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BARDITTHZEINDTOIE, T ZOMEEIND | ERE 3 T3 E OREIED T

WD AT R, BhRE Tﬂ‘#%%ﬂé;}ﬁb FARMICHETHS, BT BAME

LAV TorF- D JaEZ RIS 27201213, FrER7R Bz fRE | FFE D5y 1% B IR

2, HoT&Esnre fmﬁﬂ%fﬂ‘?a&fé LINLBLETRD, S - BB (S
BEAE) L3, BREUEREL ~L THUR D D R Fr & IR 2 VW TRl 9550 0%

AL FIEDZETHD, FEBIREL L CIMERTUARLL, BRI, &R

FURLE BRI SCRARRRIE R E NN, R — A TIIARREFL - TR
TWDEERDURIE L & B AR UR LT | i s =W E S RO JRTEfT 2Bl e L
THAIT T 5,

RBARE R DUATED [

AR ELIOE IS OLE) Z WG B LIZEAEZE DL, 77205 Hii
PURBUR EWD R BSOS 2 B L U T2 S il L P O O D T D, AL 1 oD
PURMEZ BT 200 1% . ZIERFRANCEUS T o —IRPUR, —IRBUKREFr AT
A IRPUARZ R C . [#ZE—horseradish peroxidase (HRP) CIE#k 45, Z D%
ORI DL F K RIZ LY, B —diaminobenzidine (DAB) B BANIZBIZE Al BE72
FOSEE Z R RS D, JBHDOS G LiE-S T, ZOBREEDRSEMIC
osmification Zfiti L C, B - HEEDEWEBHBIZENAELRLO LT HLERHD,

BN e IR

EREDEEFRGUATE TIE, BER DO RUSEM DL L TL R, IEMERTT J?O)%Fﬁﬂ
FIE LKW EWD T DD, KV G L THUR Y T O JREZ BT 5720
JBARRREUARTE Tl b7 (D oWTemnAR) THEER L7z ZkiiiEz Hvngd, Zo
TiEEMOLE ZBRRE DGy DJRE, K 20nm OREGEETHRIET5ZE03T
&%e —J7 . —IRPURD SOSEIEIE T DWFEAVDIRNZ &0 | it H RS | T2 51
RIEIZ RS2 D,



Pre-embedding % & Post-embedding 2%

RO BRHROIENC LD HEDO 3 FEUSMNT, fifkZ BB L Tt
R BT AR %1797 (Pre—embedding %) . FEEHAML CHR# U A%
VERR U T2 125072 St 21797 (Post—embedding 1) . EW)IEWNZEA 0N H D,
AT XLV EIRAIZE S THY | S @ DS FUREOFRIENE WG F DR s
WIZLNRIFE LRV, HDHUMT postsynaptic density < synaptic cleft [Z1XiRE LIZ<
W EIZ XD false negative DRJBENN G5, #EY) T OF i CHRERIGEITOZE T
ZDOIH7RRIEN D7 B EMES IV @O, HAINHIZ LR EETHY | 5570/
ZFio Tl H TEL—IRGUEDR D720 EWVI R D DD,

B EIWTL ) 0 50 R R

BRAE BT 7" A S P BB T E O RAR, A4 F RV EDOREHE
RIRE S TAETUEED T 0 —T% N L L7V ECRIE#RT 5 H1ETHD,
preembeddingiZ<°postembeddinglE 72 & DHE R D IE BB 1 PSR IE I LR F O X
VIR RER D3 DD,

