Immunofluorescence (IF) Protocol 2014. 4 ver.3

1. 24well 7'L— MZOKEPE LT 3—7FF A (Micro cover glass, Matsunami #12 #. No.l1) 8\ 72D 5|
Collagen Type IV solution 500 ul,/well Z¥#IN L, =|RIZT—BEZET 5,

Collagen Type IV solution (30 ug/ml)

Cellmatrix Type IV ($THEZ F > 3.0 mg/ml) 1 ml ZJKF /K 100 ml (ZFHRT 5,

2. PBS T3 [EIPEF L7-tkic, MlazEmT 5,

3. WE. B EA AR EOMIOLIEEIT S,

4, TAEL—H =T THMZRE L%, #H000MT 3.7% PFA/PBS (4°CHRAF) 500 ul/ well Z#h0 L CHl
Jaz [EE 4% (RT 15~30 min shake) ,
= FEEOHEFHVATURIS. THEAER T 5,

3.7% PFA /PBS

Paraformaldehyde (Nacalai #26126-54) 37¢g
Milli-Q H,O %9 80 ml
2N NaOH 20 ul

55 CIZ CIRfEfe . 20XPBS # 5ml i L., Milli-Q H,O (2T 100 ml &9 %,

5. 0.05% Tween20,”PBS 500 ul,”well (RT 5 min shakeX3) & CUHT 5,
= ZOARBET/NT 7 4 L A7 ETEW ACIC TIRFETRET T,

0.05% Tween20 " PBS
500 ul @ 20% Tween20 % 200 ml @ PBS (2R %,

6. 0.25% Triton X-100,PBS 500 ul,”well (RT 5 min shake X 1) {2 CHLEIT 5,

0.25% Triton X-100PBS
2.5ml @ 20% Triton X-100 % 200 ml @ PBS |[Z¥INT 5,

7. 0.05% Tween20,/PBS 500 ul,”well (RT 5 min shake X 3) & CUHT 5,
8. 2.5%BSA,/PBS 500 ul/well (RT 15~30 minshake) (ZT7 w1 v ¥ 7945,
= ZOARBET/NT 7 4 L A7 ETEW ACIC TIRFETRET T,

2.5% BSA /PBS
BSA (Bovine Serum Albumin Fraction V, Roche #10735094001) 25¢g
PBS #J 90 ml
ACITT—BrERE L721%. PBS T100ml &%, MENHILIX NaN; (final 0.1%) % N7 5,
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11.

12.
13.

14.

0.05% Tween20,/PBS 500 ul/well (RT 1 minX1) (ZCH%ET 5.
oty hERAWTHARA=HTT 22T 2 LOFDNIBE X 7-%, 1 antibody solution 20 ul,/well % %
N=HFTADHRIZP L Y LT 5,
= ZOEEF v TORMTHN=TTAEG oL ZENRVEIICTEHEET D,
= NN—T T ANY = L OME & Bl LT D ETURBEIRN I N—T T ANLEDL DO THEET S,
= T — NEICGE S U PUR DR RIS U T, AR ROSR M E 2R 5,
(FREH ET MR ELTT,)

1* antibody solution (20 ul,well)
1* Antibody 1,/50 ~ 1,200
2.5% BSA,/PBS 20 ul

= PO NBITECTE LD TMEST 2 & By,

H oy /N—=DHNIF LT A T H B EZ IR A T BHRERD 7T THESETE L, £ DRNITHIAE
WA T L7z 24 well 7L — b EKFEEZROGARDHHEE L, FiRIZT 60 min KSSH 5,

0.05% Tween20, PBS 500 ul well (RT 5 min shake X3) |Z CTHEET 5,

2" antibody solution 20 ul well (RT 60 min) (1 RFLAED & = & FERICEIEEZITO,)

= WM SINTZIEZHNTWEDO T, UUTOBEITEET VI AA L TE- TGELT S,

2™ Antibody solution (20 ul,well)
2" Antibody 1,200 ~ 1,7400
2.5% BSA /PBS 20 ul

= UG TEE O THET D LB,
= YLt 24T 9 & X 121% Hoechest33342 3 5 \Md DAPI % 1,500 (& CIRIBFICERNT 5,

2™ Antibody
Alexa Fluor 488 goat anti-rabbit IgG (H+L) conjugate highly cross-adsorbed (Molecular Probes # A-11034)
Alexa Fluor 546 goat anti-rabbit IgG (H+L) conjugate highly cross-adsorbed (Molecular Probes # A-11035)
Alexa Fluor 488 goat anti-mouse IgG (H+L) conjugate highly cross-adsorbed (Molecular Probes # A-11029)

Alexa Fluor 546 goat anti-mouse IgG (H+L) conjugate highly cross-adsorbed (Molecular Probes # A-11030)

Hoechest33342 (bisBENZIMIDE, Sigma #B-2261) 10 mM stock
= BEEIEIED & 5 O TEMBA BT D Z LR AEETT,

DAPI

Alexa Fluor 350 Phalloidin (Molecular Probes # A-22281)

0.05% Tween20,/PBS 500 ul,”well (RT 5 min shakeX3) (2 CUEiFH7 %,
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A Z 4 RJ7Z A (Micro slide glass, Matsunami #5-0314 NEO Hif%# No.2) k12~ 7 > b #l Fluoromount/Plus
(HAR%—7F— #DBS K048) % F9 5,

Erty NCHA—=HT 220 H L, Milli-Q Hy0 TS 9 W2 %IC, MlanEosizmz~ 7 Ml

ICHEAESIEDLLIICLTESL,

= ZOLEXKIANALRNE I ITIEERT D,

= RO~y MITESRY b~ TRVES, 72 LRE T2 BT 2R TRIENAY £7,

TNIRANTHENRLIZOE, KEERERNHEIRCTHRET D,

YUY NN ERICHRE LI Z L AR LRI, EBMER TR T 5.

= w2 MR L TR L BIEEO M L R ET DO TR T Lo LRI Es 2 &,



