
RSC Advances

PAPER

O
pe

n 
A

cc
es

s 
A

rt
ic

le
. P

ub
lis

he
d 

on
 0

9 
Se

pt
em

be
r 

20
19

. D
ow

nl
oa

de
d 

on
 1

1/
16

/2
02

5 
3:

37
:3

5 
PM

. 
 T

hi
s 

ar
tic

le
 is

 li
ce

ns
ed

 u
nd

er
 a

 C
re

at
iv

e 
C

om
m

on
s 

A
ttr

ib
ut

io
n 

3.
0 

U
np

or
te

d 
L

ic
en

ce
.

View Article Online
View Journal  | View Issue
Preparation of ce
aDepartment of New Biology, Daegu Gyeong

(DGIST), 333 Techno Jungang Daero, Hyeon

Republic of Korea. E-mail: dwmoon@dgist.a
bDivision of Technology Business, National

(NINT), Pohang University of Science and T

Nam-Gu, Pohang, Gyeongbuk, 37673, Repub
cDepartment of Robotics Engineering, Dae

Technology (DGIST), 333 Techno Jungang

Daegu, 42988, Republic of Korea

† Electronic supplementary informa
10.1039/c9ra05205d

‡ These authors contributed to the work eq
authors.

Cite this: RSC Adv., 2019, 9, 28432

Received 9th July 2019
Accepted 6th September 2019

DOI: 10.1039/c9ra05205d

rsc.li/rsc-advances

28432 | RSC Adv., 2019, 9, 28432–284
llular samples using graphene
cover and air-plasma treatment for time-of-flight
secondary ion mass spectrometry imaging†

Heejin Lim,‡a Sun Young Lee,‡b Dae Won Moon *a and Jae Young Kim *ac

We report on sample preparation methods based on plasma treatment for an improvement of multiple

molecular ion images of cellular membranes in the ToF-SIMS method. The air-plasma treatment of fixed

cellular samples efficiently removed the organic residues of any solutions used during sample

preparation and improved the quality of ToF-SIMS images due to the resulting clean surface. We also

studied cell preparation methods that combine single-layer graphene covering with air-plasma

treatment to achieve a synergistic effect that eliminates background spectra by organic impurities while

minimizing morphological cell deformation in a vacuum environmental analysis. When the cellular

sample on the glass substrate is completely covered with the single-layer graphene, the cells trapped

between the graphene and the substrate can effectively reduce morphological deformation by slow-

dehydration. After slow-dehydration of cells is completed inside the graphene-cover, the covered

graphene layer can be peeled off by air-plasma treatment, and the unwanted organic residues on the

surface of cells and substrate can also be removed by plasma cleaning, thereby much improving ion

imaging of cells with the ToF-SIMS method. It is confirmed that the cell samples in which the graphene-

cover was removed by air-plasma treatment maintained their morphology well in comparison with the

rapid air-dried cells in atomic force microscopy (AFM) and ToF-SIMS images.
Introduction

Time-of-ight secondary ion mass spectrometry (ToF-SIMS) is
a promising mass spectrometry (MS) imaging technique with
a surface specicity and submicron spatial resolution using
accelerated ion beams in a vacuum environment1,2 and can
image multiple unlabelled lipids, metabolites, and small
molecules of cellular membranes in parallel.3,4 Since ToF-SIMS
operates under an ultrahigh vacuum environment, biological
samples such as cells and tissues should be properly prepared
to be compatible with vacuum conditions, such as by chemical
xation followed by dehydration, freeze drying, or frozen
hydration method.5–8 Compared to chemical xation, frozen
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hydrated sample preparation has been more recognized for
preserving cell morphology and native distribution of molecules
including diffusible ions, as well as for enhancing molecular
ion intensities for phospholipids for ToF-SIMS imaging of
hydrated cells.9,10 Despite the aforementioned advantages,
a frozen hydration method requires laborious, painstaking
procedures for reproducible results, as well as special equip-
ment like a liquid nitrogen cooled stage to keep samples frozen
during the analysis. This complicated sample preparation
method was unattractive to researchers in the life sciences, who
are more familiar with relatively facile chemical xed sample
preparation, which has been well established for electron
microscopy.