FlA

1. 2 WO Bor D RfEE I 2 HiD,

2. (R TCE BRI fRAT 23 AT RE,

3. immunoblot {£IZ3# H CEHHUKIT L DEEE H ATEE,
RIR

1. el DEHEARR DY A . M SPRR R A1 0 [R] 7E 73 AT,
2. RPRIRE i 3 b B

TR O GIEBIAATIC DT T B EDEIRETFIED AR, F A+
HITRLTZ LT, SRBO I IEEALA D DU IR DD,



2. FZBRDOFNE

(A) Pre—embedding ¥

[HEfi DRl

0.1M phosphate buffer (PB), 0.2M PB
PBS
TBS (50mM Tris—buffered saline) pH 7.4
Paraformaldehyde (PFA)
glutaraldehyde
picric acid
Triton-X100
Blocking solution
5% Bovine serum albumin
5% Normal goat serum
0.2% Cold water fish gelatin
in PBS
Incubation buffer
PBS
BSA-c (Aurion)
osmic acid
uranyl acetate
resin (Fluka durcupan ACM kit )
primary antibody
secondary antibody
biotinylated anti—rabbit (or mouse or guinea pig) 1gG
immunogold labeled anti-rabbit (or mouse or guinea pig) 1gG

Aurion DR HFH

(B0 DFERK]



1. EEwERET 5,

*EEH ] [E E W O 1EY J7
dH,0 300ml~
PFA 40g (4%)
0.2M PB 500ml ZITEL TS E 5,

( IEARL72 ) EET 2N NaOH % 4-5 drops 72657)
sarurated picric acid ~ 150ml (15%)

pH % 7.35 {ZA 7, total 1000ml [ZART » 7 LT, ZaEKIHLT

<,

SERITWm AT, HTHLIZE 27V igZ AL, A ERIZ 0.05%2725 891
glutaraldehyde 212 5GE 1),

F 1D FEHTAHESCEELNT T LOESIZE ST  glutaraldehyde @
EILEE T,

2. BWIDEE

Zo b UL~ T A2 T E E 35,

K L7z PBS TK) 1 R IMLIKZBEV L . £ DR IZ7EHIZ ERLOEERRZ 12 43[#
HE S %,

7 MBW 200-300g) TIAJ 500ml, =7 A TIIAI 100ml F2EE D E ER DS LD LD,
R T DORE LTS D, L0 UTZIKIEE E % 2-3 [B] 0.1MPB T wash 35,

3. WA o1ER

microslicer (£ 7 h—24)T, BHIJERALDO ADXH72 50um EDOY) {2 1ERk 75, G-
=9 R 134912 PB THE->TEL,



[yt

[ N N R

ol

9.

B % TBS T, RIZ PBS THED,
0. 05%Triton-X in PBS "C2043 MALEL T 5, HLik/nL DR FEMZ LT D720,
Yl % PBS T¥ED,
. Tavxs
¥ % blocking solution (Z 3060 2y fEliz L CHERF RN EE T 0y /35,
. Y1 F % Incubation buffer TEES, 10431, 2[H],

Y A% Incubation buffer TR L= 1 IREUKRDIEIZ ST 5,
PUAZ L2 B A CTHIRL, U R ERT, 4 CT—RBEEET 5,

. Yl 7 % Incubation buffer THEE, 20 43 X 3 [H]

8 /% Incubation buffer TATR L7z 2 IRFLKIZ LS H D,
Biotin #27#% 2 WHLIK(Vecter) DV ML 0.8nm 425 2 HLIA(Aurion) % 7
WL, W& 4 CT—WEZ TS,

YJ % Incubation buffer TYEFr, 10 43 X 4 [A], &IZ PBS TH:E, 1043/, 2[A],

ZDAE, DAB Yeta TR T DA LL T 10-12 ~~, immunogold % 53

-
——

BILLLTFD 13-19 (2T,

10. ABC &

Avidin Biotine Complex (Vecter, ABC standard, 1:100){% 30 43 BijlZFHEE,
Y & ABC I8 T 1-2 R SO S5,

11. Y1 % PBS THEE, 104> X 2 [H., I5IZ Tris/Cl T 1 [BI¥EHE,
12. DAB 44,

Yl /% 0.02% DAB &% (dissolved in Tris/Cl) C 20 43 [# pre—incubation 9~
%, D%, FRICEHIZ 0.0003-0.003% H202 Z i1z THEGT D,

