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BRICETHIEEREPHERICEFOMERRIE. &KV O0LGERICELMETESLSIC
HoTWd, FIZIKX, BEICE Y RANEET H5E. BEOBEN T/ X 7—IL TR
TEHCENHERILDEREL D, COLILBHMPMBEETOEAF IO REARILT A& L
LT, mAEREILZRAW-EBEEFIEME (TEM; Transmission Electron Microscope) [Z&
% “F0i5" BRMNTEINA TS, XD TENEAEEILIE, TELI 7 RBIET (A %RIE
ZRIESE LTRWS, BIENROERKRZ 2 MOREOHEICES v T35 LT, BEEIREIC
H5TENEFHNTORFHABOBEREEHL TS, ERERAEILOBERSHEEELIZE
BRI DY . BFICBTRTERINSE T/ RAT—IILOKERERA DI LITH#H L,
FOMRREELE LT, Y57z VkikEIL (GLC; Graphene Liquid Cell) MgEFTESh TS,
BETAMREORBLELT. VZ3 7z VEZREICAV-®ZEEZILTHS, BAEILBHED
EHNNFEHIEINEZZ D, HEREIVICHERTEEMOBESRENHFINDS, MZ T,
T2 7z VIC@EZDAILDOMEIRENHY .. RERRHOBEFREBGEZHRNICHIFITEZ S5 R
LEHd. AARIIREDGCCEZSEL LT, VI3 7V ER—IAFMICTAVHBOKE L
ILOBRFEEITV., FEKBRHAWNIIMKPICHEITEHIVO0BEERD “FT05" BREREKHN
wEZEE LT,

HMAKZRAVWCTERITHAROBREZHAA-ER,. T3 T L CLCICHAKNA LS v TEINHHERL
ZLENVWIENHIBALE, BREHMNBERTHSI LS., ERMICEFREFELX LT
BRICMAHRDEMNEC S L TANREEL., TAABEELZEAHFEINS, ARAKRTIT
STEBEBRORFICEWVNT, BAD RSy TE#RBTEHL5GTEMEDOI Y FS X MEFES
nNY. BAORELHEINLE,N oIz, GLC DERAEEEE, HDHWNE. 7TEILI7RELEL
TARBEHEAEOERI ST R—RBEREILZHAE L CLEREIRAKTH =, —A
T. RITHEOREGIFEUT 2IRMEEZEHERTE 5 GLC ATHITHAR LTz, £ T, 5% G6LC
EARMLENL TEMEBEEZT oz, KERLSERTIEWVWSFRICRL. BEB7VE=D LA
RERICHET 2BEFRITREN GO, MEBT7 VEZVLIE. V73 7z VIEZERIEET HE
[CAWAIYFUJRICHRT DA THD. 2FVY. GLC ITFS vy TEIhRETITVF
DUBDAVAINERSTHY . LR LELMKHIVNEHFBKBERTIEHENI LETRL
TW5, R, #+HHS 6LC RITHABRDOKRFEICHE T, FREEFIFS Y TRIRTKEL
TiL T HAEEMIERA SN T A ofz, FEKBRZGCCIC S Y TI 5 LBAREENE
ZICLRTOMENREBICHE > TRESNATHEY ., AARICE T HH5HNEROBREEHL
TW3,

—AH. IVFUTREEENSYTTEHE. BRDT ST UR—REEEILNTEN T Y
Y FEKICHRT S EERR L, BADKAEKEILEST/ ~2 /O R5—LTHY., B
FHREFICKYRESELREANILAZHERLIHTFLRA DN, TYFUTRABR
EDBRETY VEZIVLKBRTHACENCEHRKL, SREOHRETY v EZVLKEEEZ
E# LSy TLI-ECARKOBRENE LN, BREBKBFRDT 5710 N—R Rkt



ILHAENERMETERT S EITEY ., M/MMEBICE T H2[BCIBAFOES ZRPEHE
j—%) - & ':E‘Zyj L/T:o

HKDDVEIFBKBRD FS Y THERZ LIT2E012, SEEEBEKBISRDBEIZFNS Y
THENSWVWEREFZEZERE Lz, £9. RET Sy TETEEZRRICA—TURKRET. B
REEBKBZREZ TENSR Lz, EETIZHARAKRHEAHIE, BROZ LGN HBRMICEREL
fzo —AH. TOBEET. EFRBHICKYRLESIELKEBRIN. &R TIHFIEEIN
fzo BMiEEBKBRIE, EZICH L CHABRKETH > TELEKOERZ—EEENGTI20HR
NHDIENTEINS, BREIE, GLC ©FF Tz oR—I B AREILFTEDEEHNIEZ
bhf-ELTH, BERLIEBEZROREEABMIMEREIN TS LFRL LWL ENS D E
THd. Thhb, ThoBREEILOEFREIZIIEELERNIDETH D EEEKRT S,
SREERBT7 VE-—DLKBRE FSvTLESBE. BAELFOKAEBIEIEFREBSHT
THRONMIBFDL Lz, I vFEY MEZRAVT, EILERICEERVLWLAET ST
[CRMEMRET S L EHRE L, BRPEREZTOETICE. EETTORKEZILER - TEM
BEEHEHANDELIBEAICEDBEE - EETCTORBFLEVWSEBEEZHOBELNH D, [AETE
DRELET ST ORMBDFERIZCEY . CNSDEBEICEVWTKSFLREAEZILAS)—5
LTS REMEAHIBA L 1=,

AMEIE. ETARTHRESNTE-6LC DBFEURIZEHMNY & LT, EAMICHKED
BENAREL LD &S BRACILOEREHEEHALz, MKLBREEKERINTAD
FSy THENKECERLGDZZLICESAZYST, BROGCRUVIT S 7z oR—RRIEKEIL
DEIEAN)—I LTLESEVWSHBEERELz, . V570 RMGEBET DL
[C&2TKDY =92 2T BHAETOTND, 957 1 0R—RGEEEILOEFEHIME
Fanif, #KDELIEGBEEFELULFEKFTERPICHTEIV0BHERD “Z015" B(RH
RERMICKRET S LHFSIND,
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B1E K
1-1. BAMEFEMEZAV-ETPEHEOEENR

BBEIEFIEMEE (TEM; Transmission Electron Microscope) I&. EFZ JO—JIZAL
PIEMETHD. MEEFZHREAMICAFTLIZLET. BBEFNDIL MR+ (FE@ERB)
EBDHENTED, EFOEERNTRICENI EN L, BEMPD AR TOEEZREBRIMNT
BEThHd, EERETFOHERLEFEDEFHTTIE. RFIEEEICEET D, hASDHEEE
MEELEZEICKY., ERBEICKDI TS T IV RDEBHMNAREIZE > TS, £z, iR
BIELKEINLIREFOEFYICEFHIASTTSE., BBEFETET S, BRELTEB
BIZHBFEIATRN, BIRAHOEREDFMANDZENTED, =, EIREFEHER
T5LEFRITRENAELOND, AN ERUEDEEE. HEOOFERE R L-EFEIF
INF—=UD G oNnd, AHNERE (TEILT7R) DFEIE. NO—NR2—URBEEN5,
BERDFERICHIGT DEFRITREORERIEA >S4 o THEIA TS, BEARDL
LEFEFTREAELON-L. CAOEDT—IR—XLEBELTHBOREEZRADDMN—
BETHD ., THIC, TRILF—7EE X B9 )% (EDS; Energy Dispersive X-ray
Spectroscopy) ZRAWS EHBDOITRAMEITOI ZENTE S, TEM S5 EDS ERDHEH
BEDFBHEITKY, BREADEFHRASICIYRELE-XREZRET S, RETDHXEK
IZIE. TRICHEOHEME X BLAEENTWI-ORRRENAEEIZHE S, TEM (21X, BEFHR
ZHMCRYBEHAM LZEETESHEREBEFIEMIEE (STEM; Scanning Transmission
Electron Microscopy) ME— FABEHINTWDIEELHD, D STEME—FZRALT,
HAHOBERNOHAELEHEXREERE L TEBLEZ{TS3 2 LTRFRIVETS (STEN-
EDS) MTZE 5,

TEM [C & 2 RASREOEERE(E. REMK. HR1t. B, HTFOBE., BIbHE, K8
BESBICE T3S FIFLBREZEMITIE-0DBRALFETHD. ZLOHEEN, T
JA—FRILDRT—ILTRIBDINODHEZDHMBHAA T IV RIZEADLDERLTWNS 2,

1-2. ZFEILI7RBIET A FZRIEKEZILIZK S TEM BZPERE

TEM TRHPBREEZTOICE, BEELZRAVSIRENH S, TINFTO—TELTEFE—
LZEFERT 56, TEN REIFEZEITR-A TV S, BELE-VEAEBZZOFFERN
[CHATDHE BZELTLES-OBEENTELRL GEIEDEWNA F VREFFRL), &
RAMDEREZH CEOIZ, RRZAVTRAZRET ILENH D,

FRIZICIEREE. TELIT 7 RAEBIETA RSN ENAVLONTE, CThh SiNx Rikikt
IWERENBREETHY . 2 8D SiNx BORIZHEAEZ LSy TTH (B 1-1), &KIKER
T, ETDSINXBERY, ZOMICEARAL 0 ) U TICE>TEEREN RSN D, BT
BICEFRZAST S LETHRABRENTETHD, COREKRZEZRNT, BHTERES/



FIFHOEE LENSBET 2HFO. REAILCHDLDTEIL I 7 AEIN SEERB~NDIE
BUEHEEBERINTERLY,

BRERICETFET AL
AR R TEILTFRBIT 1
(SiNx) B2
oy

1-1. SiNx [E&AILOBE

COREREE 2 OREZVATND, —DHOREL LT, BEZEIZR-N TS TEM R
BEDENEIZLY ., BERELAELSTEANH S BEEOHDLTIEE/LRERA un DEH
[CETHLELHY . BRUTELGERSBEEZEZDOHICBRESATLES L. AV SR FDOE
TZEBH<SEDIZE. ENEZEML TRECILOEEREZNHT 2LEAH S, FIZIEL, BN
DBEEEEZBALTENEZLZENT ILENHD ',

ZOBIE. SINX BN T VI ETH D, BERERDI Y FSR FEHIFLEVHIZIE,
fRIEE LTHWS SiNk JEEXTESEFTECTLHIENEFLL, OV SR MDETER
CIz, KYUBWLSINXFE (~10 nm) ZALV= SiNX IERAEILORENED SN TS T,
EEIZRALWSHND SiINX EO—REILZE X EXH 500m THD, COEATH->TH., wILIEE
BEIZ SiNx EABNOT <. FEEDRREYICE> THIERZLEFTLWIONBRKTH S,
BRDBY REEETE—DDTEN S Y v FIZEREEILIE—DDAEET DSV NI,
—HFFTE SN BEABNTLES &, ZONRERHL THRAERILEEDI S RIAHENY —
JLTLES,

1-3. U237z ViRIEEILIZK D TENRFEHRE

BIEICRA LI SINKIEORBEMHEELT. VS 7z 0B SN TS, V5 7z Uik
FRFPAFYITFILGREEMRT S 2 ROMBETH D, 2012 £, Yuk SIEHERD SiNx &
KELIZRKHBZ3DELT, 57 &IkEIL (GLC; Graphene Liquid Cell) ZRELT:
2 (®1-2), AREAEET S 7 O OMIZEALCASD, FR LI GLC D TEMBEZTo1= (K
1-20), AE&Y LY FS X FOEL., BEFEL 100 nm OFPKOEENREOH NS, CDHE
BIZA—45y FOBEREEN RSy TESnizEEZAOND, CDOGLCHETEM S ) v FIZKE
BHARANSRDE, ETFDTZ 7o hbL T ETRED Sy TERIERIA TS
EEZbNTLS (E1-2B),

GLC X, 2DIT STz VDR, HHIWTITHDIT ST 2 & SiNx R EDRIDEARDFE]
[CHBRAZHAT I LETHERTEDS ", 2023 FFRT, ARBEERE LSy T LIZLDORE
MNTH., EoIC, MARVKBZRE SV TLZEDBRENZTNEN6H. 1 SHLLER
ERGE



TEM ZHERORA U FE LT, EFREBHICKIHBDOEBEEIRITHIZENTELEL,
ZFOR. V57 VEBFITHLTEVWEAREFIF DL ITTHE ., EFRESIC K DGR
DRIZESTERLESCHLERIRTBZENTES, FDEH, BIZEFHRIZHBLY D
FYA2—I2D2VT. BEFRIEGEMZI DOOEWVEFNMBELZRRT HEVSBEHEICKEZ D
ENTREIZH D, EE. GLCHTY 7 Y4 —DBEBREZRAHINHES L TLVS 78,

ZEi v _ Graphene

Graphene SRELE
—] Encapsulated solutlon

1-2. GLC DmMDI®EH| » (R4 —)L/3—[F 50 nm)

WD SiNX BRIAEILEREKRT D E, GLCIZIEZDDT7 KAV T—Uhh b, —DlF. R
REBRABREHOEADBLTHD, EKEICHITS SiNX FRIELEE 50 mBEDEATH
5DIZxL., GLC ITBTFET 57 VDEHIRFRFLAILELD, MAT, 57V
ROEWDFRIAIZEY GLCAKT S &b, BEAHBADEA LRV TH, b
DERICKY. REELYELEEEHAMBEEETERTHENTES °, EVNRANIE, fEEK
ZERILEMNEIEE. FYEBLWEFREBHETHELIIENTE D, LBDT O HILRINEE
LEHLET. BEFHREBEEGEOMFINAEEICL S,

ZOBEDT RN T—=DlE, BIEKELYAXDBLTHD, ZZTULIHA XL, Bt
BFRICEELARDOBREELILOENY ZEKRT 5, #KEL GLCDEILY A X R, TEM
BHREHEORZADEVWEFLE L (B1-3), 28D SINX [BOMICZ—4 v bEREE RSy T
TEHIEDN, KEDEANLGEZATHD (13 LEE), fzfL. SZTIEOVUIE
FEBE LTz, YA XEEE0 in&YEXREL, CHIETEMDOBEERF LY L+571CK
FWCLEEKRT D (B 1-3 LEA), flikzE bSy T LERARILESAT 558, HTTE
L7z TEM OBRREFONEIND 5 FHET D, TDFH. BAHKPTOKOBEREAET 1=
GANTINBRETE S, —A. TOVHTO LR THIKKERIZ. AEDEOFVRE L
LWDIYyITRIDEEZOND, COMBITBRBAHFONMITHY .. KB D SiNx [BiEK
TILITKZERDEHEICIT@E L TLVEL,