Chemical xation generally involves crosslinking the
proteins with formaldehyde or glutaraldehyde and then air-
drying the samples; If necessary, samples can be post-xed by
crosslinking the lipids with osmium tetroxide before drying.
Prior studies showed that chemical xation also can maintain
the ne cell-surface structure and spatial integrity of lipids in
cell membranes.8,11 One of the common concerns in preparing
cells and tissues for ToF-SIMS imaging is that extracellular
medium containing biological salts such as Na+, K+, and Cl�

should be thoroughly removed. Otherwise, the salts contribute
to isobaric interferences and reduction of organic secondary ion
yields, entailing an adverse effect on the analysis and imaging of
the membrane lipids.12 Various rinsing methods, which also
This journal is © The Royal Society of Chemistry 2019
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should not damage samples, have been suggested to remove
biological salts from the sample.12,13 Another main concern is
that natively hydrated biological samples can be easily
deformed or cracked while drying the samples.8,14 Although
critical point drying or alcohol dehydration is an established
method of dehydrating delicate biological samples while
avoiding surface tension effects due to liquid water vapor-
ization,5,6 the usage of alcohol was determined to lead to
a signicant loss of cell membrane lipids.8

Here, we report on facile sample preparation method using
graphene and air-plasma treatment for ToF-SIMS imaging of
intact cellular membranes with improved quality of multiple
molecular ion images at a submicron lateral resolution. Gra-
phene,15 a gas-impermeable carbon honeycomb mesh, has
recently enabled electron microscopy imaging of hydrated cells
under vacuum environment.16,17 Our protocol basically starts
with chemical xation of cells and shuns rapid air-drying by
coating wet cells on a culturing glass with graphene, which
helps maintain the cell morphology. The three-dimensional
(3D) structure of graphene-covered cells was better preserved
than that of air-dried cells, as determined by atomic force
microscopy (AFM). Since ToF-SIMS is a surface-sensitive anal-
ysis that only allows analysis of the upper one to twomonolayers
of the sample due to the escape depth of secondary ions,18 even
trivial contaminations on the surface can cause serious adverse
effects on ToF-SIMS analysis. Graphene-covered cells were
treated by air-plasma in order to not only gently remove the
graphene cover, but also to remove impurities on the surface,
thereby exposing clean cellular membranes to the surface.

We found that air-plasma treatment efficiently removed
residual impurities of any solutions used during sample prep-
aration and that the resulting clean surface facilitated the
improved quality of ToF-SIMS images. Besides, graphene
removed cells by air-plasma treatment also better maintained
the morphology compared to air-dried cells as highlighted in
ToF-SIMS images. We also examined graphene-covered cells
before and aer air-plasma treatment with different plasma-
treated periods using helium ion microscopy (HIM). As
a result, one minute of air-plasma treatment seems optimal to
completely remove graphene without cell damage and simul-
taneously enhance ToF-SIMS imaging of cellular membranes by
plasma cleaning.
Materials and methods
Time-of-ight secondary ion mass spectrometry (ToF-SIMS)
imaging

ToF-SIMS analysis was conducted on a ToF-SIMS 5-100
instrument (ION-TOF, Münster, Germany) using a pulsed 30
keV Bi3

+ primary ion beam in delayed extraction mode for
positive and negative ion ToF-SIMS images over a 500 � 500
mm2 or 200 � 200 mm2 area with 256 � 256 pixels. Internal
mass calibration for ToF-SIMS spectra was performed using
the peaks of CH3

+, Na+, C2H3
+, C3H5

+ and C4H7
+ for positive

ion mode and C�, C2
�, C3

�, and C4
� for negative ion mode

before further analysis.
This journal is © The Royal Society of Chemistry 2019
Cell culture

