, 129–228 (1988).
	 2.	 Ravelli, R. B. G. et al. Cryo-EM structures from sub-nl volumes using pin-printing and jet vitrification. Nat. Commun. 11, 2563 

(2020).
	 3.	 Dandey, V. P. et al. Spotiton: New features and applications. J. Struct. Biol. 202, 161–169 (2018).
	 4.	 Razinkov, I. et al. A new method for vitrifying samples for cryoEM. J. Struct. Biol. 195, 190–198 (2016).
	 5.	 Jain, T., Sheehan, P., Crum, J., Carragher, B. & Potter, C. S. Spotiton: a prototype for an integrated inkjet dispense and vitrification 

system for cryo-TEM. J. Struct. Biol. 179, 68–75 (2012).
	 6.	 Lee, J. et al. Shear free and blotless cryo-TEM imaging: a new method for probing early evolution of nanostructures. Langmuir 28, 

4043–4046 (2012).
	 7.	 Arnold, S. A. et al. Blotting-free and lossless cryo-electron microscopy grid preparation from nanoliter-sized protein samples and 

single-cell extracts. J. Struct. Biol. 197, 220–226 (2017).
	 8.	 Feng, X. et al. A fast and effective microfluidic spraying-plunging method for high-resolution single-particle cryo-EM. Structure 

25, 663–670 (2017).
	 9.	 D’Imprima, E. et al. Protein denaturation at the air-water interface and how to prevent it. Elife 8, e42747 (2019).
	10.	 Drulyte, I. et al. Approaches to altering particle distributions in cryo-electron microscopy sample preparation. Acta Crystallogr. 

D Struct. Biol. 74, 560–571 (2018).
	11.	 Glaeser, R. M. How good can cryo-EM become?. Nat. Methods 13, 28–32 (2016).
	12.	 Grassucci, R. A., Taylor, D. J. & Frank, J. Preparation of macromolecular complexes for cryo-electron microscopy. Nat. Protoc. 2, 

3239–3246 (2007).
	13.	 Han, Y. et al. High-yield monolayer graphene grids for near-atomic resolution cryoelectron microscopy. Proc. Natl. Acad. Sci. USA 

117, 1009–1014 (2020).
	14.	 Pantelic, R. S. et al. Graphene: Substrate preparation and introduction. J. Struct. Biol. 174, 234–238 (2011).
	15.	 Benjamin, C. J. et al. Selective capture of histidine-tagged proteins from cell lysates using TEM grids modified with NTA-graphene 

oxide. Sci. Rep. 6, 32500 (2016).

https://3dfsc.salk.edu


14

Vol:.(1234567890)

Scientific Reports |         (2023) 13:2279  | https://doi.org/10.1038/s41598-023-29396-0

www.nature.com/scientificreports/

	16.	 Liu, N. et al. Bioactive functionalized monolayer graphene for high-resolution cryo-electron microscopy. J. Am. Chem. Soc. 141, 
4016–4025 (2019).

	17.	 Wang, F. et al. General and robust covalently linked graphene oxide affinity grids for high-resolution cryo-EM. Proc. Natl. Acad. 
Sci. USA 117, 24269–24273 (2020).

	18.	 Wang, F. et al. Amino and PEG-amino graphene oxide grids enrich and protect samples for high-resolution single particle cryo-
electron microscopy. J. Struct. Biol. 209, 107437 (2020).

	19.	 Naydenova, K., Peet, M. J. & Russo, C. J. Multifunctional graphene supports for electron cryomicroscopy. Proc. Natl. Acad. Sci. 
USA 116, 11718–11724 (2019).

	20.	 Santamaria-Juarez, G. et al. Safer modified Hummers’ method for the synthesis of graphene oxide with high quality and high yield. 
Mater. Res. Express 6, 125631 (2019).

	21.	 Hummers, W. S. & Offeman, R. E. Preparation of graphitic oxide. J. Am. Chem. Soc. 80, 1339–1339 (1958).
	22.	 Russo, C. J. & Passmore, L. A. Controlling protein adsorption on graphene for cryo-EM using low-energy hydrogen plasmas. Nat. 

Methods 11, 649–652 (2014).
	23.	 Ohkubo, K. & Hirose, K. Light-driven C–H oxygenation of methane into methanol and formic acid by molecular oxygen using a 

perfluorinated solvent. Angew. Chem. Int. Ed. Engl. 57, 2126–2129 (2018).
	24.	 Ohkubo, K., Asahara, H. & Inoue, T. Photochemical C–H oxygenation of side-chain methyl groups in polypropylene with chlorine 

dioxide. Chem. Commun. 55, 4723–4726 (2019).
	25.	 Hota, P., Miah, M., Gupta, A., Chakravorty, D. & Saha, S. K. Epichlorohydrin functionalized graphene oxide for superior Li+ ion 

conduction and supercapacitor application. Mater. Chem. Phys. 223, 447–455 (2019).
	26.	 Liu, J. W., Yang, T., Chen, S., Chen, X. W. & Wang, J. H. Nickel chelating functionalization of graphene composite for metal affinity 

membrane isolation of lysozyme. J. Mater. Chem. B 1, 810–818 (2013).
	27.	 Joseph, A. P. et al. Refinement of atomic models in high resolution EM reconstructions using Flex-EM and local assessment. 