DR, HILIRESNGC DALY A XFNEWVEDTI0 m~THS (B 1-3 T
K)o —D2OTEM Ty FEICITZHD GLC AREFICHET 5, TEMFY v RDH 4 X(& TEM
HEAHFLYLT2REV-O HEAFRANZHO GLC R mT 5 &ENEIFEIN S (K
-3 FEA), TEN )y FE45HTEHLELXD GLC N TEENED 2O, KZERTOEX
EIRADCENTRETH D,



R

A
4

50 um~
5K TEMDERZRKE

g5

RIE

10 nm~

1-3. SiNx Ri&fEEIL (FEkE. L) &£ GLC (FER) DHR

1-4. RITHEOBBEAR EXRBXDEED T

CD&SIZ6LC XL, REKRED SINX BERAEIL LB LT, & YEZEMAHEEETHRT
REOMPATO R ZARETEDLHFIND, RIZTEZDHNE(E, GLC Z/ER L TERE
ICHiKHDVIFBKARE LSV TTHIENTEDN., THD. EXFE2ETERT S
&SI, #ik GLC (MKERERIZFS Y T3 560 DBFBREEEL CEM 1=, HIKZERER
IZhSYTTETWVARNIRIET BFEDO—DIZ. GLC BAZAFNL TKOBEEIRZ D &
NEFLND, GLC NTILARDKAEE LI-C ENBESNTULSEA Y, Zhou S(Fari
SOEIEF P D LERTEEVLMNEERHLTWS 2, &if, GLC D Ti R LI AR



DK ENDZENRENT=, COFE, TIGHKBRFERTI DHILDAARN Y Dv—£&
LTEIK % EELS DEERE— I D oK WD TSV L avhfiichizC L EHHr*. =
NFETGLC TK IhELMREN=EVS|EEGL,

GLC [C#li/KOFFKBRN LSy TTETLEDME VS 5EMIE. |REZZEZANIL, GLC A~
DSy TRIETRABREXREZATHLEZONE WS ERIZDHA D, GLC FDKDEFEEZE
BRI OIRLEBEHEOEVAEIE. EFIRILF—I8KD)iE (EELS; Electron Energy Loss
Spectroscopy) IZ& > TKDRMEBE—V DEFEELEHRTHLTHDS °. BLIRILF—5H
REEDNRO 5N B=O KDOBMEE—I D LKOBEEEZEET SDILAAMEFETIEEEL,
LWFEE LT, EELS THONFERETF (KBEXR) Oa70RE—V LBERFODIT
ARE—IDLELD L TREMBEERERDDIFENH D, Crook SHIEZDHEERLT.
GLC ITFS Y TENDETHRIFEENBEZICERIDEEHRLE 2 BoFI50x
VEICEEE) D LDFEEKERE FS Y TLTGOLC #EE L=, &L= GLC O EELS R
RO PMLVEREBLIEZEZA, Bonfzt) D LMERLIZKFNE (CeCls-TH0) DREICHE
L7

ARETIX EEEZEHRBDOERAEDOMAIZ DT, HiKGLC DBEMEDESZRLT=,
Ff=. GLC FOBRABRENELS LRETEH L%, AAERICKE YRR L=, #iK GLC D5
BEEFXBMIC. SRERKBZRGC EIEVVERMETEAT SIS EERRE L, HEERO
IyFEY MEICKY., VY37 0ORENLGRMBEDOEROBRRZEHL TKNY—S L
TWbZE%ERLT,
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B2E #AKEEET SIS 7 UBEEILORSRE
2-1. HERZEIZKDHKGLC ERDFHAA

CVD graphene

o ! '

Cu foil

u Graphene
v

Holey carbon TEM grids - l *-+
Rinsing (repeated

& at least 2 times) Holey carbon TEM grid

I ¢ |

30 min after - Sandwiching
IPA dropped *
v *
] Double-distilled water * t“
w | !

i Double-distilled water
10 wA% aqueous ex'igg‘;‘:;’;?er
(NH,)>S20¢
| v
Overnight

2-1. HEREICK BHKGLC DIERAEY, 2 2DT 57z VEER—)—H—KR>Y
TEM T )y FEER L, &EBNIZGELONET Yy Rk B 2-2d-f [THIET 5.

EITHARTIEL2BDI ST Vo OMICHEAEHAT S L TOC EERT ZHHZLE,
MEETIK, ETTENT VY RIZHTS TV 2EET D, Y571 VDEEEIL. THESE
SNTULLERCEENS TS 7% L. EMYEREALBYNZ DI LZEKT
b5, 2DT 57z VEEEFH TEM 5 v FORIZHEARZE 5y T35 LT, GLC ZEE
T 5. ETHROBREERITT 52O MEEEZRTHIKGLC(#iKZE F5 v F L1z GLC)
DEEEHAT- (F2-1),

RIEE 5557 vIzlik, HERY (ACS Material, LLC, HY) ZAIL=FM/HT+) &8

Wz, SRSEIRREICIEERMEE (OWD) EICKYEHESELLOTHY. 7537z VBDE

HITNYI—3y (BE 3~5[E. 6~88) b, V57U oDRED)—V 5

KBRIIHFT D EEZERL T, RHXTIEERMIZ 6~8 BD CVD 57z FRALVz, A6

YA XBEDT 5Tz oRBFAAEEN. 2 v/S—RIZERLEDEIATNS, 572200

BRILZERHILT 518D, R YN—TLEBEERRICAN, FAVISLKXEERTEZRAVTHE
11



ELE-KETRE Lz, EERB/IOOBMYHBLERIChYEI—FAAT7ZANT. ¥5 7z
EEFAHRERZHN lom @AY YH LT, SEBENEIATLEDLLGEWVELSIZ, AvE—F
474 TEZETENM TUYH Lz, RLEHSATWIRETIEI S 7z VOERBERMNL
[CE->THEY. ZOREERDELSITEELTHEELz. RTAM4 FASRADLIZEGHREZE
MTHEE, TOLICEVEY FEAVWTHURZHEL-, TOLEIC, EA. X5/ F
HZRAZIBIZERTze R4 RASRAZHETHMIBLT, AYFZESICLZ, EIZHE
TWRSA FASREEGRMERMYBRITIz, TL—LD Au BEDHR—1)—h—FKR> TEN &
1) K (Quantifoil Micro Tools GmbH, GroBlsbichau, K4 V) %, $REES S Tz oMNH
—Roa—T4 VT ENhzAZACESIZUBEDLIZEN::, 5 7zo~ADh—KRUY
— FOEBEERET H-OIC. 4V TBELLTILA—)L (IPA) % CuSBITEHT LY, IPA A
0 NMEIEFE LIzE. TEN T Uy FHED Cusaz. 10% w/v @ (NHy) 28,05 /KiE#® (GLC D ELEIC
—RMICERASNDIIVFUTBR) ISENM UENTYF U BROREICEMT 5 &
S12Lt, —MpiEfESE-%. CUBIARRICTYF OIS, TEINS Yy KT v F U5 K
[SEMST STV —PMIRESNEFEFEOTWIIENER SN, V57T VIEIE
FROBKER STz, RIZ, FRTEN T ) v FERBKOXREICEEICH L, 2070
TRE TV DRIV FUOTBRTERINDIDEHRSCEOHICVECED 2EBEYIRL T,
RPBKADEBHMTIMYBRW &R, TEM )y FZE Y F TS 7z UAEEINE
ELICLTHRELE, BEBKE—FE. )y FLIZEEICESL, $<ICRALAETYT S
TVFEEL, THOTEN Uy FEDEMERZICT H5=HICFAKICHY LT 2 KB
DTEMN T 1)y FTHZE LTz, KRAOGKDTERTERYBRW =, EELTEN J U v FIE TEM
FroN—IZHRETH-HDOEEICEY FL, 0 LRIZTEN F ¥ V/N—RIZERE L=, &
BNy FIE, B2-2[2RESNATVWEEDERLTH S,

ERL L 1= GLC @ TEM #RZ2(C 1%, JEM-2100F (AXRBEFHX=. RR) ZFEALT-, AR
TIE.—EDIEBEEERF RV TIMREE 200 kV 1 L 1=, TEM E{2(% CMOS 71 A 5 (OneView
IS; Gatan, Inc., Pleasanton, CA) "éﬁﬁﬁ LTHELT=, 80 KIZBITHTEMEEIL, &
AN 9 LA TEM R)LH — (Gatan, IR AUTHLZTI) EER
L. BAZERZHVLTGOLC 280 K FTJ %I]L,T:o 253. 8 K ~ADIRAEERTIK. RILF zaH
X TEMARILT— (AILEILE, B8R 2RV, BHEFROBREERI. ETFORND T
L—LTOEEVEVIZEIT2BEFEEZER N SLLEL, RV ADY MEDOZWEFE
EEFEALTEHE LI, EDS ARY MLBLURTHRT Y EV Y E#IE JED-2300T E&E (JEOL
Ltd., Tokyo, Japan) ZERLTEEFL-., HIRKREFEFEFEH (SAED; Selected Area
Electron Diffraction) Do 4TIZI& ReciPro ) 7 bz 7 ®HER L1z 2RI T—4 &,
KE I FEIERIEET—2 X—X (AMCSD; American Mineralogist Crystal Structure
Database) MOLEEF L1, SADHHIZIE, Image JV 7 b7 “ZEFERLL,

FTANRAR—)—A—RVTEN T Y Y FICTS Tz 0 EGEEL-LOEHRELE (K 2-
2a), ARIZa Y SR MOBFLADVEEIE, R—)—h—KROXBHEORIZHIET 5, A
DHMIDI Y SR AGRWNEEIZIE D — R X BFENEFET S, TEM RIZFT 5700

12



Side view

Graphene

—

Holey carbon

Side view

X 2-2. #EFETOCEMAKTIHAY, a F¥S 7z ohEEShf=h—1)—h—
ATy FOBRBRE TEME. b. (a) DREROBEE, c. (a) OFR—1)—fEE,N S
G LTz SAED /X2 —2 . 6 @RF/NF—VIEFATHRFASNA TS, d EERKODAETH
EINTZKEEELLGC OBABREF TENE®R, J Uy FIE. 2DIZ 70— &R
MOVEHLEICEREL. MKORFEHEAALISICLTHEHERELE: (B2-1588). e (d)
DEEROBER, O EARTEHENEEIE. (d) ORFEEHICHET S, f. Wd) O
REMFEEMNGEFE LI SAED /N2 —2 : 240D 6 EIAFR/NF—UNFREFERDH THEIFS
nTtuws,

FNOHOAHZTETEHE5GAV SR MIEDOoNGEMN oz, BRHEFRICEELHR
NoRBETITUAFAMIKR—)—D—RURIZEESh-£EZ 5Nn 5 (B 2-2b),
H—RUOXFEORIZHIST 5HEENA S EFRITRBEMIMG L=, TOFE. SAED /52—
2 6 BxHEDFEENER SN (B 2-20), 537040 —MLA—F—TH
NHEIN =Y LOAF 2 YEST . TEN T Y v FEATEMICEE SN EPHERTE,

J27zVEETENY Yy RE2DHAEL. #KGLC DERERAT-. FADTEMN T v
FDTS 7z LICBHIKERT LIz, 3 7x20&035 7z 0F%RAVEEDLSIC. 5
—DDTEN T )y FEFEET-, ROGKDZAHOEIMTREL-ER. FTEBETIENE
BxTo1= (K2-3), ERIFEOEVERIZTEN S Y v KOEKRFICHET 5, LFIZE&HE
2122 DDERFNARZITLD, FOHIZ, 2 KDK—1) —h—FRUEARAMNVEHE T
WHMRENFEELE (FEEA) ., COEBAZIHAL, ETOH—RUVEDRNIKRELTLS
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X 2-3. WEDAETGLC DEEEHA-TEM 51) v FO—EDIEFESRBAREF TEM 18
V2RO TEM )y KT, 57z vERAMVEDLEIC L TRBMKDREZ HAAD &
SITLTY Yy FEEELE (B2-1), 28D, Y5 7z VEEINfzR—)—h—KR>
BEAMMNE-S TS (B A, —SOA—RVEFBELTEY., fEg A KUYELHS
WaY SR RERLE GEEB), LWV FS R FDEEC TIE. 2HMOA—RUED
LI, BB TCHELEZA—ARUVENIBELIZEEZ NS, REEEICHIz>TaV b+
FRAMDT ST a3 vPRAOREFBRESINT. h—RUVEOKBICKEIU LS
AFDEREFLIZEDTAY PSR CDADVBES N,

MBEIHICEB LT TEM B 217>z (B 2-2d), KIFEFRESHICLYBSITHSFRSELE
Z L. KIEF (en). H. OH, H:0', HO, "R EDILFEFEEERM L. FERE L TKIRDFLEF
DFEERTEIENLCHMONTIND &, ERLESAODEANBRMARIEEBINIL,
BIARRICNTILELTENS, 2F Y. BFRETDICHBFLEBISNTILAERL, 20
NTUHBERICEEEDFFI/EZ SNNIE, FE GFC. K Sy TIhTWdI L
FEZMICRIITHENTED, BEHAF. V57 VBEERHAODA—RUENT ST
vERMNELE AR THELEETHY . EITHEOHMKGC THRESNTE-EYDY
TAR)THD, FEEHAICT, Y537z UBICHASHIZKIZTHET 38N SR A
BhdEHiFIhES, BRICEZFDESGaV SR MIBEIA G, 2= (B 2-2d),
BEFRETHICEHFLIKETE, JIBOERCERIER SN G, >, Y57z VBR
DHEEZHERTLH=0. 2-2d T2 DOEAMNKELTLLESH 5 SAED /52— (K 2-
14