A549 human lung carcinoma cells (ATCC, CCL-185) were plated
on 12 mm-diameter cover glasses at 37 �C, 5% CO2 in an
incubator and grown overnight in culture medium [Roswell
Park Memorial Institute Medium (RPMI-1640) containing L-
glutamine supplemented with 10% (v/v) fetal bovine serum
(FBS), 50 mg per ml penicillin–streptomycin and 100 mg per ml
Neomycin, all purchased from Gibco, except Neomycin from
Sigma Aldrich].
Chemical xation and air-plasma treatment

For chemical xation with formaldehyde, cells were washed for
5 min three times with phosphate buffered saline (Gibco, PBS)
and xed in 10% formalin solution (Sigma Aldrich) for 10 min
at room temperature (RT). Aer xation, the xed cells were
washed with PBS and with distilled water (DW) each three
times, and then air-dried. The xed cells were treated by air-
plasma using a plasma chamber (CUTE, Femto Science Inc.,
South Korea) at 1.1–1.3 Torr, 50 kHz, 100 W, and 70 sccm of air
for 5 min.
Graphene transfer on cells and air-plasma treatment

Cells xed with 10% formalin solution were used for graphene-
covered cells. The entire process for sample preparation was
performed as shown in Fig. S1.† CVD graphene grown on Cu foil
was purchased from Graphene Platform, Japan. The backside
graphene of Cu foil was etched away by O2 plasma reaction ion
etching (RIE) and then the Cu foil was etched by 0.1 M
ammonium persulfate solution (DAEJUNG, Korea) for 4 h. The
graphene was rinsed in DW several times. Fixed cells stored in
PBS were rinsed three times in DW, and then graphene was
transferred onto the cells by scooping the culturing glass up
from under graphene oating on the surface of DW and air-
dried. Graphene-covered cells were treated by air-plasma
using a plasma chamber (CUTE, Femto Science Inc., South
Korea) at 1.1–1.3 Torr, 50 kHz, 100W, and 70 sccm of air for 1, 3,
and 5 min.
Cellular sample characterization

For HIM imaging, HIM measurements were performed on an
Orion NanoFab instrument (Carl Zeiss, USA) at 30 keV of beam
energy and 0.3–0.9 pA of probe current. Electron ood gun was
used to compensate charging effects for biological samples
without graphene or metal coating. For Raman spectroscopy
analysis, graphene transferred on cells and the same region
treated by air-plasma aerward were analyzed (Nicolet Almega
XR, Thermo Scientic, USA) using a 532 nm laser source. For
atomic force microscopy (AFM), topographical images of air-
dried cells, graphene-covered cells, and graphene-removed
cells over 90 � 90 mm2 with 256 � 256 pixels were acquired by
large sample atomic force microscope (XE-150, Park Systems,
Korea) at 0.3 Hz scan rate.
RSC Adv., 2019, 9, 28432–28438 | 28433
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Results and discussion
Synergy between graphene preserving cell morphology and
air-plasma treatment cleaning cell surface enhances ToF-SIMS
imaging

We developed a facile method of preparing well-preserved bio-
logical samples using single-layer graphene and air-plasma
treatment for improvement of ToF-SIMS imaging. Illustrative
schematics (Fig. 1A–C) represent three distinctive procedures of
cell preparations based on chemical xation: conventional
method (water rinsing and air-drying of xed cells), conven-
tional method with air-plasma treatment aer drying, and our
proposed method, where xed cells are covered with graphene
and air-dried. Once drying is completed, air-plasma treatment
is applied to the cells for the latter two procedures. Cells
prepared by our protocol using both graphene and air-plasma
treatment are called graphene-removed cells in this paper for
convenience. The morphological distinction between air-dried
cells (Fig. 1D and E) and graphene removed cells (Fig. 1F)
clearly manifested as shown in total positive ions ToF-SIMS
images. The topographic images of AFM reveal that cells
prepared without graphene were subjected to damage while
drying in air and ended up shrunk in size (Fig. 1G), whereas the
cellular volume and morphology were well maintained in cells
covered with graphene (Fig. 1H) and even aer graphene was
removed by air-plasma treatment with minor shrinkage
(Fig. 1I). HIM with surface sensitivity and sub-nanometer
resolution19–21 is useful to examine the quality of graphene
Fig. 1 Cellular sample preparations for ToF-SIMS imaging and their chara
A549 cells after chemically fixed and water-rinsed. (D–F) ToF-SIMS image
in air (A and D), air-plasma treatment after drying (B and E), and a co
eventually removing graphene (C and F). (G–I) AFM images for air-dried
show that graphene enables the preservation of cellular morphology. (J a
air-plasma treatment (K) reveal that graphenewas completely removed by
(F) for graphene-removed cells. Scale bar, 100 mm (D–F), 50 mm (J and