Methods 100, 42–49 (2016).
	28.	 Roh, S. H. et al. Subunit conformational variation within individual GroEL oligomers resolved by Cryo-EM. Proc. Natl. Acad. Sci. 

U. S. A. 114, 8259–8264 (2017).
	29.	 Rosenthal, P. B. & Henderson, R. Optimal determination of particle orientation, absolute hand, and contrast loss in single-particle 

electron cryomicroscopy. J. Mol. Biol. 333, 721–745 (2003).
	30.	 Tan, Y. Z. et al. Addressing preferred specimen orientation in single-particle cryo-EM through tilting. Nat. Methods 14, 793–796 

(2017).
	31.	 Naydenova, K. & Russo, C. J. Measuring the effects of particle orientation to improve the efficiency of electron cryomicroscopy. 

Nat. Commun. 8, 629 (2017).
	32.	 McFarlane, C. R. et al. Structural basis of light-induced redox regulation in the Calvin–Benson cycle in cyanobacteria. Proc. Natl. 

Acad. Sci. USA 116, 20984–20990 (2019).
	33.	 Merk, A. et al. 1.8 Å resolution structure of beta-galactosidase with a 200 kV CRYO ARM electron microscope. IUCrJ 7, 639–643 

(2020).
	34.	 Zivanov, J. et al. New tools for automated high-resolution cryo-EM structure determination in RELION-3. Elife 7, e42166 (2018).
	35.	 Nakane, T. et al. Single-particle cryo-EM at atomic resolution. Nature 587, 152–156 (2020).
	36.	 Zheng, L. et al. Uniform thin ice on ultraflat graphene for high-resolution cryo-EM. Nat. Methods 20, 123–130 (2022).
	37.	 Maeda, R. et al. A panel of nanobodies recognizing conserved hidden clefts of all SARS-CoV-2 spike variants including Omicron. 

Commun. Biol. 5, 669 (2022).
	38.	 Jia, Y. K., Chen, J. X., Asahara, H., Asoh, T. A. & Uyama, H. Polymer surface oxidation by light-activated chlorine dioxide radical 

for metal–plastics adhesion. ACS Appl. Polym. Mater. 1, 3452–3458 (2019).
	39.	 Mastronarde, D. N. Automated electron microscope tomography using robust prediction of specimen movements. J. Struct. Biol. 

152, 36–51 (2005).
	40.	 Schindelin, J. et al. Fiji: An open-source platform for biological-image analysis. Nat. Methods 9, 676–682 (2012).
	41.	 Kishikawa, J., Nakanishi, A., Furuike, S., Tamakoshi, M. & Yokoyama, K. Molecular basis of ADP inhibition of vacuolar (V)-type 

ATPase/synthase. J. Biol. Chem. 289, 403–412 (2014).
	42.	 Imamura, H., Ikeda, C., Yoshida, M. & Yokoyama, K. The F subunit of Thermus thermophilus V1-ATPase promotes ATPase activity 

but is not necessary for rotation. J. Biol. Chem. 279, 18085–18090 (2004).
	43.	 Yonekura, K., Maki-Yonekura, S., Naitow, H., Hamaguchi, T. & Takaba, K. Machine learning-based real-time object locator/evalu-

ator for cryo-EM data collection. Commun. Biol. 4, 1044 (2021).
	44.	 Zheng, S. Q. et al. MotionCor2: Anisotropic correction of beam-induced motion for improved cryo-electron microscopy. Nat. 

Methods 14, 331–332 (2017).
	45.	 Rohou, A. & Grigorieff, N. CTFFIND4: Fast and accurate defocus estimation from electron micrographs. J. Struct. Biol. 192, 

216–221 (2015).
	46.	 Zivanov, J., Nakane, T. & Scheres, S. H. W. Estimation of high-order aberrations and anisotropic magnification from cryo-EM data 

sets in RELION-3.1. IUCrJ 7, 253–267 (2020).
	47.	 Kimanius, D., Dong, L., Sharov, G., Nakane, T. & Scheres, S. H. W. New tools for automated cryo-EM single-particle analysis in 

RELION-4.0. Biochem. J. 478, 4169–4185 (2021).
	48.	 Pettersen, E. F. et al. UCSF Chimera—A visualization system for exploratory research and analysis. J. Comput. Chem. 25, 1605–1612 

(2004).
	49.	 Pettersen, E. F. et al. UCSF ChimeraX: Structure visualization for researchers, educators, and developers. Protein Sci. 30, 70–82 

(2021).
	50.	 Kremer, J. R., Mastronarde, D. N. & McIntosh, J. R. Computer visualization of three-dimensional image data using IMOD. J. Struct. 