2f) i\ Lz, ®2-2d D2 DOAIEZEAEN. TEM ST Uy FEDHR—1)—H—RUEDR
DHW=EEIZHIET S, D2FY. IS T VDEBETIAEET HEFTEEIND, EE. SAED
=2k, 1 OB 6 Bt/ 2 —2 (K 2-2f OFAEFER) FHBIZRLI,
KO T2HDIT STz UoNKERNET S LELELSFAMICEANE DTS EEZOND,
FITHEDHKGLC NBETELEN>HEREL T, KBXDEETIEIIS 7 VFTENY
)y RIZEEELEBROTFEESEN 22 ENEZOND, TEM F U vy FIZEEELEzV 57
TVRTERAMNVEDEDLSICLT, ZTOMICHMAKE LS Y TTEILEE#ERKLIZ, Lh
L. R—=U—h—ARURIZTS Tz N TFEMICEEEINIzzH. T3 7z onzhATZY
WO I ENFINEIN STz, ZDH. BARE LS Y TTEEHLS5LGTMEHRTSE
BT EBR LTz, RETTIH. BAZ SV TT5-ON0EMERRT S5-I, BHIC
FhbALEYIRY RO I EH#HET S ‘Free-standing’ REDT S 7 U FEAL THIK
GLC fER &A1=,

15



2-2. ‘Free-standing’ %IC&B5 571 UKAEILOIEER

GLC ~ADKDEHAZBZIZT H1=HIZ, GLC DERAEZHRR LTz, ‘Free-standing’ 1K
BEBTKORAEIZEET SIS 7z 0FABE LIz, 22TWS ‘Free-standing’ JIKEE& (XK. £
ERICT S 7o A—ROTEN )y FREEDERICEFINATOENI L E#EKT 5,
ZCTIlE. ‘Free-standing’ KEEICE>TIZ 7z UAHIAY , iEFETKkEEHRAL
EEHFHL, KEIZEBELTULNS ‘Free-standing’ KEEDS STz %, 3 TIZHFS5D
UHNEEINfAR—)—h—FRUTEN S )y FEICE#ET K LBz (K 2-4),

CVD graphene

—— '

Cu foil ‘free-standing’ graphene I F I
I R I ﬁ Double-distilled water

10 wv% aqueous

(NH,)>S,05 Displacing the Scooping by Y
etching solution l
Overnight l Graphene

* * ==

* Graphene Double-distilled
water

Holey carbon TEM grid

2-4. ‘Free-standing’ EIC& HRALILOERSE Y, BRLEI=HHFOWY f-f=H
R 95 ‘Free-standing’ KEDIZ Tz VEAVTHEARNS Yy TEMEHERL. #
K GLC ERZHAT= (K 2-5),

GLC ZAET B & ERICKYKDOEENMEFENS, KOBEFTIV FSX DB, KD
FSw TRAIBZHIT A5 ENTED, Tz, MIARPBICL > TRET HRED FDKA
DBEREL. BEMEWEES LS. [AOEBZNFHTIMRLEFTESL, 22
T ‘Free-standing’ /57 ZRALVTHIKGLC ZER K. 80 KITHALIIKETI Uy
FEE8RE Lz (B 2-53), 57z VEOHNEAY Db, HYEAERET S+
SR MDNR—) —hH—RUBLEKICEN>T WV, V57 VEEFAHTENT Y v FEL%E
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X 2-5. ‘Free-standing’ kI & Y&l GLC /ER A HAT-FER %, a. 80K TEHIEL 7-.
G52z ERELEER—U—H—R25 )y FOBREE TEM#&, b. (a) O AEAMEE
MSEE L1= SAED /84—,

MOEETHERLGEES (B2-2d) LEFT757z00a 0 bS5 R MHBHEREICEGY . ‘Free-
standing’ S5 7z v ERBHEITAIETT ST VDNERERT Z ENAREICE = —A.
HREORFaIY PSR MIEETEEMN ST,

BV SR MEEIZEFEKD Sy TEHRT 1. K 2-5a O S fR5EE A 5 SAED
NE—2 (B 2-5b) #Ef{LTIze CONE—2IE 5T HEKD1.29A £ 2.21A D 6 [E]
HEFNF—2 b 3 9ADEFT) VISR ENT WM, 2~4BJ 3 7z0DT77 0TI
T—ILREHIEI.T0ATHY. 5774 b® (00 2) bRl 3. 36A [CUNHET 5 = & ASLLRT
[SRENTWB Y, ChIFSEDFERELC—BHLTWS, ELVS50DE.5E ‘Free-standing’
FHIZE O TOCEERT BRI 6~8BEVWSIEADT Tz v ERAVEALTHS.— A,
HERCEREDOKICHET HEFIERIASA Gz, HAHZERICESOTH, TEM oV k
FRAMIKREGELRFILGL, EFE—LBEZLEFTLRADRLEFBREINGEM -2 &
N, COBMRITKIFHASRTWEWI EATREBEINT -, B 2-5a ICEBIAKDaY RS R
FRELTWS, ChoDar b5 X ME, GLC FRBETI Y F UV RE T—BRKELR
BLEIZLIZKET T VDBECBRILOEEELAHY . S OLBITRIMIBETH S,
NoDBAKRDIY FSAKMIDVTH, BV FS R MOKBEDEFT/NZ—2 F
BE. KOSy TERBTEOTFILIER OGN ST,

#KGLC DERERDIFLEALF. FELGEEIT 7z (B2-2d) 075700
HAY (K 2-5a) EWSHERIZEFY., BAD NSV TE2RBT LG TFILIEHRLHN
Hhot=e —AHT. WIZTETHEIZEELO GLC AL (B 2-6), Z® GLC X ‘Free-
standing’ ¥ 57z %937z VEREEHAR—)—HD—HRUTEN T ) v FTFCLEST
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EELEEDOTHS (E2-4). 957 VEEBEFADR—) —H—RUMEIX, Free-standing’
G357z 0%3F K VWHITLBIETHBMICBENTLESI CENHD, TOFHR, /57
FEHITAEICEHYEEN., REZERNICLS Y TTEHIEITHEDILT,

2 2-6. GLC DEBICBAEMICHKIIL=H . BHREF TEMEDORXFv T3 v b (0, 3,
6F) . BHICHYLFENLITS T VICREN Sy TENTW S, BERRIEGLC, F
RIRIT OLC ABORBDHA FTHDH, [EBDBBAREB VKN TRL .

X 2-6 DEEHTRELESERD GLCORAIZIX. LYBEIZWNIY PSR MEEDSSE (B
=R AEEL TV, &ialE. GLC NIZ bS5y TENBRIAOMSHRASELH. BREARD
MHICE>TELI-AEEMENH S, EFREFT T, KA 0-6 HOMICGLCAELAIZH
BL, 26 WA CTEFHRERZ LRSI LI LICHN 28 BENLTAICHD K YERST
Wotz, COM. RBRREETBESNCERLET. JEORBISKAEANTEET 52 EHRE
SNz, B 2-5 TIEKEKELTRELPT KT HHITHENERET oA, AELAL
ERTOKADEEMN S, GLC O EHER T SN TE -, BRAUGIT ST 00HY
felzHI2& 2T, TYFUITHRILBBREINTKN Sy TEhfzEEZOND, LHL.,
B 2-6I1ZRULFZGLCIC b Ty TESN-BADMKICOWTITZBRORMAH 5, KRERIZIEE
RYEBENIE, ‘Free-standing’ REDT S Tz U EFRSEL-IVF VI REBHMKICER
L=%T., S 7VEEEFAHTIM Ty FTTFL2TWVS, ZD=&H, GLC I kS v T&
NEONWHKTHZEEZIDIEIBERLGRETHS, LHALERDEY. FEEES GLCD
BEEEELEL. AL TKOEFRIFNE LN EEFHEL, RETIE, B LT GLC
EAE LIS, KUNDERITE LIFERIZOVWTERT 5,
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2-3. ‘Free-standing’ EIZ&LBHF ST UR—RiEEEILOESR

FITHRTIE. GLC L LT hS Y TTHEMEHRT 5-HDIC2KDT 5T 2 UEIZAR
—Y—%FALRY 2P 340095y FTRKEGHIET 2EA LT TETL
%50 ZoHIgL. SiNk x4 a9 JLTEM 4w K (Norcada Inc. . Edmonton, X 2-
) #HELT=, SiNk <4282 x)L TEM J1) v FIZIE, 4 DOEABKD A 2 Kb dH
% (E2-7Ta), V4> FYICIE, 3FBEOELIER (1. 2, 3 um) D81 EOTI/ O
)L (9%x9) NEFEFNRTLE (R 2-Th), EIA VAT IILOFESIE60m THY., ¥4/44 0
D ILONBIDESIZ100 m, Y470 TILDEDESIEL0 mTHD, T4 2 KORER
DSiINX [RIFETIEREBETHY . ZD SAED N2 —2d/\O—nRE2—2% 5T (K 2-Tc),

2-1. T3 7z 0R—RABHEEILOERICANZSINXTA2BD)LTEN G ) v K
V,oa, SINN T4 9O ILTEM T )y FDI4 > FODBARE TEM Efg, £o414 > K
[ZIE. STEEDELHER (1. 2. XU 3 um) #HFDO81EADTA 7O )L (9%9)
NHbd, X409 z)LIE, EX 100 nm & 40 nm @ SiNx EDOREIZH Y. FEEIE 60 nm
THhd, b. EREImDTA 707 z)LOIEKE, S VAREZBOES(E 40 nm, FE
DEEDOE XL 100 nm TH B, c. b DAMHEEN SEREG LT SAED /842 —>,

SINk T4 B )LTEN S )y FERWT, 957 2 UR—X &kl (GSLC: graphene-
SiNx liquid cell) #&%stL71= (K 2-8) , GSLC (L. SiNx ¥4 O)LTEN ST 1)y K&5
STIVIZKVBEAERE LS Y T HROHERELTHS, —DEDRLWVWELT, ¥4 0
VILDEBEEEFIATSIEEER L, 47O TIILOFESIE60 mTHY ., FDEE
BWIIEAD F Sy TEMZHRTESLEFINDS, ZD2EBEQOHEWVELT. vy F D
BNEZEHLIELEZER LIz, RIBITERLIZ&SIC. MAICI S 7z FZALTGOC %
ERLIZGETOBERMEEZELCEN STz, ZIT. 37z 0FBBLTKNY VLT
WA ATREME # 18 ET LR =, 2T, 57z 0 OFEZWmAIN S FAICHIRT 52 & T
KGLCHBIRUENEFEDICLEHF L, HHESERGEGLCIZTOVTEH, HFITKAT HHEMHEMN
BWMEAIE., FEHTGLC LT 5,
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245 T TEN S Y v FiE. SN BL TORBOENY £EET B7-0I2. TFXT
AF RN —F—ICKDHRKEREBEE LTz, V5TV RBLTHEIRURZIYF
VU REICHRBEN L, EENT Yy FUI SN, 57 0h ‘Free-standing’ KET
IVvFUVRECFEE Lz, TIT. TYFUTREHMNBEAKICER Lz, BELIZK
DLIZFHET D ‘Free-standing’ 57z %, SiNk 244209 x)LTEM 5w KT KL
WEFf (B2-8) .

CVD graphene

— ' '

Cu foil ‘free-standing’ graphene I — I
I [ I * Double-distilled water
| 1

10 w/v% aqueous

(NH,),S,04 Displacing the Scooping by *
etching solution
I i J,
Ovelnlght Graphene
w l---’Lj
Double-distilled water
jﬁr R R

SiNx microwell TEM grid

2-8. #fisk GSLC DE&E A% ©, ‘Free-standing’ #5272z > & SINkx w4409 )L
TEM 5 )y FEAW =, ZFELICBIYIS 70— b 2BET S, TOHRESONTEY
1w Klk, B2-9 29 b,

ERLT-GLCEZTEMBREL-L CA KDFEEEZTET 5L S GRBDHEITBEEINT .
BERZ#EUL75 700 LhOANBREINT (R 2-92)  EFE—LDBREFLIFTH.
NODHEBIEEEET [EBIEBREINGEN >z, COBERIT.AEFRKEL ‘Free-standing’
EEAVTHRONAEORERLEARTH D, FFMHEE (B 2-9a, FR) H51F 5Nz SAED
NE—2(E2-90) X957 vDEF/NEZ—2 14080 )LT )y FOEIZH S Silx
EMASD/NA—/IE—2%FRLT- (B2-7c), GSLC ZBALEHLD—DELT/AYF LY
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DENEZLIFH5-HEERLEN. F5 7z 00FERZRAICESLTH, 5370~
SiN [EfIH B WEI T Tz VRIEBLTKAY =Y LTLES ZEABALMNIZLE ST,

GSLC M# YR LEERDE < (TR 2-9a LRKRITKD b5 v THHERTELVERICHEEL
f=o —A. IEIDOREHDERT 1 EDH. GSLC DEELHER SN (B 2-9d-f) ., MRS
BOBREL-KEK. 74700 LICR>TEEL., &KL, GSLCIZDOLWTIDELS
BEREBRZBYRLIE-R, Y400 I)LOEITR>T 2 DEH® GSLC 2R T 52 EITHIh
Lz (B2-9g) » NILF xHH TEM /RJLF—T GSLC % 253. 8K [TiREI L TERERZ1To71= ¥,

BV ESR N (B2-9g DEBES) ITXY. &T60mDI/ o0 )LD (K 2-
9g DFREBES) ISR >TELCADML TSI LI ER SNz, HEBEDOEE,NAHELNT
SAED /82 —> (R 2-9h) (. KOKIZIEHEET . HWET7 T LfEHE (ANICSD O—F :
0012987) @ SAED /X2 —> biRBENT-, MERARICEDIK[ADERIEL. HEZLEHHR
DTFOBMEDOLRAICL >THFI SNz, THIZEK Y, EDS-STEM 2K HTHET v EVTHHA
BEICHE otz BRI THCMEIIA 70V TIILOREICHE>THEL AT LTS Z &A%
ALz (B 2-9i; ZEEHEDS TV ELT ERIET HARY MLIZDWTIF. R 2-10 #88),
AHAIRBRDEDERETH., KICKRESND &L 54 SAED [FRFGSnGMof=, f=F= L. 253. 8K
FYIEWVEETKIERIET SAREHIIESIATLNS, D2F Y. FEORHICEHALAH N
IKOBNFRFEICEK Y., 253.8 K EVWSEBRRIET TH - THLRAKKEBOKOFEELNHS
SNBHAREMNHDEEZA NS, GSLC FDKDFEIZDVT K YIEERHKICERT 51-DIZIE.
FYKBTOARINERIHRAFINDS, LTV, AEEM S, GSLCIZ FT5 v TIhiz&IKIE
MKTHGELKRERDEEATZKBRETH > IZEVWSIBEENFIBALIz, MR T, RILF K
WA —THRALEBIOKERTELGAHBRT7 VEZVLNETHRLEZ-ZE LY., KiEaKS
DHERENEZICEREL TS EEZ BN D,
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Side view

