W JREIHAKTAER

Cosmo Bio Co, LTD.

G g S )k S

Wik 7 ae 27 U7 Ra2 {ild
[ Ra2 Microglia Cell Clone, 5% : COS-NMG-RA2C, COS-NMG-RA2CP ]
2025 45 A 27 BT

ARSI B O SR e E T,

BAEHE

INETHLNLTWEIZ el ) TRBlaIL, ~7 v 7 7 —UMEERERLS . Vo BIE o8 +A
BAa b o TWATDICHIOBEOFHE DN HE L W EARKNTOI 7 a7 ) 7ToOWE L ITRE Ao
TWZE L7,

M BRY REEESACET O EBE OB A%
DESL LI b 7 707 1) 1%, ZavETH
HILTW A LAIE & 1T B2 0 | HEFER KA
(HIRREEGE L, HEFEIK - FEAAE T CIIHgiERE & 2k
Wl L7227 a7 U 7 (ramified form) ~ & 75 E
TH7E, AERANOHRNTRONDI 707 U T
% in vitro T FFELCX 28 ek ke ¢ 9,

M1l Z7 a7 Y7 (Ra2)

FEARERER

i 1 COS-NMG-RA2C (3FEEFIBER OB ERRMIT. &% : COS-NMG-RA2CP (3= FIHES D B K #k A
TOIRFEEE 2D F9,

ARBIIBED EOFEERBEL HDTD, K= TV EERANCULT TR ZI VN,

ABTIZT T [EERE] CTEHBLTTFIN, XM FTE—TT7 4 —L~Lik [V 1] TF,
AREOBBICIIBFEOFERAAT A UL - BRI L—R—2TFEHATI,

BEY OBRIZIE, B2 T VD RNTFTINYa—T 4 v T THERLIZEN,

B DOLRFEIZDONT
MREZBRAEZERICTELREL, BAAT A VAROREEZANV T =27 VB BRI NEZSE
DI, FEEREOHEEARRICE UTHRIER L ET,

PREEHARRIT [RABZITEY 26 6 # AUN] TT,

AT 4T LRERAFECEREZMA ONHEC. B LaMREZER IR, RIEOXSRIT
RYEFADOTIEEBLIFEEN,



V. BB

R rE 3K "R GRS

Ra2 #lifd (RS HE) 1x105¢cells/vial 1 A& IR ZE B RAT 6 » A

X%U'Ey@?&\ E%@::'fﬁﬁﬁﬂ:f:ﬁ%foel,\%é@iﬁ%%mﬂ@%{&{$%$icf{%ﬁL_,C< f:éb\
ML~ A 27T A RPERER T

V. MOk
YU A@Dprimary X 727 YT b n—=7 (C57BL %7 R)

VI. ERAAT AU A&BEREAVAIL——(B]5R)

s i rE R HEHHARR
itz a 707 H CoS.NMGM | 250 —20°C~-AF R BV ELHEN(—20°CRAF)
AT 4T A mL | (fERTZ X 4°CERAT) | i 3 A (4°CER1T)

itz a2 ) 7EH
I AT L—R—

Ko %5y - EMEM, . HU4EAl. F ol

COS-NMGS 3K — —

VI BE&E—E BN
AL 7 a7 0 7idsEie s o— U la <, JEFICEERO N #E LUVl T,
EERREEEN A MNE LT A7, BT "EBE—ER"L RS TEBY £97,

RN A=/ R &

R IC & A — D &2 o3,

A AT TR YT Ea X I BRI LT,

FEREE° GM-CSF 2 2 U L e E I 5 ICEATLE 9,
WY 72 55 Tlaun EHEFE L 7220,

7 ELL DEERNHY T,

BEMEN O O B 5HEORKIFEREH « 22 hOr 2R ZRE SN 5 BEES, MKuEE ORERD D 70
WBERRIZIEL, BEV—ERXZ2BEOWLET, BREICBHWEDLESIZEN,



VI BfERE

AR [REMRATRE] T

MIRRAROR - #ETE

[

X TFRCIE. 100 mm dish THEET 25407 v b2l £3.

