2

BE:LT

AV 3i%F RUA, Iy b, UHFREFERICE o THEERS.
£ET560 | 1] —MBILHEN—HRE

er—F)EE, XY PVESY = e REH MEOKIIWIE LT — V)

o AT 7213, YU Y (1ml) e )Y (5 20, 50mL)
® [ 5 (¥ =8

® [7U Ji [ 5 FH L ® §if 7

e Y'—7%— (20, 50, 100 mL) o HIGH

e 70%xLT% ) —) e 7L —F

o Ji—%¥ o fiif

Sieving (3 ICHELEHD

AT VL ABMA Yy a2 (AT — 1)

® Z/)N—F )b

o Pk (KVJ%4F 500 mL)

Magnetic beads JAICLAEREHD

® Washing buffer: 0.1 M phosphate buffer pH 7.4

(2.62 g NaH,PO, x H,0, 14.42 g Na,HPO, % 2H,0/DDW 1 L)

e Buffer D: PBS pH74 with 0.1%BSA

o Buffer E: 0.2 M Tris pH8.5 with 0.2%BSA

® Hank’s Balanced Salt Solution (HBSS)

® Dynabeads (Invitrogen)

® Magnetic particle concentrator (MPC) (Dynal A.S.)

e Hank's Balanced Salt solution (Invitrogen)

® Collagenase A (Roche Applied Science)

® Deoxyribonuclease I (DNase I ) (Invitrogen)

® BD Falcon cell strainer 70 um, 100 um (BD)
R & 0 SRERKA WS 5 I, S ESEAFEND LD, ARTELFHCT
ERRIZAT > T b Sieving % & Magnetic beads #2509 5. EEBOHMIZE LT, W
TN2OFEERENG, S~ T ZA0F%HIT5.
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1 SRERMRHUEEE 3

[1] Sieving i

O~ 7 ZD%GMEHA%Z T 5.

O Ty ADNEEE DT A LT, EITHT TS ZRUE L, BRI - TS
PN RIARZER DA U TR £ CHRE L IERM 2 MRS L, X 510G O®mE S I
BEZ YT 5.

O THEL LS 2 AR T 2 &, AEPENL O TRE &L SRz #HT-C
DFATERRL, ABZHLT L. BEZLMCHRL, FEOFIHTEE SRL§
5.

OWIEZRET 5.

OAF7 YL AR Xy Va2 (R7 Y VAR @70 mesh (212x212 um) * EI2Ft, 2
N=F VEEZHWTPBS 2 L 2250 B LE#E S 5.

00 & [FFEDOEMEIC X Y IR 100 mesh (100X 100 yum) * % 88 & &, HZAYIZ 200 mesh
(7575 um) * FATHE - 72 BB H I & § 2 R0 EMR CTH 2 2%, 4TI THRER
R 2390% L LEE HDOTWAEZ L E2MHRT 5.

T AFKREDBI DR v Y a4 ATRILEN LA, HAROHEIZ L > THRILEN S
Ay Yot A APERR D,
Magnetic beads &
a) Magnetic beads D%
@50 mL tube IZZ® D Dynabeads # AN b, (JEdE: = X 184720 02 mL=
8.0 x 107
OVERE (7 A1PEY720 15mL) @ washing buffer 2 Ait, BEHT 5.
@OTube # MPC (2225 L, 1 77 HZ%E T 5 & beads 25iEEE L CTL 5720, LiEZRIY
<.
OO~-O%# KT
b) Dynabeads blocking
Ok L7z Dynabeads (C2%E /O Buffer D (v 2 1 L4720 15mL) ZMA TH
WL, KETSHHMEET 5.
OMPC 2% L, 15M%iES % & beads 25EB L TL 5720, EEXZHY KL
O0-~-O%H KT,
OV Fwmd Buffer E (%7 A 1PLY720) 15mL) #Mz T, 37CT—MEET 5.
OB H FEEZIY BRL.
O0~-O%iy &Y
@F— 7 L=T%WTLEREOPBS (7 A 147D 40 mL) iz, 4CT
PAF % (1 A RAFTRE) .
c) &R
050 mL ¥ ¥ VIZb)-@THE L7 beads A ® PBS40 mL % AL,
O PNIVEY =TI AHEET 5.



4

I

b Sk P (RS

. Dynabeads #8&B L 7/=PBS &> 1) > JIC
AN, DREH SERT D

S 2 BEAYVEL, 1mm® KK

! 3. Collagenase | & V) #B# & DR 5

4,100 um D cell strainer Z AW T
ERERAT 3

(IZ00  Magnetic beads J&(C & 2REAEREADRIE
(Takemoto M, et al. Am J Pathol. 2002; 161: 799-805)%

OMEED Do 72O RMERL, W TI T ADWERERZ O F A LT, %ﬂf?ﬂﬁiﬂi’
YR L, IR THRRE A AN RIAR IS DA U T8 F TR & IE7 % Mk Y
L, S 5ICAhOIEE TR EI5H 3 5.