Graphene

1~3 um

40 nm
100 nm

1.0 pm

X 2-9. fifi’k GSLC ERL DA X, 41w FIZK 2-8 [;RLT=AETHER LIz, a. T
FUTBRBMNOEBRLIZHAKD F5 v TEHHA-IEORRE TEM EE, AROEE (F)
ERABEOMESE (F) OESIEEFNEFNL40 nm& 100 mTH5. b. (a) ZzRAEISRT-
EEDWIER, c. (a) OFVEEANSEE LT SAED /82—, d-f. FHITESIZHRIL
1= GSLC MBAMREF TEM DR F v T aw b, 5 . 10, 15 BEAOKEDTK EBEHETR
LTUL%, g 253.8K (241 L 1= GSLC M BAREF TEM 1%, J&E#E L 1= GSLC [TE & TR
S TWB, h (g THETRLTGSLC fBlEM SER4E L1z SAED /N2 —> , BLNVKEI TR
LE-DI&. BEE7VE=ZYLEES (AMCSD 31— K :0012987) IZEET AANRY ko i. (g)
(23t BEED STEM-EDS v v EV S, v v EV S (@) I2x L TREEE Y IZ 20° [
BRLTL5, EDSERERRY MILOEAKRBZRIZOWTIE, B2-10#85EBDZ &,
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BFfmmel) ———— .pm

c————— 10 pm NK —————10pm CukKk ——————10pm OK ——————— 1.0 pm ) SK

2605

200 —

T00 —

GO0 —

E00 —

Counts

400 —

300 -

200

100 —

0.0 0.40 (.80 1.20 1.60 2.00 2.40 2.80
kelf

2-10. 2-9g IZ5R LT= GSLC [Zxti5d B, STEM-EDS [CLBTTETVE VT EARY
FILY, ENRRILIE, BAERKBEHFEER S EEFIEMEE (HAADF-STEM; high-angle
annular dark-field scanning TEM) & T&HY . a [T —42 EREHI. b (FT—2EREE. ¢
[FRF. dII7rM %, e [FBR, TIX8A., g (FBER. hiIIHBEOREIYVELITHD, &
Ty EVYIE, B2-9(Ixt L TREFEEY(C20° EERLTLS,
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B3F GLC DgpEM LRE
3-1. BLERMEZMH S BREE/KRRK GLC fizRL

CCTIERSINXRA4 28D )LTEN S ) w FIZCKY T v F UK ELED ‘Free-standing’
57z FEETCVDRY., TyFUTKGLC 2R LEHERIZSOVTTET (KB 3-1),
TEMBROHFER., TYFUIKGLCIIEVNVBRETERT S Ao (K 3-2a),

CVD graphene

— v v

Cu foil ‘free-standing’ graphene Graphene

=

| The etching solution

10 wi% aqueous )
(NH,),S,03 Scooping by ¥
‘ v
Overnight Graphene

7 W

SiNx microwell TEM grid

3-1.  ‘Free-standing’ #5727z ZRAWNEIYFUFHEGSLC DIERILE D, B85
n=5Uy RiZ. R3-2045Y v RIzitind 3.

GSLC IE= A4/ O T ILRBMDAE S, EE 100 nm @ SiNx ROMEEHIZE TEA>TLVS
CEMNEEENT, BUIESINKIEDEAMNFEL 40 mm), SNV FSRX FERLTLS
AEO<TA4 82 )L (B3-2a DAXKH) NICTYFUIBREHATSEDOLYTHoT-,
0f, 10F, 20D GSLCHDRF v T3y bhd, GSLC DEFEN 10um* & YUhigY KEL
CENBRBICHERINT, BRI, BABERLSEETE S EMNICFHMEL 7=,

hoDRalE. EFE—LOBEICKDKOMEENEICLYFEEL, BEILIZEEZ
BND, SVBURT—)LOGSLC X TEM F'Y) v F2FEIZHHEL TS I &HY, BMERICK
STHEREINTz, Thik, FKOFAREE (K 2-2 5KV 2-5) TOLCABERINEL, T
CERLCTEN T Uy FO T —ERCHERMICTHIC GLC AR SN & L IETHBHTH S,
FR.IVFUTREREEDHM EEED (NH,) S0, 7KE&K 10 w/v % (0. 43 M) (NH,) 5S506]
TH,. BLVERMETGLC DIRLEWAAAHER SNz, 9. ‘Free-standing’ ¥ 57V TF
DITYFUTBERE. 0.4ND (NH) 280, KBHRICEEICEEZH]A - (M3-3), BEETHMARK
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3-2. YA A(A—FMSHTIA I OA— LA —ILIZE &5 GSLC DEE S,
a, TYF YAk GSLC DEARE TEM DX+ v T aw kb (0, 10, 20 ), FE 60 nm
DAY JLIEFAVKHNTREINTWLS, J Uy FIEE 3-1 [TTRLE-AETHERL
f=o b, 0. 4M(NH,) S0, 7K;%i% GSLC MBARE TEM DX+ v T 3w b (0. 10, 20 ),
3-4c TEBLEKBIZFBVWKHITREINTLS, v FIEZE 3-3 [ZRLI=AZETHE
WLt

DTS T7zoNENEREMIZEY. ‘Free-standing’ 57 UhiE#ELT-KED 0.4 N
(NH,) 280, KiZ % Z SiNk <428 )LTEM G )y RIZTF K LB ENTE, R LT
GSLC X B 3-2a DT v F >V iEKGLC DIFELERICTTEN ) v F2FIZHHL TV,
SINx R4 B JLTEM J ) RIZTEAET S GSLC O 1 D(IHEHRTH o= (K 3-2b), 20
BEORFTyToay bhin, AEOKENERMICHEBEERERYRT I LITKY . #
BAKD GSLC DM KREFLFANERIND I ENERTE Rz, I/ QA= bILHLY
TIA498A—=FILRT—)LD GSLC B SNz & T, bSy TEhizikILFIZHE
ETHXBORMHDAEEL Y, ZTOBEEREL 2 HTULOSEEANHDZ ENREINITEz (K
3-4~3-T), E3-2DHARED .M LERETHY . ChHBRMEDSEL GSLC OFEE
RLUI-ATREEL H B,
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CVD graphene

— ' '

Cu foil ‘free-standing’ graphene I — I
— ﬁ 0.4 M agueous
| (NH4),S0,

10 w/v% aqueous |

(NH4)-S,04 Displacing the
etching solution Scooping by *
Overnight l l
¢ Graphene
* *
i 0.4 M aqueous
SiNx microwell TEM grid (NH,)>SO,

3-3. 0.4 M (NH,) 2S0,7Ki&#& GSLC DIERAE Y, /BohfV )y R, B3-2b &
K UE 3-11a [TXET 5,
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3-4. GSLCAERTHRAELE-KANEIZ Y. a. TYFUTHEGLCDFRIZCEELER
AOBERE TENMEDRFT v T3y b, 8.200DKE8 (AKX (£8.36 METIZEEARL

(BXE)., 8.2 MICIELOXRELRKAICER LIz CORFT YT 3y bE, K 3-2alc
HIiEL TS, 3BTy Toay IR 3-S5 ICSRENTNS, b, (a) DKBEDED
DEMDOBFEFEE (0.04 ER) (T, ALUDBLEREOREIL. K 3-6 &K 3-7 I
TEINTWAthD 2 oOKETHD, ELDOBIEREX. F. ALY, REDRTEN
Fn1.08, 1.96, 1.21 um s"'THot=o 3 ODKADEHEEIL1.42 um s'THo
f=o c. 0.4 M(NH) SO0, 7K;B7& GSLC IZHAE LI-F;AaMARE TEM BORXF+v T3 v b

(0.00, 0.80, 1.60 #:#%) : ALK AIZE 3-2b DAKHITREN TS, d.  (¢c) DR
ADEDDEMOBMAER (0.20 MR . [UEOEDOZEEIL6. 10 nn s EEHESIH
fzo ChIE (a) DIFELY L KRIBIC/INSIMETH o1z [EDEED 2 HTULDEIL.
GSLC DK DEWVNS Sy TREDESDEVWGEEDERIZLDIDEEZOND, $5
[CHREHA T, (@) DEIHLKELGLC TIX, MEHENBREFNICESTADFEMN
FYUZBRBIBE=HD. IS T VDI YKRELREMMNERESINDITHAS, ZhizklY,
SKUBEAROBEKNEYERERIZGY ., (b) EHBELTEYVAAFI VI RBKEDBETHAEE
[ZIES=FIREEMNEZ 5B,
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B35 IvFUIKRGESLCHDTEANRFTy T ay bOHBARY, X 3-4b DER
TREINDEDDEFMDFFEICERASIN-KEF. BLWREHTREIN TN, 8. 20, 8. 24,
8.28HMDERF YT ay MIF2 20K H 1=, ART SHIE. 2 DOKBFNTE
NOELZEMIZERL,
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3-6. TyFUIBRGLC POTBDIHAR Ty T ay b ¥ ELOEMDFEIC
RAVERBRBVKRNTREATE Y. B3-4b 0F LU SBORIZHIEL TS,
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3-1. TyFUIJRGLCFOTEDIHBARFT Y T a3y Y ELOEMDFEIC
AVESBRBVRNTRINTE Y. K 3-4b DIREDIRITHE LTS,
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3-2. EFREHTICE TS REEKIRORAEY

HAKD Sy TERAEBICHICHAT S GSLC (K 2-9d~f) (. ¥/ 09 z)LRHIZT
YFUTBDNEBLTVWAIENRERTHLAEEMLNH S, Ty F UV RITEREIEL:
O, TEM 51w FEIZEBLYTWVWEEZONS, TYFUJROEZ LT SEHERT S
=6, TyFoFkE 10 FIZFRL., SiNk <4209 z)L TEM Yy FEIZET L=,

‘Free-standing’ ¥ S 7z V&AW TC Sy TITBHIEEFET. TYFUIREEH LT TEM
Yy REFOEE TENEFICIEA LT,

X 3-8. BAMRZRDKBRFICHEITS. [ADRELRED K S BTEFH Y, a. 10 FI2F
LIV FUTBREDOBERE TENMEDORF vy T3y ko b, 0.4 M KER (NH) 2804
DEABREH TENMEDR Ty T3y b, ThENDOKBRIE. 57z VIC&k>TESy T
HFIC, SINKTA B )LTEN ) w FEICEEBETLTCTENBREE{To1=.

ERLEIYFUIBROEBME. A4/ T )LOBITR > THE-> TV (E3-8a),
NEERTHARTHE SN TS SiNk RED 1) 5 F GSLC? IZFEML TV =, REMIIE
FREHICLDIMHFARABIFEVRBL, TnooRiaEIBEETIREEERLL-, BT
REZAF, V5720 AVTEEREMNCRR L TLWEWIEM MDD BT, GRICKSHE
G ERDBIET, [VNANDOINITE K HRFIMREZ oN-RTHD, TEN BEERIC.
3-8a LRLYA B T)LIZDNT, EDSICKBTEIVE VT H#ITo1z (K3-9) , K 3-
9 @ HAADF BZNhZENIZDOWNT., ETDEEIFEH &K 3-8a DEEICHIET 5, Ik
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Y., 737z A0V EiRHEDH, BLXUVITVvFUIRICHET 2BRLEBEADFENTE
mEnt=,

ITyFUTRICELT A TH S (NHy) S0, KEKICONWTH, RFRIZEETTOTEM
BERE1To71=, 0.4 M(NH,),S0, /KB%&ZE. SiNx ¥4 o0 x)L TEM 5w FEIZHETL.
TS5 7z 0FRAVWCEERENSRMI S LG, EHiE TEM BEHICEALR, E1B2ZD
(NH.) 280, KiAZDZBMIEFHRBHICL HMETRABITHEVRBL. [AFRLEERL
= (B3-8b), Chiod TEMBOa Y SR MK, TEMERZE SN = (NH) S0, T7 0V ILKLFD
Bl ¥ LER. BEEFEICLYRRICTHD LIz, REMNIZ. BFE—LDEEZSH TR
5L, BBYEIELITEXR Lz, EFRZBH LT 7IIEH L TOVEGWES LB L
THHIVWIAVFSRAMERL, BFE—LOBHICKIBEREBMOERRNHAL,NE L 12

(K 3-10), 3-8a DI yFUiKER 3-8b D (NH) S0, KBHKIE, B 5 HRBMICIETE
SICHBRLEN, BELEREDFESGE. B 3-2I12RL1-GLC LEHFOBEERTH 1=,
BEFREHF LEZBRICEREENTTRAOK S LBEHE. ERELEZY VBT M ILRER
THRESNFLH D ¥, AR THEBRINLERICELOREEFZR L. [AICEET S
MEBREDAHIZEDNTOLC(FIXGLO) #AWVHAREZH/L D LITTENLETH D,
EELS (Z& BT FILDEHI(E, GLC 45 GSLC FDKDFEEERIET 2ENLFERE L TH
BNTWLEN P COFERIEMDOLZ DRIAAELERKRIC., BEBICHFNFETSILE
RIATDHLDOTIELEL, DFY . NTILOEEFHE. ZONTILRUVEABEOZREHEAHZEM I
BRELTLWANZHENICHER T SAZELT. KRELTAY Yy b H S, GLC & LTH
HINTWBEECNTILHARGIZEHAEINEZEZRIC LSy TEIhTWWENE I AL, BHE
RISERELEBHELGELNESI D BIZIE. 537 0B NGEEDERRE. K 3-8) . Kkt
[CRELESENLAMLEHNERBLEZBZZLTLSINES D BIRIE F537z20L
EREDEFBODERICA>TEC KA, B2-9d-f) hoREMIZHIERT I2HENH D,
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3-9. FAMRICBEFZIIVFUITBRRDSTEN-EDS [(CkBRFRTVELT L. HiGT
BARY RILP, 1% w/v (NHi) oS:0s KiBEHEZE SiNk *4 2Bz )LTEN Y FEITHET
Ltz KLz RF v T3y IR 3-8alZRT, Iy EVT ERIET HRARY MILIK,
4 3-8a MECERXERITERG L=, TN ZThd HAADF-STEM ERIZ. a BT — 2 EFERT. b A
T—RERR. cHARE, AN 7M1 K, e NEHR, f IR, ¢ HABER. hAREOTHET Y