G IR I PB THET 5, 10 43 X 2 [H],

ZDHE 20 DA AIT LD s~



13. immunogold =M O] 1% PBS T2, 5 47 X 2 [A],
14. G917 % 2% glutaraldehyde( in PBS, 10 min) C#[#E & d 2,
15. BlJ7% PBS Tl 5 7 X 2 [A],
16. &5(ZHI A% ECS (Aurion) THEH, 10 4y X 4 [A],
17. SHHREOS,
SRR O SE-EM (Aurion) T 90 43 [ K iss
RO BIOH U TREEL . BIIOYERI > T HEOD DRI 5,
18. Bl % ECS Ty, 10 43 X 4 [Al,
19. PB THEH, 10 43 X 2 [H],

20. 1% OsO,in 0.1M PB T#[EE, 25 47,
ZOEEIT, U BT AR WIS E DT 5,
125~ R ZRICIRVA DL 72E L T,
21. dH,O THEH, 10 93 X 2 [A,
22. 1% WEfED 7 CE Y4, 35 43, BT, (7F 3, 4)
1 3) KR ZEiR L2 E XX 1% uranyl acetate in 70% EtOH Z/ERLIL T, A
K E TR uranyl acetate Yoz T->ThEV,
1E 4) uranyl acetate IZIITIZUWD T, 20 DERBETIERRL . L<EHT 5,
23. oK,
50% EtOH X0 AKBH4E, 10 4332 70, 90, 95, 100 (2 [A]), #E/K EtOH & 1
FT<, (FE 5)
100% EtOH #& T #. 100% EtOH % HZAD vial JEIZWALT, Bl a3, S
HIZHE/K EtOH T 10 43K 35,
15 5) BT flat ICL72WE &L, TO%EtOH DB CTATAR T T AL T3 —
HIAZHU R 23S A A, BLEORE T, JHHNOT va— L zfwm FL
TR D,
24, FOE LA RY AR EH,
IRIEREHIRICTEL . T a— LA, 7ae L U AR AR EEE ANSD, 10 45
X 2 [Al, FTRNEDITHF L,
25. LY UAERK
Fluka durcupan ACM kit T, E&t A:B:C:D=10:10: 0.3 : 0.3 (2725 JOITIRE
HbEd,



IR BN D T 22 DERETHONUDIERMR L TRLER W,

26. UJ&EL Nz UERD,

TNRBRANTHEST-RERIL VU B EE Wi, U 28I F85, FiR T B
‘(i\;<o

) immunogold & DAB it~ —EEYu{h,

— PR, “RBUARIIHE IR TR,

SRR A LUT-14 12 ABC—DAB KG%E T 5, DA 1L DAB KL - F TH S TL
3250

BRaril

ATARTTZAD 11T resin ZHESL L T section ZFHE 5,

HIR ST E 53 DR\ AR BAI S THED D D,

ZD kizsVara—Nor ¥ 7ra—NUiciN—H T A%, B FICIEA 7
resin Z/NS<EI S T2 AR TIRNERD,, TEDIZ resin 258 <7/2 55912, RICEhOE
LT, (54 —1 KffH.) ZO#EAEIL hot plate D _ETIT 720380,
ZOBRAMPLELLIERE, 60CT—BLL LEGIEL,

[FAE G HE]

. B NPT THNR—= BT AT,

. BREELTEI 9 A T E,
. EREAREET 0.5-1mm PU 52010 HI9,
L LUV EDTTEOEN TN LTI E 5 AT <KW RIFTTATAR T ZAD FIZ#
B, EDOH) AT ART T AZHA | FERBAIREL TRARNG, DS T,
resin 251295,
5. AFART T AZITT L, A/ N—HFRAZNT THRBE, RV OBRRITHDLDNE
\ZHDDONER, BIZHIVUZZFDEET OK. RARLEIKRT, EEIZZobLEEHL
T2EZITH DN —FERENLDEINTT D20,
6.5 — L7V YL A3 225 19012 RIZ S8 T, 2o Hicht
R, AL, B A 82 E TEWNIWREELH TOILT, By 2Lk

A~ W Do



DIZIRADETHES ALy, D FIZHNN—=HTRAZH T, EHIZRAIHNTT 5, =D
FF60CT2 BREESIED,

(R 7T]