O TR L2 E 2 WIS 5 &, TREFRYBINS.

O T RERZFEL, YT 5.

OF IR > TE S ATHEL LU L, EHREZURL0L, X7 ¥
THEZ &, - COMEZ EE L TLRD S beads A D @ PBS 40 mL Z7EA
T 5.

OB EAIC R DO%MAL, PBS ZiFEARL, MEZIY ML T, #BEAZRDERL.

Ok ETHY LB &M <YWW L, 15 mL eppendorf tube IZ AN 5.

©% Z1Z collagenase A (10 mg/mL) 100 uL +DNase I (100 U/mL) 10 uL + HBSS
(1X) 900 uL & A%,

M37C water bath T 1 K¢l 15 750, k& 9 T 5.

d) REKFEDINE

@100 um @ cell strainer % &\ 7z 50 mL tube Z & L, cell strainer [ ¢)-@® ¥
YTNVEAN, 5mL YY) Y IOWOETHSIPLAAT 2 I HIZLT, PBS TH
WD HIET

Q0% b)Y KT

&4TC T 1,600rmp, 5 7rmE.ld 5.

O~V v P& 15mL PBS THIL, 15mL tube (287

@15 mL tube % MCP 12374 L, K ETI1HH%ZHETS.
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1 RIRfRHUEED: 5

OLiE2E~xy TR BRE, PBS ZINA CHEET 5.

@O~O% 3~4 iy &Y.

OBE I % 70 um D cell strainer (2§ &, cell strainer 12 ScERARASE R Bk X
5.

RELE - RS - HERREE T L. MilLoR3E2° DNA - RNA O 7 0 —= 2 7% § BRI

Rt . WEHECCT Y Y S A=Y 3 YRR D,

o < ZADFANERE, JEHENEER 2 B2 R 7zoll, XS A0 E BRI ANS.

o SRERIKHERIF X, TE B2 H—%EE L ENCHERKZEAL, BiEaAolmf)s
Bl ol 2ATHERCMEEMILT 5.

® Magnetic beads B:DOBIIZ, MEOEREIERT X5 M~ ZADHBEL TH <
BHRTET, BT EL LHERMAMEEEZREILTLE ) OT, MEOREICIZER
T5.

WA LoD REEL e\, sievinglRf, AT YLV AWy o OMBICHFEED
MEL, HMET 2 HEYWOIE ST T 5.

@ik 1) Akis N, Madaio MP. Isolation, culture, and characterization of endothelial cells from
mouse glomeruli. Kidney Int. 2004; 65: 2223-7.
2) Rops AL, Vlag J, Jacobs C, et al. Isolation and characterization of conditionally immortal-
ized mouse glomerular endothelial cell lines. Kidney Int. 2004; 66: 2193-201.
3) Takemoto M, Asker M, Gerhardt H, et al. A new method for large scale isolation of kidney
glomeruli from mice. Am J Pathol. 2002; 161: 799-805.
<EKRBYA>
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. XY UEY LR

BV 3i&E | o 6 UKD mouse, AH 20~25g, 5~10 L
£fFg5H0 | [HFE, HEER TOf]

® RPMI1640 ¥ 481
RPMI1640 35# (SIGMA, R8758) 1 penicillin G (PG) (Meiji Seika 7 7 »~<) 100
U/mL, streptomycin (SM) (Meiji Seika 7 7 V<) 100 ug/mL % millipore filter (pore
size 022 um) &8 L72RRISIRINS 4. BiFEHIZIE, 213D filter system (pore size 0.22
um) Za L7z VRFIE (Fetus Calf Serum: FCS, GIBCO) % 20%127%: 5 X 912
RS 5.
® iR PBS
® Collagenase solution
Collagenase (Worthington) % RPMI1640 T4 mg/mL 1275 X ) F#EL, 022 um ®
7AWy -zl THL.
(87 E]
HmEREE Y b
o A G
e WRIIE S A (HKR 1, #i/h2)
CHHWY Yy b (A#2 /h2)
® B — ¥
O REE (R RNV — )b, AT B
® 10 cm dish (IWAKI) (FCS 7Y —® RPMI1640 & % W ki PBS A1)
e K
Sieving v b
o 4%
® 10 cm dish (type I collagen—coated dish, IWAKI)
ety b (h2), XA, AAH, FEH
o —+¥
ON—N—=FTFTLA, AN—=F)
® A7 YLV AAy a2 (200, 106, 70 um)
o WSPEIH 79 A7 4 v 7R v, PBS
e ThHDVIIBIEANT
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