T2 0]

b 7 a 7 U T HAT 4 U A

SRR MR T . P CHEAE LT3\ C R X\, IR COBREIZIRMIR A O S L 24 < 7= 3580
HkERE A,

+ GM-CSF (HE#2 1 :R&D #HH2, §h7% :415-ML-010/CF. 10pg)

XAPRDOEEATNZ T D, RED T 1 b )/ VIZREWVERE L TV TTF XV,

AR S

(1F

5l - HFERHEEA, HEHZ Y, —

SERTYE(R ]
TN = ROFNEEBHTY ) =L s~ A a7 7 A<HERTHBZEL TBWTLZ &,
XvA a7 T AR LT WS, /EERI~RY « FRELTEHLTLIEZEE Y,

- R LIEENy MRS D200 IR RHE#RAZ A7V E DN TZ U= X T ORI EN

TBWTLSIZEW KRBT DO729),

c FHLEETF T EBETCHATEOD 7 AMEOIAIFEE T ) — 2 RXOTFHNIZANTEBWTL ZE 0 G

JRGLTFBHDT=)

s V= RUTFRNICAT AT L =L - TIFTAF I ERy b oA 7mEXy b KT DH72HD

KEZ T O L TBNTIZIN,
X7 V=0 _NUFHRIZANDITETHEN T2 ) — » v 377 A HREAIFETHELTHLL AN
LRI LTLEENY,

RSB DS A T L Z . 37°CIRAKIZ T 2 4R U T LT 72 &0,

R L7k, POSBRICE LRI 70 7 U 7 AT 475 10 mL S A > TW5 50 mL EiLE
W LR L%, BILENOBEI 7 a7 0 T7THAAT L% ImL4TE L, 21 702380 L CHl
faiR Z2Ely LT < 72 &0,

HRRETR 2 2B, MIEEZE A 100mm dish (FEREZEEE : #9 9x10° cells/cm?) [ZHEFE L. 5%CO, 77E F D
37°CA > F a_X—F —T2~3 R L TP,

B % ., MBI EEICHES L0 2MR L2 (BEEORER [K2] 22K LT<7E3v,), GM-CSF
A 70y THRMLULEEA > Fa_X—F—TiEH L TP S, GM-CSF EEIIHESEL (100
pug/mL) DA 3000~10000 FAR THRAML T 7EE 0,

X GM-CSF [IfERER, MEARSITEE L TrDL, BMLTIZEW (BF 2~3 FHK). REEOR
BTIRMT S L, BESMRS/EICTIRYET,

FHAZOIREEIL 2~3 HEBIZHER L T 720, FFRFHIZ 1 B, Z2D%IL3~4 HEICULTO Y v ha—/b
[B5HIZCHR] 1THE» THEHIAZHA 21T » T F &,

XA O IREERLCHEI A £ — RiX GM-CSF DBREICEAINET, MRORENRBIHF T, 2D 7~10 BT
010 EREEICHE T LD ICEEITEEREL TLEEY, BEERITHROREBAREZERZD,
GM-CSF D EIZ 3000~10000 fZFHWR1 AL, 3~4 H T2 7y Mo T LE I FAITITME
R, HRLAICBEEZTIFTW ZLE2HIELTRBY £9, (3000~100000 D& THHEL X))



XHAEI 7 u 7Y 7RARRBEZRE > TVH72), FEMlla (B EALLESMESE) 28RT5ILTH
BREDDZ DDV 7, BER, LARPES BRERINDIERIIT 0 b ax—/b [HHhs#] (TR,
BERPTEEHIR I AT > TS IES W,

[ 2 3% Ff 2~3 Mff7%  (Ra2)

BEHIAZ i
[#f32 1 D]
s Kb VT HAT 4 7 A

H’E% AT YEi ]
TV = RXRUOTFNEWEHBEHT Y /= s~ A a7 T A<vHEFTHEZEL TBWTLZEN,

XA a7 T A2 ITBR LT VS, (EERIIYR Y - FRELTEALTIEZI N,
c ER LBy b ERIET DO OB IR RIHER 2T Y FEIONTY U= X F O EL

TBWTLSIZEW ORIRIEEE TR DO729)
LT T2 B THRODOT7IMEDAIR[EL Y U= XUTRICARTEWNW T IZEW (IR

JRGLTFBHDT=)
X7 V= _RUFNICANLIWTETHBHTZ Y ) =)L« ~A a7 7 A~FZEHETHZELTHH AR

L8O LTLEENY,

1. B 7 0T RAT A L% 7 )= R_RUFHNTRAT 4 U DAHIT 25 T2 T IS S 25 B L,
37°CHO T 4 —FZ— A TR L TL &0,
XATF 47 AT R LOIMEREFIRENBE TRV EOBRRICE VHILTAEERNH D 7,