28434 | RSC Adv., 2019, 9, 28432–28438
transfer on cells and morphology of biological samples without
metal coating; the HIM images conrmed that the graphene
was completely removed from the cells by air-plasma treatment
without noticeable distortion (Fig. 1J and K).

High-quality ToF-SIMS images of graphene removed cells
with submicron resolution, high contrast, and reduced back-
ground signals represented cell morphology well to match one
as in HIM images of the cells. Furthermore, ToF-SIMS provides
abundant information on molecular maps, particularly lipid
distribution in cell membranes. The representative ToF-SIMS
images (Fig. 2) for A549 cells prepared by the three different
methods show the distributions of phosphocholine at
C5H15NPO4

+ (m/z ¼ 184.03), cholesterol at C27H45
+ (m/z ¼

369.21), and various fatty acids such as linoleic acid at
C18H31O2

� (m/z ¼ 279.25), oleic acid at C18H33O2
� (m/z ¼

281.28), and stearic acid at C18H35O2
� (m/z ¼ 283.29). To

examine the effects of air-plasma on ToF-SIMS imaging of cells,
ToF-SIMS images of the cells before and aer 5 min air-plasma
treatment for air-dried xed A549 cells were compared. Cellular
samples can be easily contaminated by any substances, even
washing solutions, through the preparation procedure in the
atmosphere, which contributes to unwanted background mass
spectra without air-plasma treatment, resulting in blurred ToF-
SIMS images of both positive ions and negative ions (Fig. 2A).
Aer ToF-SIMS imaging, the same cells were treated by air-
plasma and the same spot was analyzed again by ToF-SIMS,
revealing that air-plasma treatment reduced the background
signals sufficiently that ToF-SIMS images of the cells became
cterizations. (A–C) Schematics of three differentmethods for preparing
s of total positive ions for A549 cells prepared by each method: drying
mbination of graphene transfer, air drying, and air-plasma treatment
cells (G), graphene covered cells (H), and graphene removed cells (I)
nd K) HIM images of graphene covered cells before (J) and after 5 min
air plasma. The HIM images clearly correspond to one of the ToF-SIMS

K).

This journal is © The Royal Society of Chemistry 2019
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Fig. 2 ToF-SIMS lipid imaging of A549 cell membranes prepared by three different methods. (A–C) Optical images and ToF-SIMS images of (left
to right) phosphocholine, cholesterol, linoleic acid, oleic acid, and stearic acid for air-dried cells before (A) and after air-plasma treatment (B), and
graphene removed cells (C). Scale bar, 100 mm (A–C).