EvyTHb.
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3-10. BAMRICHITS 0.4M (NH) S04 JKARDZEFE %<9 BHARE TEM Efg *, 0.4
M(NH,) S0, K&K % SiNx T4~/ Oz )LTEM 5 v FEICET L., B TEM 85417 -
fzo SEEBAICEBIT2KADORELBARDEL S HEHE, K38 ICRF v T3y hTER
SINTWDS, BRITRBIZEFEL., g A TEFREBEFOADGVEEB L THES
WaYrSAMERLE, SBECIXSINK T/ Oz ILIZHIEL TS,
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3-3. GLCAHASDOARERIED) —2

HMKORBRRE LTV TTEDGCC ZFHART H-OICE, KFEIUE I FEKS
FLAREDLURIZEETDHIENEETH S, AL FR SNz GLC ITHASh =& (K
2-6 BEL U 2-9d-F) (&, FBKBFR (BFLEIHMAK) THARBEME, TYFUIBRD
AVAIZEERNETHIEREKBRTHAHEREMLED 2 200 H5H, L L. fFELL TENERE
DBIETECMSDKD ) —IMNBEETRHEITNIEE, BREFHFEKBIEELD, —H. KDY
— I HWELWERICIE, BEREHREKZIRTHDAREMELEL. GLC (Ff=IE GSLO) AD
FEKBEOHEREZRIT HICIE, BETOKOEEAEHERET 50820 YT VAETH
%, 253.8 K TOAMER (K 2-9g) TE. KIEMICHET 45 A97% SAED /N5 — UV FE
MTEY, AVE S (ZVFUIJRBROBRETY v EZVL) OERERROFENRIS
Niz, T, GSLC A DKD Y —o HMEELATEN © TEMBRERICESEFTOVLT IO DR
TRAELTW=CELEZRELTWS,

TEMEBRET TSy TRIAD ) —2 %, 0. 4N (NH,) 280, 7Ki& % GSLC D — X THEE L 1= (K
3-11a), 0 BDBRRTIYA IOV TILOFNI, T FSA4 MRD GSLC AR LTS, =
D GSLC DR (K 3-11a DE R [CIFBEEFBFHMORELRENFELTE Y. GLCD
BOADIMSHERIENRLEFEEL, TNAKRELREBICAN > TERBL TS EMNRES
nf-, TEMBRET TIHERMICHSTRIBI/EZ > TWSIT b s, GSLCADKER
K[ig (FRR) OBEAMORSE (BRR) ARLISHELTEIENATM o= (B3-11b),
SFMNMaDERBTRLIEBIO T 76, ETAHRERENS 60 WETHARDREIA
#3200 nm A LTWNB C EADMD Tz, ERERICEY . KIBOEEA 0.3 un* LLERFD L
TWBHIENTEN (B 3-11c), ChiF, MEHRABRICEYER LA R53FA GSLC »
STEMDEZEF v UN—RIZY—I L2 EERBLTWS, ETHEFE. GSLCREZDS
7T VDHFHEETHRT H=BIC, T CIZSAED NE—2ZEEF L= (K 3-12), GSLC imED
FEEA DD SAED /X —2 EFELGY . GSLC DHFRENSIETZ Tz oD T FILITHES
N of, FREBOXELTIAELDT STz, JIBOHERICHE>THLA. EREL
TSAED DY T FILNGBFE - -AlaEMEN H S, Ff-. JERERICE, ARDRNIY FSR
EBEET D EMNER SN (H3-13), ThoDay SR MME KIEHITIHIL L T Silx
FREICHFET 5 0.40 (NH) S0, KBBDEETHAHEEZ NS, BIEPICEHRLEA SR
BLTWKEHRFNL, REGKIAOHDETEI I T UNEREEML TVENEHERS
Nd, COBEEN 1 NEBEEEINT-, MILL THEET S GSLC ADREENT CIZEFE LG
CEMNTMY, GSLC NORBIFEZREANFIEZICHAKREINTE ST GSLC & LT—EEE
NERAREZ#HIFTE TS EEZAOND,
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3-11. GSLC A D) —H DFFE ¥, a. 0.4 M (NHy) ,S0,7Ki& % GSLC D BAREF TEM &
B 0BE0R), b (a) ITEHFRRVRREHDOEETOI 7ML, ¢. KRELAKS
(a DEVIEIR) OEBEORMZEIL,
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B 3-12. GSLC DRBEE L UKRAIZHEITEHT ST 2 DHFE ", a. 0. 40 (NHy) 280, KA &
GSLC MEAREF TEM EifR, b. (a) DFUVRRMARNDEEN 5F 5 1= SAED /K% —2 6
B/ A2 —VIEFATEASNL TS, ¢. GSLCOFIL (adBEVRIEA) hoFEoh
1= SAED /X3 — >/,

B3-13. E3-11alzmL7=0.4 M (NHy) 280,7Ki&& GSLC NICHFET A RELRE (a
DEF VLR OILKRE P RELTERICHILL THEET 2RBEOBMEINMEZ SN TS,

38



3-4. 57z ICFETHRM

#ik GLC DEREAELCEWNC &, £, SLCICE T AKATREOHD EHUDIT BT
BEMOHIHMAL LT, VI 7 o RMEEHORBZRAL T, KITRRSIND LS5 %4E
EEOBEVDFNMUDRFOA ALKV ELEBEMIZY -V LEIENEZLND, 2L,
357z VIFEBMICIEDFO Y=Y EHILVHHETHY ®F, ZOFEEHN GC DRFEEE
RBLTEEEWSE@EASHD, —A. GLC[ZH (T3 CaCl; DIERIL ZEERE LI-EKITHET
MARSNTNEESICY REMRICEVTIE IS T VORMEERT S EFTERL,
TEM BREFCETD/ v I F U FA—PITKVERT DREFRY—ILTORMIZMZ., F/
A—FILUEDRT—ILTOREMBRIENT ST VICHEET HMRET ILENH D,
HLZDESHBRMENZ ITHIX, TEM BEOREETHI LI ERHTOELRIZTEVLTHKD
FOLEREPFHLBRZICU—YVLTLESOTH S,

ZZT.6LC B &LV GSLC DIEH@IREIZHITD ) —V ZZEEIC, BIILERICT—HEMICALS
Nd0D T35 7xUICAENLERMENFEET . REELT-. KREHT TOD GSLC A 5 DK
DY)—oH, AZEMBECHEICERIN (B3-14) , £9. -5 COASEKITENR
f= ‘Free-standing’ 37z %, FTOFRKERELASINNTI7BDILTENT Y v R
TTLLRL2TY Yy FEEELT, GSLC ~D FSy THEKYREEIZT 51=6. Bk,
HHEZEOHZ 2 LOICFHBAIREICLTEWN:, Uy FOERERICHFBEMEICX
YIERBLIzECA, VST VDELADPKDORFOELRICEVERSIN (H 3-14a) ,
Ty FhREEIGRSEAD Sy TENnzEEZ NS, AZBEBBICLIBRELT:
B, SCICFALTHIABEIZTEN ) v FEBHELTz, —R-5CTREL-%Z. BE
HFBEWBICLDBRELT oIz, TEM J) v FhRBADKELITIKOKEAHIEEK (T4
hb, 92700 oHMNEL) LizZ RSN (K 3-14b) , ‘Free-standing’
T2 7z VICRETHIRMBOLYRELGRT—ILDEREBELT, HHWVIE, I35z &
SINx [REDEIDZEMZREL T, KDY —0 LIz EHEIND, AFEMBIC L HEHER. TEM
BRE1To1=, EE$100~200 mOEEDEWNI Y FSRA FDRHFDHINREIN, Nl
B 2-5a £KIZHAHmLTCW=aY SR MEBBULTLV: (B3-140) , == LEFRESZ
TTH, AV PSR MIERES. [ADRELBEINGH oz, —BRICTHRYIT VT
DUBREB L VBEAEIKEIZ ‘Free-standing’ KETEHF S -2 LITLY. F53T7z00
NEMLERMEEBEL TSI 7 oNBEREOBRIELIZZEICKY IV PSR MY RESTZEE
AT=o

ARARTHERALLZI ST VICREMBRGHNEFEET 52 LE. TYFEY MEY TEIE
MR L=, SAEE LD 6-8ECVD 457> (ACS Material, LLC; /S¥-FTF+, A7+ /L=

F) FREIZ 10 w/vh® (NHy) :S:0s KB ZZ T L1z, 30 #M %, REZZEBKTRYRLES
LTze RAGKDZERELR. AU FOXREZEERETFIEMEE (SEM; TM4000Plus, B3I
NATY, RR) TERLE, ZXREFEIE. MREES kV TEEFELz, SEMEBREDHEE.
ERIZTYFEY A0 TE /umDBEETHERLTWS I EAERSINT (K 3-15)
YFEY FIORMBORESEZHET I LIIRHETHLIHMN. COERRICKY., TyFoT
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BRPDKDSFNBEBBTED YA XORMEAT STz VRAICEL LTSI ENBHEL
MMIlEotz, € FRBITKERSIND) LICODETHESIEZI S 7o U(E, GLC D&EAT
MEDIFEAETHERAINTE A, REIRMOUFET S ELVEADLNTILNS Y,

SREEKAR GSLC DEZEE. Y4/ 0V )LEBS LKS3BIA U OA—MLRT—)L
TREN RSV TTEBZEITHD, 2F Y. GSLC DEFE ((KFE) NETHAERTHRESIAT
V3 GLC ICEERTKRELY, EITHED GLC H A AW TRELEEN >1-DIL, &EKRTY D
BEZEH 100~150 nm*' 4>, 50~100 nm*? T&H o71=, GLC [Z NaCl AFN/KBRZE bS5 v T L=BE
FREREDBRACILERANEEEEGY ., ALAOHMRICEY TS T774 MEOTREE
BTHRARD NaCl $ERDHERT DI ENHESNTINS ®, EELS IZKBKD TS XEVE
— Y DEFTOER. /94 XD GLC REREHIEL 400 MPa IZEFT S EMNFIBIL TLVS 4,
RFEABEMEXZRAWVAETH, 7/ A4 XDGLC (X 1~63MPa EWVWSEWVVAEELEE
FTHIENRESINTWLSE®, ZD&KSIC. F/4—4F—THLADLN-ZERHTIE. &K
DYEIENILY EITEG S, LA ON-ZERTOEHERLEKENLDTIEH SH.
ITNLDBRERSET CERBRBRINDI L SUBRBRRIANTIVAANLERIVIT S
CEIERETH D, TOR. IM VB A—FMILRT—)LOEREEKARGLC (K 3-2) @
NBEAE. 57z 20E SIKEBEROD 77> - TIL- T—ILRAEEERN, 53 7z0—5
7z UBEYEHE O, BRI TS EEZLOND, KEDGC THRELLZH>TULVDS
EHEROFNZEZZTT. NLIDORPBEOMEICFIATESAEELHD, Y57
DREEEECEM. BIZIIRFBHEEL“LBAEHLEDIZLETKO) =V EHMTHI L
NERINANIE . RBRMICIEX.FHFKERD D VIMKOBERICHLEAIND EHFIND,
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3-14. GSLC YERERFEIZH T HKDY—4 ¥, a. -SCIT@BAELI-KE +S v T LT
SiNx =405 z)L TEN 7Y v FOXZEHEE. b. (@ DTEMT U v FZ-5CTD
BEET—BRERE L -ROAZEMES. c. ) ISRLEZTIMNT Yy kw440
T)LDOBARE TEM &, AROEVLWI FSRA D1 DEZBWVWRHTRLT
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3-15. tABIE LI LDy FEY b SEN ZREFE ¥, fAEE (V57>
ZEEBELTHAHAD 1210% w/v (NH) S0 KKAKREE TR, REFHBMAKTHELT-,
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F2ETHEH., FTETARTHRESN TV LMK GLC DBERERZT >, TEM T U K
S5z 0%8EL., J5 7z VvRATEAMNEDE, F5 7z VBIZKD NSy TE
BELEA. #KGLC EHAE T EITHERDOBRIETELGAN >, I Tz VEOERER
T1=8IZ ‘Free-standing’ ¥ 57z VZFAWLT GLC 2R LIzEZ A, RITHETHES
N=BIZEELT 5 GLC DL R SN, S5IZ. SINKTA/ /B )LTEN ) v K &8
AL, FSYTEROMIKREAFREZOA L FO—ILTEDELSIZLT=, LA LK GLC DESL
ZERLTH, KAL LTOLC DERIEHRESINGE,N STz, FIZT ) v FO—EF T GLC AR
B LT=1=8. 253.8 K ADAEERREITo1z. FT v TSINEZRENKTHNIEKL KT
HEFHEL-, ERICE. £ LE-BRIEIRBTY VE-v AR ERTE SN, FBICHRT
B5G6LCIC kT Yy TEINTULSREIE. MKOFEKBRTELELS, TYFUJENDaIVAEE
FIFDETOIRRERKBIRTHAZ EMNHIALL,

FEIETIE, F2EDOHREZHFICLY, BREEKARTHNEIBRESCGCELT
FSwTTEBIEERR LIz, TyFUVRICMA., BUMEATHS (NHy) S04 KB &I
DLVTH, KEFE GLC DR EHZE LT, GLC L LTOBFBRURUREMINEL . REDH
EEHPEA TSRS BRI S ENAfeE o1z, —AT. BREEKERIIEE
KETHLEMYICHRE L TRARBIZEEREWVERE 1=, GLC & L THREANLKHZIZ +
FYTEINTLEINIEELERDETHD, S5IT. BAHEIK GLC DARFERL. RU
(NH0) 2S04 /KiBHE GLC [TH T HXBEBORBAOMN 5. ILOEELBERELN S TEM HEBEICED
FTHEBOBEZERAHAL T, KFN)—IULTWS I LFZHEL, TYvFEY MEZEH
WWT. GLC EEUZALGNE T EMNZLNCOD 57 2 VICIERAENLGRENELET 5L %
L O