I. MR ORMRIVE EST LD 2E072T,

2. HOE Sy DOEEZAT L AHTITHID, BRIOB T OFEFEICE Ty REED,
SHITHIA JE FH FE Tl A1 T THI-> T2 5,

3. RO T, HTAT AT THHREDIRSETIESIT D, FA7mEG N
WATIZR D IDNZHIE D, TDHEVEVETUTSI1F 5, Semithin E—R(0.5um) T
LT 2,

4. HORERMAHIZO AT T L THY—EREEL ., SOIZEFHZ /A $I TR TH
BWBRBEER T 5N 735,

[ Gy ARk

L. AN H)— SR, Lo ORENHUI N ETORSEZFHE TS,

2. XATELRFTATDHNEEVR,

. dH,0 Z72o SN EVEX | ZDOHKE NN Tl B IZFHE,

. TVEVETF A7 %&UT-SF, ultrathin section {ZLTC 50-75nm (ZF% &,

. Y Y5, Hro TN TLDD T, KEEID L TRANCEF->TL5,

6. HOEMUDREZE RS- one slot grid 2 &, ZIA0IXEKIZILD THl i &ka
A&7 <9,

7. grid ZWIRESET-bE, TO% T EBH TR TED,

Q1 o~ W



(B) Post—embedding 1%

EiZ[ipatae §

0.1M phosphate buffer (PB), 0.2M PB
PBS
Paraformaldehyde
Glutaradehyde
picric acid
10% ,20%,30% glycerol in 0.1M PB
liquid propane cooled by liquid nitrogen
dry methanol
Lowicryl HM20
uranyl acetate
ethanol
Na-ethanolate
Blocking solution (BS)
2% human albumin in TBS (0.9% NaCl) + 0.1% Triton X-100
BS+ polyethylene glycol 6000 (PEG, 5mg/ml)
Lead citrate
primary antibody (rabbit, mouse, or guinea pig)

immunogold (10nm or 15nm) labeled anti-rabbit (or mouse or guinea pig) IgG

S E #1125 Lowicryl 7 w27 D1ERK]

1. B EE £ TIE, preembedding {£EFIC,

2. BLELT-WINERAL D> microslicer T 500um DJEID AT A Z%4H) A,

3. {EHIL 7= AT A A% cryoprotection DIRHK (10% ,20%,30%glycerol in 0.1M PB)IZ
30 /3 0IRT,

4. 500um x1500pm <HWDOKESIZNIL 75,



5. -185°C (T HILTCiRIR 7 v U TV ELIA B R 3D, (Leica CPC & WD)
6. Leica AFS & H\W\CHifE iE #2192,
1% uranyl acetate in dry methanol, —90 °C C 24 KF[H]
4 °C /s TILEZ-45 °C ~
dry methanol C 2-3 K] 35 12 3[E] YL
dry methanol: Lowicryl=1:1, -45 °C, 2-3 H¥[H]
dry methanol: Lowicryl=1:2, -45 °C, 2-3 KF[H]
Lowicryl, -45 °C, 48 HRffH]
UV IZLDEHA, -45 °C, 24 KF(H]
5 °C /W§fi] THEEA 0 °C ~
0 °C, 36 MR§fH]

(B0 F DIERRE S B

1. ultramicrotome (ZC 85nm DR L) i 2 1ER T %, Yl>7-Y) 1% glue T mesh grid
WZREOAHT %,