Fig. 3 Graphene removal by air-plasma treatment. (A and B) HIM
images for graphene-covered fixed A549 cells. White arrows in the HIM
images indicate cracks and wrinkles in graphene. (C–E) ToF SIMS image
of total positive ion (C) and HIM images (D and E) for graphene-removed
A549 cells by 5 min air-plasma treatment. Cracks and wrinkles in gra-
phene disappeared after graphene removed by air-plasma, as indicated
with white arrows in the HIM images. The enlargedHIM images (B and E)
were acquired from the area indicated with a white rectangle in low-
magnified HIM images (A and D). (F) Raman spectroscopy of graphene-
covered samples before and after 5 min air-plasma treatment. Scale bar,
30 mm (A, C and D), 500 nm (B and E).
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clear, as shown in Fig. 2B. Despite the improvement by air-
plasma treatment for air-dried cells, only graphene-removed
cells better maintained the morphology, as shown in Fig. 2C.
Intriguingly, ToF-SIMS images better represented the whole cell
morphology than optical images, in which we can only observe
thick cell body parts rather than the thin leading edges.
Consequently, our novel method enhances ToF-SIMS imaging
so that spatial distribution of multiple lipids in well-preserved
cellular membrane can be clearly observed. If secondary ion
intensities are not high enough to make clear images, we can
increase scan-number in ToF-SIMS imaging as much as signal-
to-noise ratio is sufficiently high.

Plasma treatment is actually supposed to only clean hydro-
carbon contaminations on the surface22,23 rather than removing
graphene, and could also damage cellular membranes and
modify surface properties, inuencing SIMS analysis. For these
reasons, how graphene can be removed and to what extent cells
are effected by air-plasma will be discussed in the following
section.

Effect of air-plasma treatment on graphene-covered cells

Fixed graphene-covered A549 cells were examined using HIM
(Fig. 3A and B). It has been reported that graphene enables
electron microscopy imaging of intact nanoscale surface
features of biological samples without any metal coating.16,24

Graphene also works for HIM imaging not only to image bio-
logical samples without distortion due to charging effects,19 but
also to observe graphene surface itself with high contrast.21 We
conrmed the high quality of graphene transfer on the xed
This journal is © The Royal Society of Chemistry 2019
A549 cells with some trivial cracks, as shown in the HIM image
(Fig. 3A). Graphene of a one-atom-thick layer follows precise
surface features of samples that have relatively low aspect-ratio
structures, and has nanoscale water droplets randomly trapped
inside as well as irregular wrinkles, as shown in the enlarged
RSC Adv., 2019, 9, 28432–28438 | 28435
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Fig. 4 (A–C) HIM images and ToF-SIMS images of graphene-removed
cells by air-plasma treatment for 5 min (A), 3 min (B) and 1 min (C).
Scale bar, 30 mm (A–C).
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HIM image (Fig. 3B). The water droplets between graphene and
cellular membrane surface indicate that cells are kept wet in
solution beneath graphene a while,16,17 thereby maintaining
cellular volumes even under vacuum environment during HIM
measurement.

We measured the same spot using HIM (Fig. 3D) aer 5 min
air-plasma treatment as the HIM (Fig. 3A) and ToF-SIMS
analyzed region (Fig. 3C). Fig. 3D shows that graphene was
completely removed from cell membranes, which was also
conrmed by Raman spectra25,26 as shown in Fig. 3F. Bare bio-
logical samples without conductive material coating can also be
imaged using HIM by compensating the charging effects by
electron ood gun. With graphene removal, cracks and wrinkles
in the graphene-cover disappeared, and the abundance of
Fig. 5 Effects of air-plasma treatment on ToF-SIMS imaging for grap
phocholine, monoacylglycerol 18 : 0, cholesterol, linoleic acid, oleic a
treatment for 5 min (A), 3 min (B) and 1 min (C). Scale bar, 30 mm (A–C).

28436 | RSC Adv., 2019, 9, 28432–28438
secondary electrons emitted from cells was reduced, making the
cells well-distinguished from the surrounding glass substrate
(Fig. 3D). Bare surface of cell membrane aer 5 min air-plasma
treatment retained the same surface features as before gra-
phene removal and seemed to have no serious damages, as
shown in Fig. 3B and E.