ABMETIEH. SEFIRRCATERREZHERMES (ERT L 0LCDERFHZERL
f=o BIREEKARGLC & IIRRIIZ, RITHARTHRE SN TE 2L S 4HKGLC DERM
FELECHBEDRINRRETI Y FE Y MEITKY, GLC HM5DKD Y —T 2DV TRHE
RiE Lz, SEREIEEBEN G TENERBEICELIETTOKOY -V RBEEMT S &
ATENE, BREEKBRREDHG LT, FBEKEIRFLEMKEVNSIBRIREZESE
FRMRERETEAIRIICHDEHFIND,
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ABSTRACT: In situ liquid-cell transmission microscopy has E-beam |

attracted much attention as a method for the direct observations
of the dynamics of soft matter. A graphene liquid cell (GLC) has
previously been investigated as an alternative to a conventional
SiN, liquid cell. Although GLCs are capable of scavenging radicals
and providing high spatial resolutions, their production is
fundamentally stochastic, and a significant compositional change
in liquids encapsulated in GLCs has recently been pointed out. We
found that graphene-based liquid cells were formed in nano- to
micrometer sizes with high reproducibility when the concentration
of the encapsulated aqueous salt solution was high. In contrast,
when we revisited conventional fabrication methods, water-
encapsulated GLC was formed with low yield, and any electron
diffraction spots from ice were not confirmed by a cooling experiment. The reason for this was the presence of intrinsic defects in the
graphene, the presence of which we confirmed by the etch-pit method. The shrinkage of a water-encapsulated cell and a decrease in
the bubble area in an aqueous (NH,),SO, solution cell suggested that volatile water molecules and gas molecules can leak from the
cells during the fabrication and observation processes. Further revision of the conditions for the formation of liquid cells and a
reduction in the number of intrinsic graphene defects are expected to lead to the provision of graphene-based liquid cells capable of
encapsulating dilute aqueous solutions or pure water.

Graphene-based
Liquid cell for TEM

SiNx
membrane

High concentrated ]

3 salt solution
Dynamic
bubble

movement

Micrometer-scale cell
High reproducibility

B INTRODUCTION

The direct observation of liquid samples by transmission
electron microscopy (TEM) is a powerful way to understand
various phenomena in the field of crystal growth, such as
nucleation, crystallization, dissolution, movement of particles, or

Decreasing the thickness requires a decrease in the observable
area of the film or more-technical development to avoid film
breakage.''

Graphene, which consists of a planar hexagonal network of

carbon atoms, is an alternative material for thin films for liquid

bubbling. Many researchers have shown interest in the
microscopic dynamics of these phenomena at scales as small
as the nanometer range.' > TEM requires specimens under
vacuum conditions because of the use of an electron beam as a
probe. Consequently, thin films capable of transmitting an
electron beam must be used to prevent the evaporation of the
liquid sample into the TEM chamber.

The use of an amorphous silicon nitride (SiN,) film permits
the observation of many interesting phenomena in liquid by
using TEM."~” Although it is commercially well developed, this
technique has some experimental limitations in achieving
sufficiently high spatial resolutions to capture microscopic
phenomena. SiN, liquid cells bulge due to the high vacuum
present in the TEM chamber, and the observable area of
appropriate thickness is limited to the edge of the SiN, window.*
Additional pumping systems should be used to suppress the
bulge by applying negative pressure at the outlet.”'” Also, the
general thickness of commercial SiN, films is about 50 nm.

© 2024 The Authors. Published by
American Chemical Society
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cells. In 2012, Yuk and co-workers proposed a graphene liquid
cell (GLC) as an alternative to the conventional SiN, liquid
cel.'” A GLC can be fabricated by encapsulating a liquid
between two sheets of graphene or between a sheet of graphene
and another substrate such as a SiN, membrane.'*~'® Graphene
has a high transparency to electrons and is mechanically tough;
moreover, it is capable of scavenging radicals formed through
radiolysis by the electron beam. The factors permit the
achievement of higher spatial resolutions than those attainable
with a SiN, liquid cell.'® Furthermore, graphene has attracted
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Figure 1. Attempts to form a GLC by the conventional method. (a) A bright-field TEM image of a holey carbon grid on which graphene was
transferred. (b) Schematic illustration of a side view of (a). (c) SAED pattern acquired from the holey area of (a): a 6-fold symmetric pattern is
highlighted by the red circles. (d) Bright-field TEM image of a GLC without water fabricated by the conventional method. The grids were fabricated by
placing two graphene sheets facing each other and attempting to sandwich droplets of pure water (Supporting Information; Figure S1a). (e) Schematic
illustration of a side view of (d); the region in the blue dotted square corresponds to the area of (d). (f) SAED pattern acquired from the crossing area of
d: two sets of 6-fold symmetric patterns are highlighted by the red and yellow circles.

particular attention as a soft-matter encapsulation material for
liquid cell- TEM (LC-TEM)."”"®

Although GLCs have considerable advantages for the direct
observation of targets in liquids at atomic resolutions, they
require a careful examination of the components of the liquid
that are encapsulated in the GLC. It is necessary to take care to
verify the presence of water in a GLC, and the most reliable
method for doing so is to check for the presence of a water
excitation peak by electron energy-loss spectroscopy (EELS)."
An EELS study recently pointed out the solute concentration
effect of GLCs.”® Aqueous CeCl, solution encapsulated in the
GLC becomes significantly concentrated, with a cerium-to-
oxygen ratio approaching that of the hydrated salt CeCl;-7H,0.

The aim of our research was to explore the microscopic
dynamics of a dilute aqueous solution by direct observation. Our
representative target was to capture the nucleation and
crystallization of ice from pure liquid water or from a dilute
solution. Although the formation of cubic ice in a GLC has been
reported,”’ Zhou et al. have suggested that this might have been
due to salt contamination.’” It has been recently shown,
however, that cubic ice does form on a TiO, crystal in a GLC; in
this case, the TiO, crystal acts as a scavenger for generated
radicals.”® Although an ice Ih fraction has been captured from its
oxygen peak in EELS,* to the best of our knowledge there has
been no report of ice Ih formation in a GLC.

In this study, we revisited the previously reported method for
the fabrication of GLCs with the aim of fabricating those of pure
water free of contamination originating from the etchant used in
the production of the graphene sheet. Unlike the case of water,
GLCs of concentrated etchant and solutions of similar
composition form at a micrometer scale, which is larger than
that of previously reported GLCs. The observation of a decrease
in the bubble area in a GLC and an etch-pit experiment
suggested to us that focusing on defects in the graphene might be

a key to exploiting GLCs in studies on the chemistry of dilute
solutions and pure water.

B RESULTS AND DISCUSSION

Attempting a Fabrication of GLCs with Pure Water by
the Conventional Method. Most previously reported GLCs
were fabricated by encapsulating liquid between two sheets of
graphene.”® Following this method, we transferred a sheet of
graphene onto a holey carbon TEM grid (Figure 1a,b), and we
confirmed the presence of a 6-fold symmetry in the selected area
electron diffraction (SAED) pattern from a holey area (Figure
lc), confirming that the graphene had been successfully
suspended on the TEM at a micrometer scale without any
folding or wrinkling. An attempt was made to fabricate a GLC of
pure water by placing a drop of pure water on the graphene sheet
and sandwiching it with a second graphene sheet on a holey
carbon TEM grid [Figure 1d,e, and Supporting Information
Figure Sla]. We expected that a strong contrast due to the
encapsulated water between the two sheets of graphene would
appear but, in fact, no such contrast could be observed.

It is well-known that water readily undergoes radiolysis on
electron irradiation, producing species such as hydrated
electrons (e,”), H, OH, H;0%, and HO,, resulting in the
production of hydrogen and oxygen molecules.”® In the present
study, no bubbles were formed, even on increasing the electron
dosage. To confirm the presence of graphene itself, the SAED
pattern (Figure 1f) was recorded from the area where the two
circles intersected in Figure 1d. Each of the two circles in Figure
1d corresponds to a holey area of one of the TEM grids, meaning
that only a layer of graphene was expected to be present. The
SAED pattern clearly showed two sets of 6-fold symmetries (the
red and yellow circles in Figure 1f), suggesting that two sheets of
graphene faced each in a planar manner without encapsulating
any water. A low mag image of the TEM grid (Supporting

https://doi.org/10.1021/acsomega.4c05477
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Figure 2. Attempts to form a GLC by the free-standing method. The grids were fabricated by the method shown in Supporting Information, Figure
S1b. (a) Bright-field TEM image of a holey carbon grid with a free-standing graphene sheet, observed at 80 K. (b) SAED pattern acquired from the
dotted circle area in (a). (c) Snapshots of the bright-field TEM images of a GLC in folded graphene encapsulating displaced water from the etching
solution at 0, 3, and 6 s. The yellow and blue dotted lines are guides for the GLC and the bubble inside it, respectively. The direction of movement of the
bubble is indicated by white arrows. The full video is available as Supporting Information Video S1.

Information; Figure S2) excludes a gradual change in contrast
that was not significant in Figure 1d. We attempted this
procedure more than ten times, each time observing the entire
TEM grid, but we did not observe any encapsulation of water.

Fabrication of GLCs by the “Free-Standing” Method.
To facilitate the encapsulation of water, we modified the method
for fabricating the GLCs by introducing “free-standing”
graphene on the surface of the water. In this context, “free-
standing” means not being supported by any substrate, such as a
carbon TEM grid, before encapsulation. We hoped that the
“free-standing” condition would allow the graphene to bend and
wrinkle to wrap around the water. In this case, the free-standing
graphene floating on the water was directly scooped onto a
holey-carbon TEM grid on which graphene had already been
transferred (Supporting Information; Figure S1b). After
fabrication, the grid was observed at 80 K in the hope of easier
detection of the water from diffraction contrasts (Figure 2a).
The solubility in water of gas molecules generated by radiolysis
increases at lower temperatures, a process that is thought to

suppress the formation of bubbles. The darker contrasts that
could be identified as bending, wrinkling, or folding of the planar
sheet of graphene were spread over the whole carbon grid, unlike
those in Figure 1d, in which both sheets of graphene were
transferred onto the grid in advance. Circular dark contrasts of
approximately 100—200 nm in diameter were also distributed
across the grid.

To confirm the encapsulation of water in the strong contrast
area, a SAED pattern (Figure 2b) was acquired from the area
defined by the dotted circle in Figure 2a. The pattern consisted
of 6-fold symmetric patterns at 1.29 and 2.21 A from graphene,
and a blurry halo-like diffraction at 3.59 A. It has previously been
shown that the van der Waals thickness of two to four layers of
graphene is 3.70 A and that the (0 0 2) spacing of graphite
shrinks to 3.36 A.*” This is in good agreement with our result,
because we used thicker graphene with six to eight layers for the
fabrication of GLCs by our “free-standing” method. No
diffractions associated with crystalline or amorphous ice were
observed. Even after the specimen was warmed to room
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Figure 3. Attempts to form a GSLC encapsulating water. The grid was fabricated by the method shown in Supporting Information, Figure Slc. (a)
Bright-field TEM image of GSLCs after attempts to encapsulate displaced water from the etching solution. The circular area (blue) and the
surrounding area (red) had thicknesses of 40 and 100 nm, respectively. (b) Schematic illustration of a side view of (a). (c) SAED pattern acquired from
the blue area of (a). (d—f), Snapshots of the bright-field TEM image of the GSLC showing the formation and movement of bubbles at 5, 10, and 1S s.
The full video is available as Supporting Information Video S2. (g) Bright-field TEM image of a large-area GSLC on a SiN,, microwell grid cooled at
253.8 K. The frozen GSLC is highlighted in yellow. (h) the corresponding SAED pattern for the GSLC in (g). The diffraction spots (white arrowheads)
were attributed to crystalline ammonium sulfate from [001] (AMCSD code: 0012987). (i) STEM—EDS mapping of sulfur corresponding to (g). The
mapping is rotated 20° counterclockwise relative to (g). See Supporting Information, Figure S4 for the full EDS images and the spectrum.

temperature, the TEM contrast did not change significantly, and
no emergence of bubbles was observed on increasing the
electron-beam intensity, suggesting that water was not
encapsulated in this area. The circular contrasts in Figure 2a
could be any contamination or oxidation of the graphene due to
the overnight free-standing treatment of graphene on solutions
during fabrication, requiring further elemental analysis.
Although most of our experiments with pure water resulted in
no crumpling of the graphene (Figure 1d) or no encapsulation of
any liquid (Figure 2a), a few GLCs with bubbles that resembled
those previously were found on the holey carbon TEM grid
(Figure 2c). Free-standing graphene on water was scooped by
the holey carbon TEM grid (Supporting Information; Figure
S1b). The holey carbon sheet on which we planned to transfer
the graphene transferred was partially broken for some
mechanical reason during the procedure. As a result, this
permitted the graphene to fold and roll up, with encapsulation of
the solution. A bubble which had a brighter contrast (the blue
dotted line in Figure 2c) existed inside the strip-shaped GLC
shown by the yellow dotted line in Figure 2c. The bubble could
have been produced by radiolysis of the liquid in the GLC or
precipitation of dissolved gases. Under electron-beam irradi-

ation, the bubble moved upward inside the GLC during 0—6 s
(Figure 2c), and then gradually expanded downward after 28 s,
following an increase in the electron dose rate at 26 s, suggesting
the presence of liquid around the bubble (Supporting
Information; Video S1). Although cooling experiments were
conducted for easier detection of water as ice, the presence of
GLC-encapsulated water displaced from the etching solution
could be confirmed from the bubble’s movement at room
temperature without the cooling. The displaced water was
encapsulated by the accidental folding and rolling up of
graphene, but this technique cannot be used for the controlled
production of water-encapsulated GLCs.