. grid % Na—ethanolate [Z2F)[i]-D1F C etching 2179,

. dH,O T,

. grid % blocking solution {Z 60 /7ML C7 v 745,

. — W PLfE% blocking solution THAIRL . grid &% 9, =R T—HEEE 35,

. TBS T¥E#t,

. _W$UIE% blocking solutiont PEG CTHIRL . grid 2189, =& T 3-5 Fffi,

. TBS THiF L7z, dH,0 THF LIRSS,

. Uranyl acetate & Lead citrate CEF4Lfh,

© 00 N O O B~ W DN

(C) BAEEIMIL 7)) g Sh s fE oy

I

EI=H=N
ﬁ /l?’\

BRfE WL 7 ) AT IR OO —ROCRI7R I e A T BRI TR T o kL L



T 1960 AEARIZBHRE ST, WREEINIL 7 UM vy T Vv rvar R0 Mo v s
T ar S OBERIIENT R TH o208, R OTERENS IS D72 072
E DM E R TR O R E RN T LH RS TIER2NnIenb, £
D BRI SRS AL TV, LanL, 1995 4RIZZe Dl AR il £ 20
SDS QLVER R AEEIKL 7Y A FE kY (SDS-digested Freeze—fracture Replica Labeling,
SDS-FRL) 23BHFE S 7c, ZOHIEINEN KL FE DR L 7V A TERED EITHuAs
EORRN T a0 — T 2L THEERED 5y 15 & A REGRIZ > CTRIE T 554 7]
REE L, WAEHIWTL 7 U IEDIS FHEFHIXIA D o7z, ZOFIEIZEOF v T Vor 7o
2> ZER T D connexin RHA R X7 ar® occludin PAAMTE | BEPNRL 7215 C
ERIE TERIPSTER A AT DEFEZ ML, T b, NIV AR—F—,
B MO EITE 43 772 8 OIRE HEC R % E B E S TE L1017
o7z, FTRHZ SDS-FRL EORHEEL T, FrEDRRE RSy D Azt 352 81k
0| JER AL > D FRUEA FTREIC e o To T HID, Fox OEB CIEAd#R k%
WTC, I NI TRZAIR, GABA Z AR, T NWVHAIU NI AR —2—, GABA N7
AIN—=F— AT TF Y KF ¥ AnEWE R EERE A0S 100 fEABE
DRERE Y 112 DUV T SDS-FRLIEIZE DAY — =0 T 54T T&E T, ZOfER, Z0F
TEDMESR O G2 BRI~ F 2 OF R iiab > TRY, ERIEZMTE T 271k
ELTREBN TWNDERE L Uiz, Frlo, MRS A5 103 7 0 IS i 122
WIEHNC B HSNDEN OB RN E DO TR, FEFITE A7 04 fR AT A3 7]
REL7R oz, F Uy R~y A — Bl ROl 7 ) A ik & 3 iR S5

THEIZES T, SOITHELNDHHITHE R T 5,



I SDS-FRL JEDFEES

1) W8 orERL

Fox DT, BEADFIEZ MR OAY 2o T —ab R B O [FE D
AIRELR DI B L, EEMM OB LR BE EMAT A A FHNTND,, M OAEGE T
L FEFINTL 7Y D AAF R CEDEAR THIVL RIS R cX LB bhb, 72
AL ERS T RED SDS LB F i S F AR Lo T AT T 20 712k
TEBN ARG T 2 HEDR DD, [HEZ 8T DI E MM IE O PRFHI L0315
SNDIEL 7Y 71 W 3N SKIRV G DIFIR N IR EE L 72 D Z L1385, S0 BUSIZ O
T Immunoblot V£ TH H ATREZR 43 1R CHUAZ FV UL SDS-FRL {5 T AR
ICHRHHFTRE CHDEN L VD ALFEE EIC L THURENZLLIZDRE AR A -
Lo THURNB~AZINTZ0 T 2EOBERICED | 99 [E EH DA [E E DOEARD
FBIHBRBLOZEL DD, Fox DAV TOSERET Bha L 2R~ — IR,
2) NSRS S LD B

ez DERFHTIE, DIE RS E (HPMO010) 2 W CRUBHE v U 7 ISH A2 RN A
EFHAEL TS, ZHUCED, KEOE DI LW R LTAE AL L EL
THHZENTEDINNTI o7, FTALF R E LTHAR 721 T REE DIHAT A
AEHAETHHEG EBE S THDH, D HIETHEIWL 7V h N2 EL TELNT
WD XS THIL, SDS-FRL VEZ w4 HFICEITRW e Bbnd, kLU A
(TR = E P TRYRAFD WTHE TH D,
3) HlWrLAE