Biol. 116, 71–76 (1996).

Acknowledgements
We thank Haruaki Yanagisawa and Masahide Kikkawa for the plasmid of mouse apoferritin, Miki Kinoshita for 
expression and purification of apoferritin, Chun-ming Zhang, Yusuke Yasuda, and Ryo Kanno for expression, 
purification, and data collection of GAPDH, Kanato Arita for movie preparation, Seina Yarimizu for storage test 
of the oxidized graphene grids, Masataka Hasegawa and Yoshinori Koga for CVD graphene sheet samples pro-
duced by AirMembrane, and JEOL engineers and staffs for their help and efforts in the development of the CRYO 
ARM™ electron cryomicroscope for high-throughput data collection. This work was supported by: JST OPERA 
(Open Innovation with Enterprises, Research Institute and Academia) grant JPMJOP1861 (T.I., K.N.); NEDO 
(New Energy and Industrial Technology Development Organization) grant 16102003-0 (T.I.) and 17101509-0 
(H.A.); JSPS KAKENHI grant JP25000013 (K.N.) and JP20K22630 (J.F.); AMED BINDS (Platform Project for 
Supporting Drug Discovery and Life Science Research (BINDS) grant JP19am0101117 (K.N.); AMED CiCLE 



15

Vol.:(0123456789)

Scientific Reports |         (2023) 13:2279  | https://doi.org/10.1038/s41598-023-29396-0

www.nature.com/scientificreports/

(Cyclic Innovation for Clinical Empowerment) grant JP17pc0101020 (K.N.); JEOL YOKOGUSHI Research 
Alliance Laboratories of Osaka University (K.N.).

Author contributions
T.I. and K.N. conceptualized, administrated, and supervised the project. J.F., F.M., H.A., and M.M. designed 
the experiments. J.F., H.A. M.M. and S.K. prepared and analyzed EG-grid. J.F., S.K., I.A., and J.K. prepared 
the protein samples. J.F., F.M., J.K. and T.K. performed cryoEM experiments. J.F., F.M. and H.A. prepared the 
graphics and illustrations. J.F., F.M., H.A., T.I. and K.N. wrote the first draft of the manuscript. J.F., F.M., H.A., 
M.M., I.A., J.K., Y.M., T.K., K.N., and T.I. reviewed and commented on the manuscript. All authors approved 
the reviewed manuscript.

Competing interests 
The authors declare no competing interests.

Additional information
Supplementary Information The online version contains supplementary material available at https://​doi.​org/​
10.​1038/​s41598-​023-​29396-0.

Correspondence and requests for materials should be addressed to K.N. or T.I.

Reprints and permissions information is available at www.nature.com/reprints.

Publisher’s note  Springer Nature remains neutral with regard to jurisdictional claims in published maps and 
institutional affiliations.

Open Access   This article is licensed under a Creative Commons Attribution 4.0 International 
License, which permits use, sharing, adaptation, distribution and reproduction in any medium or 

format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the 
Creative Commons licence, and indicate if changes were made. The images or other third party material in this 
article are included in the article’s Creative Commons licence, unless indicated otherwise in a credit line to the 
material. If material is not included in the article’s Creative Commons licence and your intended use is not 
permitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from 
the copyright holder. To view a copy of this licence, visit http://​creat​iveco​mmons.​org/​licen​ses/​by/4.​0/.

© The Author(s) 2023

https://doi.org/10.1038/s41598-023-29396-0
https://doi.org/10.1038/s41598-023-29396-0
www.nature.com/reprints
http://creativecommons.org/licenses/by/4.0/

	Epoxidized graphene grid for highly efficient high-resolution cryoEM structural analysis
	Results
	Characterization of ClO2· oxidized grapheme. 
	Protein binding activity of the EG-grid. 
	CryoEM image analysis of GroEL on the EG-grid. 
	GroEL particle locations within the ice layer on the EG-grid. 
	Storage of ClO2· oxidized graphene grid. 
	CryoEM image analysis of SARS-CoV-2 spike protein on the EG-grid. 
	CryoEM analysis of V1-ATPase, GAPDH, β-galactosidase, and apoferritin on the EG-grid. 

	Discussion
	Methods
	Graphene grid fabrication. 
	Oxidation of graphene grid. 
	Fluorination of graphene grid. 
	Surface analysis of grapheme. 
	Protein preparation. 
	Epoxidation of oxidized graphene grid and negative staining. 
	CryoEM grid preparation. 
	CryoEM data collection for SPA. 
	SPA image processing. 
	Tomography. 

	References
	Acknowledgements