Attempts to Form a Graphene-SiN, Liquid Cell by a
Free-Standing Method. Some attempts have been made to
produce GLCs with a controlled geometry by introducing a
spacer between two sheets of graphene”””” or by obtaining a
certain volume with a microwell grid.ls’30 We designed a
graphene—SiN,, liquid cell (GSLC) (Supporting Information;
Figures Slc—e) with a SiN, microwell TEM grid (Norcada Inc.,
Edmonton; Supporting Information Figure S3). The grid had
circular microwells of diameters 1, 2, or 3 #m and a depth of 60
nm, permitting the formation of a volume for a GSLC along the
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Figure 4. Fabricated GSLCs at a micrometer-to-submicrometer scale. (a) Series of bright-field TEM images of a GSLC of an etching solution on a SiN,,
microwell grid at 0, 10, and 20 s. The full video is available as Supporting Information Video S3. The 60 nm-deep microwells are indicated by white
arrows. The grid was fabricated by the method shown in the Supporting Information, Figure S1d. (b) A series of bright-field TEM images of a GSLC of
2 0.4 M aqueous (NH,),SO, solution in a SiN, microwell at 0, 10, and 20 s. The bubble tracked in Supporting Information, Figure SSb is indicated by
white arrows. The full video is available as Supporting Information Video S4. The grid was fabricated by the method shown in Supporting Information,

Figure Sle.

wall of the microwell. Graphene was used on one side only in the
GSLCs to make it easier to discuss the ability of graphene to
encapsulate liquids, water-leak-proof SiN, membrane on the
other side.

Free-standing graphene floating on the water displaced from
the etching solution was directly scooped up by the microwell
grid (Figure 3a,b and Supporting Information, Figure Slc). No
bubble formation, which indicates the presence of water, was
found in the grid; only graphene wrinkles crossing the image
were observed. Those signatures remained unchanged and no
bubbles were observed, even on increasing the intensity of the
electron beam. This result is similar to that obtained by using the
conventional and the free-standing fabrication methods. SAED
patterns (Figure 3c) acquired from the well area (Figure 3a)
showed the diffraction pattern of graphene and a hollow pattern
from the SiN, membrane at the bottom of the microwell grid
(Supporting Information; Figure S3).

Encapsulation of a liquid in a GSLC with bubbles was
observed only once in nine similar experiments (Figure 3d—f
and Supporting Information; Video S2). The bubbles produced
as a result of radiolysis moved around and merged along the
microwell. After repeating these experiments for the GSLCs, we
succeeded in fabricating a second GSLC along the wall of the
microwell (Figure 3g). The GSLC was cooled to 253.8 K with a
Peltier-cooled TEM holder.’ A strong contrast (the yellow area
in Figure 3g) confirmed a distribution of the GSLC along the 60
nm-high round-shape wall (the red area in Figure 3g). An
acquired SAED pattern from the yellow area (Figure 3h) did not
correspond to water ice but, instead, was attributed to the [0 1 0]
SAED pattern of crystalline ammonium sulfate (AMCSD code:
0012987). Bubble formation due to radiolysis was suppressed by
an increase in the solubility of the gas molecules due to the
cooling, permitting elemental mapping by energy-dispersive X-
ray spectroscopy—scanning transmission electron microscopy

(EDS—STEM). This mapping showed a broad distribution of
not only oxygen, but also sulfur, along the microwell (Figure 3i;
see Supporting Information; Figure S4 for a full EDS mapping
and the corresponding spectrum). No SAED signals from ice
were acquired at any stage of the cooling experiment. This does
not exclude the possibility of ice crystallization at temperatures
lower than 253.8 K, i.e., the presence of water could be allowed
due to unique thermodynamics of water trapped between the
thin films. Further cooling experiments with lower freezing
temperatures are needed to discuss the presence of water in the
GSLC. Although, the presence of a significant amount of
crystalline ammonium sulfate, even after the etching solution
had been carefully displaced by pure water, prompted us to
carefully examine the compositions of the encapsulated liquids
in the GLC (Figure 2c) and GSLC (Figure 3d).
Encapsulation of Highly Concentrated Aqueous
Solutions in GSLCs with High Reproducibility. Next, we
examined direct scooping by the SiN, microwell TEM grid of
the etching solution under free-standing graphene to fabricate
GSLCs of the etching solution (Supporting Information; Figure
S1d). As a result, we observed a successful encapsulation of the
etching solution in the GSLCs with a high reproducibility
(Figure 4a). The GSLCs even spread out over the area of a 100
nm-thick SiN, membrane, although we initially intended to
encapsulate the etching solution inside the circular SiN,
microwell (the white arrow in Figure 4a), which shows a
brighter contrast due to the lower thickness (40 nm) of the SiN,
membrane. It was easily confirmed from snapshots of the GSLCs
at 0, 10, and 20 s that the GSLC had an area significantly larger
than 10 ym®. The area was roughly assessed from the extent to
which bubbles moved around (see Supporting Information,
Video S3 for the full time range). Those bubbles were
considered to have emerged and moved as a result of irradiation
by the electron beam. Those GSLCs of a micrometer scale were
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Figure 5. Bubbling and liquid-like behavior of solutions in an open system. (a) Series of bright-field TEM images of ten-times-diluted etching solution
at 23, 33, and 43 s. The full video is available as Supporting Information Video SS. (b) Series of bright-field TEM images of 0.4 M aqueous (NH,,),SO,
solution at 18, 26, and 34 s. The solution was simply dropped onto a SiN, microwell TEM grid without the encapsulation by graphene. The full video is

available as Supporting Information Video S6.

distributed all over the TEM grid, as was confirmed by a follow-
up experiment. This is completely contrary to the results of
experiments involving the encapsulation of pure water (Figures
1 and 2), which resulted in no formation of GLCs or a stochastic
rare formation of GLCs in a few parts of the TEM grids.

The broad distribution of GSLCs with high reproducibility
was also confirmed for an aqueous solution of (NH,),SO, of
similar composition and concentration to the etching solution
[10 w/v % (0.43 M) (NH,),S,0;]. Etching solution under
floating graphene was carefully replaced by a 0.4 M aqueous
solution of (NH,),SO,. The high stability of the graphene flake
after the displacement enabled us to scoop the liquid with the
graphene onto the SiN, microwell TEM grid (Supporting
Information; Figure Sle). Fabricated GSLCs were distributed
throughout the TEM grid, as in the case of the etching solution
in Figure 4a. One of those GSLCs present in a SiN, microwell
had a dendritic shape (Figure 4b). From the snapshots for 20 s,
we were able to confirm the movement and merging of some
surrounding bubbles to form a large bubble at the center of the
dendritic GSLC. A video recording showed that the GSLC was
stable for up to 40 s (see Supporting Information Video S4 for
the full time range). The formation of micrometer-to-
submicrometer-scale GSLCs enabled us to conduct an addi-
tional analysis of the encapsulated bubbles, showing more than
two orders of range in the velocities (Supporting Information;
Figures S5—S9). Note that the concentration of the encapsu-
lated liquids in Figure 4 was significantly higher, at about 0.4 M,
and this could drive the formation of GSLCs with a high
reproducibility.

Bubbling Behaviors of Dried Highly Concentrated
Aqueous Solutions. The formation of the GSLCs shown in
Figure 3d—f might be due to the presence of residual etching
solution inside the microwell, even after five cycles of repeated
displacement with pure water. It was confirmed that the etching
solution tends to remain on the TEM grid due to its low vapor
pressure. The etching solution was diluted ten times and

dropped onto a SiN, microwell TEM grid. The grid was directly
loaded into a TEM chamber without scooping free-standing
graphene. Residues of the dried etching solution remained along
the wall of the microwell (Figure Sa and Supporting Information
Video SS) in a manner reminiscent of the previously reported
ring-type GSLCs on SiN, membranes.’” The residue bubbled
due to radiolysis, and those bubbles coalesced with neighboring
bubbles. It should be emphasized that the slight movement of
bubbles during successive deformation due to the coalescence
was captured even without encapsulation by graphene.
Immediately after capturing the video, we conducted an
elemental mapping by EDS (Supporting Information Figure
S10) for the same microwell shown in Figure Sa. The area
roughly in the lower left half of Supporting Information Figure
S10 corresponds to the area shown in Figure Sa. This showed the
presence of copper from the CVD substrate for graphene, as well
as oxygen and sulfur from the etching solution.

Because the bubbling was observed for the residue after the
etching solution had dried, we also confirmed that this occurred
with an aqueous solution of (NH,),SO,. A 0.4 M aqueous
solution of (NH,),SO, was simply dropped onto a SiN,
microwell TEM grid, which was then directly loaded into a
TEM chamber without encapsulation with graphene. The
residue from the aqueous (NH,),SO, solution after drying also
bubbled due to radiolysis, and the resulting bubbles underwent
successive coalescences (Figure 5b). The contrast of those TEM
images gradually decreased as a result of the bubbling and
sublimation like (NH,),SO, aerosol particles which were
observed in the vacuum by conventional TEM;*” finally, these
completely disappeared due to the focusing of the electron beam
(Supporting Information; Video S6). The exposed area showed
a brighter contrast compared to a less exposed area, clearly
showing the evaporation of the solution due to the irradiation of
the electron beam (Supporting Information; Figure S11).
Although those liquids [the etching solution in Figure Sa and
the aqueous (NH,),SO, solution in Figure Sb] had completely
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Figure 6. Leakage from a GSLC and defects in graphene. (a) Bright-field TEM images of a GSLC of 0.4 M aqueous (NH,),SO, solution on a SiN,
microwell grid at 0 and 60 s. The full video is available as Supporting Information Video S7. (b) Line profiles of the gray values of the black dot lines in a
at0and 60s. (c) Time evolution of the area of the large bubble (the blue dashed lines in a). (d) Series of enlarged views of the fusion of the inner liquid
droplets in the large bubble at 35 and S5 s. (e) Secondary electron image of etch pits on a Cu foil. A 10% w/v aqueous (NH,),S,04 solution was
dropped onto the graphene surface on the Cu foil and then the foil was rinsed with double-distilled water.

dried at the end, the lifetime of the emerging bubbles were in
time ranges similar to those for the GLCs shown in Figure 4. A
similar liquid-like behavior of a beam-irradiated salt has been
observed for dried sodium phosphate buffer solution.”* The
temporal liquid-like behavior of a dried solution due to the
movement and deformation of the bubbles, as observed in the
present study, suggests that caution should be exercised in
discussing studies using GLCs (or GSLCs) solely on the basis of
physical phenomena associated with bubbles. Although the
detection of a water signal by EELS is known to be an effective
way of verifying the presence of water in GLCs or GSLCs,'” this
technique, like many other verification methods, does not
guarantee the presence of the molecules between the thin films.
Whether or not what we are observing as GLC is really present in
the encapsulated space must be comprehensively determined
from whether the liquid of interest does not evaporate during the
observation process (e.g., the evaporation in the case without
graphene, Figure S) and whether the bubbles generated in the
liquids are in motion reflecting the constraints of the geometry
(e.g., the bubble motions along the boundary between graphene
and substrate adhesion, Supporting Information Videos S1, S2,
S3 and S4).

GLC Imperfections and Graphene Defects. For the
development of GLCs of pure water and dilute solutions, it is
important to carefully discuss the ratio of water molecules to
contaminants or solutes. For instance, the liquid encapsulated in
a successfully fabricated GLC (Figures 2c and 3d—f) could be a
dilute solution (desirably pure water) or a concentrated solution

39920

containing contaminants from the etching solution. The liquid
will be a dilute solution if no leakage of water from the GLC
occurs during the fabrication and observation processes. In
contrast, if a significant leakage occurs, the liquids will be far-
from-dilute solutions. To verify the presence of dilute solutions
in GLCs (or GSLCs), an easily understood method would be to
confirm the formation of ice at a low temperature. The cooling
experiment at 253.8 K (Figure 3g) did not confirm the
characteristic SAED patterns originating from ice crystal,
indicating the presence of a highly concentrated solution of
the contaminant (ammonium sulfate from the etching solution),
suggesting that leakage of water from the GSLC had, indeed,
occurred. Leakage of an encapsulated liquid under TEM
observation was confirmed for a GSLC of a 0.4 M aqueous
(NH,),SO, solution (Figure 6a and Supporting Information
Video S7). The GSLC with a branch was formed at the center of
the microwell at 0 s. A large bubble in a middle of this GSLC
(shown by the blue dotted line in Figure 6a) was already present
when the observation started, and it was found that small
bubbles emerged from edges of the GSLC, and these
continuously moved toward the large bubble (the blue dashed
lines in Figure 6a).

Although radiolysis successively occurred under the TEM
observation, the lateral length of the large bubble in the GSLC
was found to gradually decrease (Figure 6b). From the line
profiles of the black dotted lines in Figure 6a, the lateral length
was found to decrease by about 200 nm in the 60 s after the start
of the acquisition of the video. An image analysis showed that
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the area of the bubble decreased by more than 0.3 ym* (Figure
6¢c). This suggests a leakage of gas molecules produced by
radiolysis from the GSLC into the TEM vacuum chamber. After
the video had been captured, SAED patterns were immediately
acquired to confirm the presence of graphene around the GSLC
(Supporting Information; Figure S12). Unlike the SAED pattern
from the area near the GSLC, no signal of graphene was
observed from the middle of the GSLC. It could be that the
graphene on the large bubble in the middle bulged as a result of
the increase in the circularity of the bubble. Also, the presence of
round-shape strong contrasts was confirmed inside the bubble
area (Figure 6d). These contrasts could arise from liquid on the
SiN, membrane. The fact that this was deformed while sticking
together during the observation supports the view that the
graphene was not in contact with the substrate in the central part
of the big bubble. Movements on the SiN, membrane were
observed for about 1 min, suggesting that the bubble in the
GSLC was not completely open to the vacuum chamber, and
this allowed bubbles to move and coalesce without immediate
evaporation.