However, we cannot exclude the possibility that energetic air-
plasma for cleaning hydrocarbon contaminations could
damage biological samples, thereby affecting ToF-SIMS anal-
ysis. Thus, we studied the degrees of damage to cells by air-
plasma depending on treatment time by observing the thin
leading edge of cells using HIM. It turned out that relatively
longer treatment, for 3 and 5 min, etched away some parts of
the thinnest leading edge (Fig. S2A and B†), whereas 1 min
treatment was still capable of completely removing graphene
and did not cause noticeable damages as shown in HIM images
(Fig. S2C†).

It is not likely that graphene was etched away by chemical
reaction with plasma, because plasma treatment set for general
cleaning process is not suitable to elicit reactive etching of
graphene, and can only remove hydrocarbon impurities on
graphene surface.22,23 It has been reported that graphene can be
peeled off out of SiO2 substrate due to gas evolution and
expansion between sample surface and graphene by hydrogen
plasma,27 and that suspended graphene membranes inate and
bulge up due to pressure difference induced by energetic elec-
tron beam irradiation during scanning electron microscopy
imaging.28 Based on the aforementioned reports, we speculate
that a thin liquid layer or gasmolecules stuck between graphene
and sample surface could be activated by absorbing energy from
energetic air-plasma, leading to gas expansion, so that graphene
hene-removed cells. (A–C) ToF-SIMS images of (left to right) phos-
cid and stearic acid for graphene removed A549 cells by air plasma

This journal is © The Royal Society of Chemistry 2019
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virtually placed on wet cells instead of being strongly adhered
on them could be physically peeled off by a pressure difference
during air-plasma treatment.
Effect of air-plasma treatment on ToF-SIMS imaging of
graphene-removed cells

Air-plasma treatment removed a graphene-cover from a cellular
sample and then cleaned hydrocarbon contaminations on
surface, yet when the treatment lasts longer, it can also erode
the sample surface. To understand how much ToF-SIMS anal-
ysis is affected by air-plasma treatment, we prepared three
graphene-removed A549 cells treated by air-plasma for 1, 3, and
5 min, respectively. ToF-SIMS images of total positive ions and
negative ions, and HIM images before and aer air-plasma
treatment for each sample, were displayed in Fig. 4. HIM
images show that graphene was successfully transferred onto
cells and completely removed from all of the samples, and ToF-
SIMS images of high resolution and high contrast clearly
represent the whole cell morphology, which corresponds
roughly to ones as in HIM images. We also acquired ToF-SIMS
images of multiple lipids in parallel, such as phosphocholine,
monoacylglycerols, cholesterol, and several fatty acids, parts of
which are displayed in Fig. 5. All of the ToF-SIMS images of
lipids did not show any visible differences between samples
except for phosphocholine ion. As air-plasma treatment lasts
longer (i.e., over 1 min), phosphocholine seems to get reduced
on the center region of cell membrane near the nucleus (Fig. 5A
and B), whereas the cell body region is slightly more enriched
with phosphocholine than the outside area of the whole cell for
1 min-treated cells (Fig. 5C). Reduced phosphocholine for 5
min-treated cells is likely due to damage on cell membrane by
long air-plasma treatment, which eventually distorts ToF-SIMS
analysis.
Conclusions

In this paper, we studied cellular sample preparation
methods based on air-plasma treatment to obtain high
spatial resolution ToF-SIMS imaging of cells. Although two
steps, graphene covering and air-plasma treatment, were
added to the normal air-drying sample preparation, the
proposed sample preparation process was not difficult and
certainly led to clear ion imaging results. The air-plasma
treatment in cellular specimen preparation, not only effec-
tively removed background spectra from the surface of the
sample and substrate, but also peeled off the graphene layer
from the cellular specimen, resulting in improved ToF-SIMS
images of the cells. The proposed cellular specimen
preparing protocol suitable for a high-vacuum environ-
mental equipment can be applied to a variety of cell and
tissue analyses, such as investigation of the constituents of
a bio-substance, observation of the microstructures and
morphology, diagnostics of presence or absence of disease,
and detection of drug or pesticide.
This journal is © The Royal Society of Chemistry 2019
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P. Sjövall, Anal. Chem., 2009, 81, 7197–7205.