XY UTNFRA TR E CHERES NI R 1, X TN T T —T iyl



T, B TS E (BAF060) THIWT, 2805 217, Bl OIRE 2 — &R A2 &<
RoTHOLEILAZTL2EN, BELTRWEREOL TN EHLT-OIITEET
o5, MRS F ORFFE LT DO KE T —AR e TIFF - T1—R | T1—
R DNEFTITI. U7 UIERARTE 7250 F ORFFEIFD T DR DI —R
X E S ML DERRZEEZIT), BRI OREZ ST 7T F - 1 —RAZon
T EMNTIETT 60 FEO— A EEI2IL 25 EOMAE CORERABEETT), il
DI —RATTEE ST N DBIRZEE ATV, LV AR EE 52 %,
4) v7UA0 SDS ALEE

FHNIL 7 UE SDS Bl C—BifRb e DAL 720 | R A — L
— T BT 8 UTEMN IR S TR DOV FEFR B AATD, ZORED FUETE M O
BEIREE | RIS O VSRS AR O L EE L AR 0 F I Ko TIEBINIC =
WL T HUERHD, G BIEOAV T T —2ab R O7-OICTELIZIT K&
V%D BRIV RIZEHELETENEIRFFT 2801072, 3N E72R IR
RIVFELWHIIAEEE O WAL ERG G137 )y R~y T IEEAT,
5) ZUvR~y7ik

RESNMHEEZTOEE Lexan TIAF w7 &> THEMOEI VY RICHEO AT,
Btz iUzt JeF BRI T AR 5, ZHUTED 7Yy N o2 &l i i 4T
R THRISSELENTED, 7V RICHE L 7V DEZ O EEORE THROWE
iR L IE RS EAT S TeDOBHIT, SOITEERR I — R A T 5, &I Lexan %
BIRSECL T UAET Vo RICA =T — v a w koo FEE ET 5, FELIE TR
DT NIV EB I,

6) SRS



DS EHIE L AR, KV RS-0 1 R EE R H L, —RPUROEN)
PUSII X DML ROS R SMETH D, It/ v 7 7 U M2 02 HIZ LR
BOFEEMEZ R D) HER CTED IR o123, —IRPUR DI FE 0 SUGRER], TR
—RPURE AR 22 L 2 Bl L 2 EBEMI A DOV, ZIRFUEITET RO
DWW IRDOB DEE 203, — IS A XDV NSV E TR L& <72 D A 238
B, BIRDFED—IRPUREY A X DiEH AR afE G U Ik PRz i x (2% E Y
B AT RE Th D,

7) EEERElE

G S SERE T LIV U an oA U e ik~ 7= 7)o RIS o, %
HIE T PAMBE BT 5, MIEEOF V=T — v a DU ERGA X ORI
P KD BN P BB T E AR 3 D RENEER 00 A A7 En%
U TR R RE D e 1 X DT R L AR R D UK MR A BRI S S e
M 1 L 72 HE & A (protoplasmic face, P—face) &4 (i L7-HE'E
(exoplasmic face, E-face) DFEMHANZRME I 2N BEESND, £ CIILOFRMNRL 7Y
7 BT 2 56 i S D 3 A IR O R 2 — U D RIS T SE R CHRLUH,
Z D% B BB T TR RSE DO R EIMIE A2 T3 DIk IS 3 DM 1 2 (7] E 3
Do

GOV TIIAT LA BRI I G a A R 11 O =D D%
T 5, bLAE T LIZHIUTZ TR RS THLLHW TE D, AVt
RDFNEIEN D53 R AT DO THIUL, EiklE P mic@BH 65157
ThHD, WITHINEASNS AL AR T 2HUR THAUT E ITAEEA RO B2 T T e

B2V, £ TRWEIRANERRIZOWTIFRR AR S DOV T 5% -



T BRI ~ DI ThH D LI TE D, WS T IR TR I L TOD5E
LT VI DEZAE AT DI IRIEDN B S, WIREERFTT 201D
Do
8) JE R SIAFENT

E B ENTEIZ DWW TIT B TG U TR % e FIEDR &2 03, Fex OFFTClrap
AR DL 7 ANB LN T T 2 TORER A B DOESCE A2 —r
% Digital micrograph <> AnalySIS &\ o788 1~ BAMER FH B AEAT 7 N fili > CRENT