A potential explanation that links the present results, the low
yield of the GLCs with pure water, and the decrease in the
bubble area in the GSLC, is the presence of defects in graphene
through which volatile molecules preferentially permeate and
evaporate in preference to other molecules or ions. Graphene is
theoretically an impermeable material,**® and this fact
motivated the development of GLCs. In contrast, as mentioned
in the context of crystallization of CaCOj in GLCs,”” defects in
graphene cannot be ignored in experimental studies. When
added to knock-on damage at the atomic scale under TEM
observation, intrinsic defects at the nanometer or larger scale,
through which volatile molecules can easily permeate, are
important when we are considering leakages, even in the cell-
fabrication process before TEM observation. Leakage of water
from GSLCs under ambient conditions was simply confirmed by
optical microscopy (Supporting Information; Figure S13). Free-
standing graphene floating on supercooled double-distilled
water at —S °C was scooped by a hydrophilically pretreated SiN,,
microwell TEM grid. The water was supercooled to increase its
viscosity™® for better encapsulation in GSLCs. Immediately after
the cell fabrication, encapsulation of water in the middle area of
the grid was confirmed by a change in the reflection of light due
to bulging of the graphene. On standing overnight at =5 °C, a
loss of majority of water or ice (i.e., less bulging of graphene) in
the middle area was confirmed. At that stage, we could not
exclude the possibility that water molecules leaked, not only
through intrinsic defects in the free-standing graphene, but also
through spaces between the graphene and the SiN, substrate
and/or cracks in graphene caused by the scooping of free-
standing graphene. The TEM image of the GSLC only showed a
distribution of circular dark contrasts of approximately 100—200
nm in diameter which are similar to that of Figure 2a. The
contrasts did not change and no bubble emergences were
observed, suggesting any contamination or oxidation of the
graphene due to the overnight free-standing treatment of
graphene on etching solution and on the supercooled water.
Then, the presence of intrinsic defects in the graphene used in
the present study was directly confirmed by the etch-pit
method.” An etching solution was dropped on the surface of
graphene produced by CVD on a copper foil. If the graphene was
defective, the etching solution would be able to attack the copper
through the defects to form etch pits. Scanning electron
microscopy (SEM) showed that etch-pits were indeed formed at

a density of 0.1 etch pit/um® (Figure 6e). Although it was
difficult to estimate the sizes of defects from the resulting etch
pits, this experiment clearly showed that the graphene contained
defects through which water molecules in the etching solution
could permeate. CVD-grown graphene on a metal (as
represented by copper foil), which is known to contain defects,
has been used in most previous studies on GLCs.*" Even for
sizes smaller than the observed etch pits density, water—GLC
yields were low and other causes of water leakage, such as
reduced adhesion due to graphene surface contamination, need
to be examined in the future.

The significance of the GSLCs in Figure 4 is the encapsulated
area (volume) of liquid that covered the microwells on a
micrometer scale. In a previous study, the highest population in
the size distribution of GLCs was 100—150 nm.*' Also, round-
shaped pocket GLCs with the highest count of 50—100 nm in
pocket diameters have been fabricated.*” In such small GLCs,
effects of confinement are possible. By introducing saturated
aqueous NaCl into GLCs, it has been reported that, as a result of
confinement, NaCl crystals with a hexagonal morphology are
formed via a graphite-like intermediate phase, which differed
from the result of a control experiment with a conventional SiN,,
liquid cell.”” The presence of an EELS plasmon peak of water
indicated that the internal pressure in GLCs is as high as 400
MPa.** An atomic-force microscopy study also indicated a high
inner pressure of 1—63 MPa.” Although the science with the
confined geometry is itself quite intriguing, it is difficult to
directly apply those results to those obtained at ambient
pressures. The internal pressure of the GSLCs in Figure 4a could
be lower due to the weaker van der Waals interaction between
the graphene and the SiN, substrate. The present micrometer-
scale GSLCs have the potential for use in studies on bulk
phenomena that are not constrained by the pressure and
confined space present in conventional GLCs; when combined
with techniques to seal defects in graphene, such as atomic-layer
deposition,** GSLCs could be used for observing dilute aqueous
solutions, or even water, in controllable geometries.

B CONCLUSION

We have attempted to develop a graphene-based liquid cell to
capture the nucleation dynamics of water to ice with a higher
spatial resolution than that achievable by conventional methods.
First, we followed the previously reported method for the
fabrication of GLCs with pure water. A planar suspension of
graphene on the TEM grids resulted in no encapsulation of
water. We therefore introduced “free-standing” graphene to
facilitate bending and wrinkling of the graphene sheet. Some of
the fabricated strip-shaped GLCs showed movements of
bubbles, as previously reported. We were able to improve the
geometry and volume of the encapsulation by introducing SiN,,
microwell TEM grids, although only after repeated experiments.
We expected the formation of water ice on cooling to 253.8 K;
however, no ice was found; instead, we found ammonium
sulfate, probably from the etching solution. From this
unintended crystallization of the etching solution, we found
that encapsulation of the etching solution occurred in the GSLC
with a high reproducibility. It is noteworthy that the area of the
GSLCs sometimes reached a micrometer scale. The formation
of large-area GSLC was also confirmed with an aqueous
(NH,),SO, solution of similar concentration. The high stability
of the resulting GSLCs allowed us to study the bubble dynamics
in seconds.
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Having confirmed the bubbling of dried high-concentration
aqueous salt solution, we were motivated to carefully consider
whether or not water molecules of encapsulated liquids in
“successfully fabricated” GLCs or GSLCs had leaked. The
decrease in the bubble area in the GSLC of a (NH,),SO,
solution showed that leakage of gas molecules occurred under
the TEM observation conditions. This study highlighted the role
of the etching solution of graphene, which has been less-well
discussed or ignored as a mere contaminant in previous studies
on GLCs. The high reproducibility of the GSLC of the etching
solution at the micrometer scale was linked to the low yield of
that of pure water due to leakage of water and gas molecules.
Further experiments with different salt compositions and with
lower freezing temperatures will be needed to verify the
conditions of such liquids encapsulated in GLCs and GSLCs.
If the leakage pathways could be blocked, GSLCs could become
powerful tools for elucidating the dynamics of dilute aqueous
solution, including water nucleation to ice, under more-ambient
pressures.

B METHODS

SiN, Microwell TEM Grid. The SiN, microwell TEM grid
(Norcada, Inc., Edmonton; Supporting Information Figure S3)
has four square windows. Each window contains 81 microwells
(9 X 9) of three different diameters (1, 2, and 3 ym). Each
microwell is 60 nm deep between the SiN, membranes of 100
and 40 nm thickness. All grids were subjected to a hydrophilic
treatment by plasma-ion bombardment to facilitate the
spreading of the target liquid on the SiN, membrane.

Fabrication of GLCs by the Conventional Method. For
the fabrication of the GLCs with graphene supported by the
holey carbon TEM grid (Supporting Information; Figure Sla),
graphene (6—8 layers CVD on a Cu foil; ACS Material, LLC;
Pasadena, CA) was cut into about 1 cm-square pieces with a box
cutter. The graphene on Cu was sandwiched between two sheets
of powder paper and flattened by pressing with a glass slide. A
holey carbon TEM grid (Quantifoil Micro Tools GmbH,
Groplobichau, Germany) was placed on the Cu foil with the
graphene facing the carbon-coated side. Isopropyl alcohol (IPA)
was dropped onto the Cu foil to facilitate the adhesion of the
carbon sheet to the graphene.”” After evaporation of the IPA for
30 min, the Cu foil with the TEM grid was carefully floated on
10% w/v aqueous (NH,),S,05 (the etching solution which is
commonly used for GLC’s fabrication) so that the Cu foil was in
contact with the surface of the etching solution. After overnight
contact, it was confirmed that the Cu foil had been completely
etched, and the TEM grid remained suspended on a sheet of
graphene floating on the etching solution. The graphene
retained its square shape. Each TEM grid was then carefully
transferred onto the surface of double-distilled water. This
process was repeated at least twice to prevent contamination of
the grid by the etching solution. After removing excess water
with filter paper, the TEM grid was held by tweezers with the
graphene-transferred side upward. A droplet of double-distilled
water was carefully put on the grid and immediately sealed with a
second TEM grid onto which graphene had been transferred in
the same way, and which had been cut to form a semicircular
shape for ease of contact with the lower TEM grid. Excess water
was removed with filter paper. Within 30 min, the fabricated
setup with the TEM grid was loaded into the TEM chamber.
The resulting grid corresponds to that shown in Figure 1d.

Fabrication of GLCs and GSLCs by the “Free-Standing”
Method. For the fabrication of GLCs and GSLCs with free-

standing graphene, the flattened graphene (6—8 layers CVD on
a Cu foil; ACS Material, LLC; Pasadena, CA) was directly
floated onto the etching solution, so that the Cu foil was in
contact with the liquid surface. After treatment overnight, the
Cu foil was completely etched, and the graphene that floated on
the surface of the etching solution retained its square shape.

To fabricate the GLCs and GSLCs encapsulating pure water
(Supporting Information; Figure S1b,c), the etching solution
under floating graphene was carefully displaced with double-
distilled water by using a pipet. This operation was repeated at
least five times to minimize contamination by the etching
solution. Then, the graphene floating on the double-distilled
water was directly scooped with the graphene-transferred holey
carbon TEM grid (Supporting Information; Figure S1b) or a
SiN, microwell TEM grid (Supporting Information; Figure
S1c). After removal of excess water, the fabricated TEM grid was
inserted into a TEM chamber within 30 min. The resulting holey
carbon TEM grid and SiN, microwell TEM correspond to those
shown in Figures 2 and 3, respectively.

To fabricate the GSLCs encapsulating the etching solution
(Supporting Information; Figure S1d), the graphene floating on
the etching solution was directly scooped by the hydrophilically
pretreated SiN, microwell TEM grid, without replacement by
double-distilled water. After removal of excess solution, the
fabricated TEM grid was inserted into a TEM chamber within
30 min. The resulting grid corresponds to that shown in Figure
4a.

To fabricate the GSLCs encapsulating the aqueous
(NH,),SO, solution (Supporting Information; Figure Sle),
the etching solution under the floating graphene was carefully
displaced with 0.4 M aqueous (NH,),SO, solution by using a
pipet. The floating graphene was then scooped by the
hydrophilically pretreated SiN, microwell TEM grid. After
removal of excess solution, the fabricated TEM grid was inserted
into a TEM chamber within 30 min. The resulting grid
corresponds to that shown in Figures 4b and 6a.

Fabrication of Dried Highly Concentrated Aqueous
Solutions. The target solution (1% w/v aqueous (NH,),S,04
solution or 0.4 M aqueous (NH,),SO, solution) was dropped
onto a hydrophilically pretreated SiN, microwell TEM grid.
Excess solution was removed with filter paper. Within 30 min,
the fabricated setup with the TEM grid was loaded into the TEM
chamber after pre-evacuation.

TEM Observation and Analysis. A JEM-2100F instrument
(JEOL Ltd., Tokyo) was used for the TEM observations of the
fabricated GLCs and GSLCs. An acceleration voltage of 200 kV
was used for this study, except for the cryogenic experiment
(Figure 2a,b), for which an acceleration voltage of 80 kV was
selected. The TEM images were acquired by using a CMOS
camera (OneView IS; Gatan, Inc., Pleasanton, CA). The highest
count value of transmitted electrons in the initial frame of the
video was used to calculate the dose rate of the Supporting
Information Video S1. STEM—EDS spectra and images were
acquired with a JED-2300T instrument (JEOL Ltd., Tokyo,
Japan). ReciPro software” was used for the SAED analysis.
Standard diffraction data were taken from the American
Mineralogist Crystal Structure Database (AMCSD). Image]
software® was used for the analysis of the bubbles. A liquid-
helium-cooled TEM holder (Gatan, Inc., Pleasanton, CA) was
used for the cryogenic experiment (Figure 2ab). Liquid
nitrogen was added to the holder, and the GLCs were cooled
to 80 K. A Peltier cooling TEM holder (Mel-Build Co.,
Fukuoka) was used for the cooling experiment at 253.8 K
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(Figure 3g—i). The temperature was a calibrated value from a set
value 0f 233.15 K. The actual value was higher than the set value
due to the low heat conductivity of the holder to the GSLC
assembly. Other observations of the GLCs and GSLCs were
conducted at room temperature.

SEM Observation of Etch Pits. To confirm the presence of
etch pits in a Cu foil, 10 w/v % aqueous (NH,),S,04 solution
was dropped onto the surface of 6—8 layers CVD graphene on
Cu foil (ACS Material, LLC; Pasadena, CA). After 30 s, the foil
was rinsed repeatedly with double-distilled water from a pipet.
After the removal of excess water, the surface of the Cu foil was
examined by SEM (TM4000Plus; Hitachi High-Tech Co.,
Tokyo). The secondary electron image was acquired at an
acceleration voltage of S kV.
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Fabrication methods for GLCs and GSLCs (Figure S1);
Low-magnification bright-field TEM image of part of a
TEM grid in which the formation of GLC was attempted
by the conventional method. (Figure S2); A SiN,
microwell TEM grid used for the fabrication of GSLCs
(Figure S3); STEM—EDS elemental mappings and
corresponding spectrum of the GSLC shown in Figure
3g (Figure S4); Movement of bubbles in GSLCs (Figure
SS); Enlarged snapshots of the bubble in the GSLC of the
etching solution (Figures S6—S8); Enlarged snapshots of
the bubble in the GSLC of the 0.4 M aqueous (NH,),SO,
solution (Figure S9); STEM—EDS elemental mappings
and the corresponding spectrum of the etching solution in
an open system (Figure S10); Evaporation of 0.4 M
aqueous (NH,),SO, solution in an open system (Figure
S11); The presence of graphene around and on a GSLC
(Figure S12); and Leakage of water from a GSLC in air
without electron-beam irradiation (Figure S13) (PDF)

Video S1: Bubble movements in a GLC in folded
graphene encapsulating displaced water from the etching
solution (MP4)

Video S2: Bubble movements in a GSLC encapsulating
displaced water from the etching solution (MP4)

Video S3: A micrometer-scale GSLC encapsulating the
etching solution (MP4)

Video S4: A submicrometer-scale GSLC encapsulating
0.4 M aqueous (NH,),SO, solution (MP4)

Video S5: Sublimation of the dried ten-times-diluted
etching solution with bubbling (MP4)

Video S6: Liquid-like behavior of the dried 0.4 M aqueous
(NH,),SO, solution with deformation and coalescence of
bubbles (MP4)

Video S7: Decreasing area of a bubble in a GSLC of 0.4 M
aqueous (NH,),SO, solution (MP4)
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