9 J. S. Fletcher, S. Rabbani, A. Henderson, N. P. Lockyer and
J. C. Vickerman, Rapid Commun. Mass Spectrom., 2011, 25,
925–932.

10 M. Kurczy, P. Piehowski, S. Parry, M. Jiang, G. Chen, A. Ewing
and N. Winograd, Appl. Surf. Sci., 2008, 255, 1298–1304.

11 J. F. Frisz, K. Lou, H. A. Klitzing, W. P. Hanan, V. Lizunov,
R. L. Wilson, K. J. Carpenter, R. Kim, I. D. Hutcheon and
J. Zimmerberg, Proc. Natl. Acad. Sci. U. S. A., 2013, 110,
E613–E622.

12 A. M. Piwowar, N. P. Lockyer and J. C. Vickerman, Anal.
Chem., 2009, 81, 1040–1048.

13 E. A. Jones, N. P. Lockyer and J. C. Vickerman, Anal. Chem.,
2008, 80, 2125–2132.

14 E. S. Berman, S. L. Fortson, K. D. Checchi, L. Wu, J. S. Felton,
K. J. J. Wu and K. S. Kulp, J. Am. Soc. Mass Spectrom., 2008, 19,
1230–1236.

15 A. K. Geim and K. S. Novoselov, Nat. Mater., 2007, 6, 183.
16 M. Wojcik, M. Hauser, W. Li, S. Moon and K. Xu, Nat.

Commun., 2015, 6, 7384.
17 I. N. Dahmke, A. Verch, J. Hermannsdörfer, D. B. Peckys,

R. S. Weatherup, S. Hofmann and N. de Jonge, ACS Nano,
2017, 11, 11108–11117.

18 P. Sigmund, Phys. Rev., 1969, 184, 383.
19 M. S. Joens, C. Huynh, J. M. Kasuboski, D. Ferranti,

Y. J. Sigal, F. Zeitvogel, M. Obst, C. J. Burkhardt,
K. P. Curran and S. H. Chalasani, Sci. Rep., 2013, 3, 3514.
RSC Adv., 2019, 9, 28432–28438 | 28437

http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/c9ra05205d


RSC Advances Paper

O
pe

n 
A

cc
es

s 
A

rt
ic

le
. P

ub
lis

he
d 

on
 0

9 
Se

pt
em

be
r 

20
19

. D
ow

nl
oa

de
d 

on
 1

1/
16

/2
02

5 
3:

37
:3

5 
PM

. 
 T

hi
s 

ar
tic

le
 is

 li
ce

ns
ed

 u
nd

er
 a

 C
re

at
iv

e 
C

om
m

on
s 

A
ttr

ib
ut

io
n 

3.
0 

U
np

or
te

d 
L

ic
en

ce
.

View Article Online
20 G. Hlawacek, V. Veligura, R. van Gastel and B. Poelsema, J.
Vac. Sci. Technol., B: Nanotechnol. Microelectron.: Mater.,
Process., Meas., Phenom., 2014, 32, 020801.

21 D. Fox, Y. Zhou, A. O'Neill, S. Kumar, J. J. Wang, J. Coleman,
G. Duesberg, J. Donegan and H. Zhang, Nanotechnology,
2013, 24, 335702.

22 T. C. Isabell, P. E. Fischione, C. O'Keefe, M. U. Guruz and
V. P. Dravid, Microsc. Microanal., 1999, 5, 126–135.

23 N. Peltekis, S. Kumar, N. McEvoy, K. Lee, A. Weidlich and
G. S. Duesberg, Carbon, 2012, 50, 395–403.
28438 | RSC Adv., 2019, 9, 28432–28438
24 J. B. Park, Y.-J. Kim, S.-M. Kim, J. M. Yoo, Y. Kim,
R. Gorbachev, I. Barbolina, S. J. Kim, S. Kang and
M.-H. Yoon, 2D Materials, 2016, 3, 045004.