L/VCI/ \ZDO

AFREITIERT IR RBAEAT R P COREHET b= L
SDS-FPRL protoco!
Tissue preparation;
Fresh, or paraformaldehyde (2 or 4%)—fixed brain
Slice at 150 *m or less
Fixed materials should be immersed in 30% glycerol or sucrose in 0.1 M PB
for one overnight
Freezing;
HPM 010 using copper carrier pair with a spacer ring made of sticky tape
Replication;
BAF 060 fracture and replicate at =120 ° C

Coating parameter;

1* layer Carbon 5 nm from vertical position with rotation
2™ layer Platinum 2 nm from 60 ° unidirectional
3ed layer Carbon 15-20 nm from vertical position with rotation

Removal of attached tissue: Choose one of three conditions below
1. Autoclaving at 105 ° C for 15 min
2. Incubation in SDS solution at 80 ° C for one overnight on a shaker

3. Incubation in SDS solution at 60 °© C for one day and 35° C for one



day on a shaker

SDS solution: 2.5% SDS and 20% sucrose in 15 mM Tris buffer (pH 8.3)
SDS-FPRL procedure

Wash with fresh SDS solution

Wash x 3 with Washing Buffer (WB, TBS + 0.1% Tween—20 + 0.05% BSA +

0.05% NaN,)

Blocking at room temperature for 30 min with 15 «1 of blocking buffer (WB +

5% BSA)

Add primary antibody (15 <1, final 30 *1) and incubate for one overnight at

15° C on a shaker (60 rpm)

Wash with WB x 3

Blocking (15 1) for 30 min at room temerature

Add 2nd Ab (15 -1, final 30 -1, final dilution 1/30) at 37° C for 1 h

Wash with WB x 3

Wash with MilliQ water x1

Pick—up replica on a grid



TV R~y 7k

Grid map protocol

1 Transfer replica—table onto the brass block in drying chamber immediately after
replication with BAF060, and leave it for 2 min for temperature equilibration and
complete water evaporation.

2 Transfer each replicated sample with carrier onto a carrier holder.

3 Carefully remove adhesive tape around the sample.

4 Dry the surface of replica by N, flow for 1 min.

5 Dip a gold finder grid into 1.5-2% Lexan solution in 1, 2—dichloromethane, and
place it on a replica under a stereomicroscope.

6 Make sure that the grid is placed in palarell to the sample.

7 Add one drop of Lexan to fill space between the replica and grid if necessary.

8 Leave the grid on replica for 2 min so that solvent can evaporate completely.

9 Transfer carriers into a cup filled with PBS.

10 Peel the excess Lexan coat around the grid off with ceramic forceps and leave
samples for 2 min in PBS.

11 Gently agitate the carriers to separate tissue and replica from the carrier.

12 For identification of tissue orientation on the grid, incubate the replicas attached
with grid with H33342 solution (1 *g / ml in PBS) for 30 min and then wash them with
PBS.

13 Observe the replicated tissue by a fluorescence microscope (UV excitation, blue



emission) equipped with a water— immersion objective lens, and record the geometry
of tissue on the finder grid by a CCD camera.
14 For removal of tissue from the replica, autoclave them in a Tris HCI solution (pH
8.3) containing 2.5% SDS for 30 min @ 121° C.
During step 15—-16, gentle agitation should be applied using a shaker.
15 After several washes in PBS, replicas attached to grids are now ready for labelling.
Immunoreaction should be done in 501 of solution in 2ml tube.
16 After immunolabelling steps, wash them with distilled water and air—dry
completely.
17 Coat the labelled surface of them with 10 nm Carbon at room temperature.
18 Remove Lexan resin from the grid attached replica as follows.
Place each grid into well of a round bottom ceramic tray filled with bml 1,
2—dichloromethane.
Leave it for 30 min
Transfer a grid into next well of a round bottom ceramic tray filled with bml 1,
2—dichloromethane bmin. Repeat this step 4 times.

Rinse twice with 1, 2—dichloromethane and then air—dry.
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