25 A. C. Ferrari, J. Meyer, V. Scardaci, C. Casiraghi, M. Lazzeri,
F. Mauri, S. Piscanec, D. Jiang, K. Novoselov and S. Roth,
Phys. Rev. Lett., 2006, 97, 187401.

26 A. C. Ferrari and D. M. Basko, Nat. Nanotechnol., 2013, 8, 235.
27 D. Ferrah, O. Renault, C. Petit-Etienne, H. Okuno, C. Berne,

V. Bouchiat and G. Cunge, Surf. Interface Anal., 2016, 48, 451–
455.

28 J. Lee, X. Zheng, R. C. Roberts and P. X.-L. Feng, Diamond
Relat. Mater., 2015, 54, 64–73.
This journal is © The Royal Society of Chemistry 2019

http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/c9ra05205d

	Preparation of cellular samples using graphene cover and air-plasma treatment for time-of-flight secondary ion mass spectrometry imagingElectronic supplementary information (ESI) available. See DOI: 10.1039/c9ra05205d
	Preparation of cellular samples using graphene cover and air-plasma treatment for time-of-flight secondary ion mass spectrometry imagingElectronic supplementary information (ESI) available. See DOI: 10.1039/c9ra05205d
	Preparation of cellular samples using graphene cover and air-plasma treatment for time-of-flight secondary ion mass spectrometry imagingElectronic supplementary information (ESI) available. See DOI: 10.1039/c9ra05205d
	Preparation of cellular samples using graphene cover and air-plasma treatment for time-of-flight secondary ion mass spectrometry imagingElectronic supplementary information (ESI) available. See DOI: 10.1039/c9ra05205d
	Preparation of cellular samples using graphene cover and air-plasma treatment for time-of-flight secondary ion mass spectrometry imagingElectronic supplementary information (ESI) available. See DOI: 10.1039/c9ra05205d
	Preparation of cellular samples using graphene cover and air-plasma treatment for time-of-flight secondary ion mass spectrometry imagingElectronic supplementary information (ESI) available. See DOI: 10.1039/c9ra05205d
	Preparation of cellular samples using graphene cover and air-plasma treatment for time-of-flight secondary ion mass spectrometry imagingElectronic supplementary information (ESI) available. See DOI: 10.1039/c9ra05205d
	Preparation of cellular samples using graphene cover and air-plasma treatment for time-of-flight secondary ion mass spectrometry imagingElectronic supplementary information (ESI) available. See DOI: 10.1039/c9ra05205d

	Preparation of cellular samples using graphene cover and air-plasma treatment for time-of-flight secondary ion mass spectrometry imagingElectronic supplementary information (ESI) available. See DOI: 10.1039/c9ra05205d
	Preparation of cellular samples using graphene cover and air-plasma treatment for time-of-flight secondary ion mass spectrometry imagingElectronic supplementary information (ESI) available. See DOI: 10.1039/c9ra05205d
	Preparation of cellular samples using graphene cover and air-plasma treatment for time-of-flight secondary ion mass spectrometry imagingElectronic supplementary information (ESI) available. See DOI: 10.1039/c9ra05205d
	Preparation of cellular samples using graphene cover and air-plasma treatment for time-of-flight secondary ion mass spectrometry imagingElectronic supplementary information (ESI) available. See DOI: 10.1039/c9ra05205d

	Preparation of cellular samples using graphene cover and air-plasma treatment for time-of-flight secondary ion mass spectrometry imagingElectronic supplementary information (ESI) available. See DOI: 10.1039/c9ra05205d
	Preparation of cellular samples using graphene cover and air-plasma treatment for time-of-flight secondary ion mass spectrometry imagingElectronic supplementary information (ESI) available. See DOI: 10.1039/c9ra05205d
	Preparation of cellular samples using graphene cover and air-plasma treatment for time-of-flight secondary ion mass spectrometry imagingElectronic supplementary information (ESI) available. See DOI: 10.1039/c9ra05205d