2. M7 a2 ) 7 OREEA N ESEE TR L T E S0,
XL Zu 7Y 7, BEOCHMIBO L S ICERICE CEET A OTIIRL . BREH L TEIESE LE
REECTHELET, £/, HHEOBRIZEENNMEL RHMIEDE, BHETOFXMBEIREINE T, B
EZLTWVWAMIERZNHICIIRED Y ¥ A, BEHRPIE X TEDHE1E. GM-CSF DREZ{E L
T &,

3. MLIAT AU LAY Y= _UFNICANIE, T+ v a0 RifEbRE L R LR 7 v s
UT7HAAT 4 L% 10mL Nz T EEW,
XL 707 ) TiIX. BEARTNE, AT A VAIT A v VaDBEZR I LI VML TL
7Z&EuY,

4, GM-CSF #~A 7By N THRIML 5%CO2 fFE FD 37°CA > F 2 _X—X —THHE L T ZE0V,GM-
CSF BT HELEAL (100 pg/mL) DA, 3000~10000 57 THRML T 72E& 0,

AR AR

[#fHET 2 D]

- 70~90%= > 7L NI o AR

s b SV T AT 4 U A

s B ) TEARLA T L—N—

* Trypan Blue
ES-R |

[fF

TV = ROFNEWEBHT Y ) — s A a7 T A<HEATHERL TR T &N,
XA 2T T AR LT WS, /EERIRY « FREMLTEHLTLIEZI N,

s ER LI BNy hERRIET DO OO IR RIHEA 2 ATV FIODN T V= X F OIS EN

TBWTLSIZEW RIREGE TR DO720),

c FHLETF T EBETCHATEOD 7 AMEOIIFEE T ) — 2 RXOTFRNIZANTEBWTL ZE 0 GRE

B TBEDT20)

s V= RUTFRHNICAT AT L =L - TIAF 7 ERy b oA 7 EXy b KT D200

KEEZTFOUREF L TBWNTLZEN,
%7 U —u _XUFRNICANLIWTETEBHTZZ ) —)L s A a7 7 XA<HHEAETHEEL THHAN
HEHlZLTLIEEN,



1. BRI 7 w7 )7 OREAARZBRMEE CTHR L T E3 W0, MildoRBIX [ 3] 2L T 7EE0,

3AMIEOIRAE (Ra2) X AKITIEKREE

XALDOBRLAR E (XR RV, FEFICHEMORES RKREVIREBTHEELET, EKDO a ORETH
Tarzrzr b (BBROREBEZY Tar I FEEBEBLTWET) &5, #R&21ToT
LEEW, 0TRLEL S ICEREOMRNEBARADEEZ H L T H0NTEE L TV A IREBIREO
BUWHIBTY, b DX HIZ over culture 723 Lo TRLIZE I BRERRT A—rNROBEDORELR D
MRAERINAL IR ET, MRETOIZLETHRAINDZZ LA T, HREIT-oT
LERASINBRWVWREE, BEA My 70 b0EERZITo TEIN,

2. SOmLIELEIZ10mL OLI 7 a7V THAT 4 7 LZ AL, KGELTEBWTLEEN,
3. 70~90% =z TNy NMIholMldzHE L, BERGNOLEE HIEZRNTLEEN,



9.

50 mL BB AT AT 4 ULZ I~2mL L, SV AT L—sR—THuE o8 L < filiuz 3
BEL T IZE,

XAEREEDF A =X HIROREREL RBZENRHVET, BTNV R L—/R—THBEEL THh
b, BERBIIBETIETORRBENE I A—VEZITRTL 2D FET, EEITESHIIToTL
7ZEW,

XENVRYZ L—N—THRIZF A =2 E X2V E 5 BB OEN o TWET, EHBTTY Ao
RVEEICEBLLIML TS EIY, BVAZ L——DFEWFIIEBE (KL 7Y 70F5]] b2
FIRBLIEIW, FHLEBVRY L—_—iX, g%, - N L—TREICLY, BEFATSZ
ERTEET,

HIBE L 7o 2 A7 4 U A A STz 50 mL ELEICR L, BNy T 0 7 LRI L, MEREIK S L
£95

HIIRRR I D —H % Trypan Blue S CTYEA L7, U F LTS EENY,

XOMR D AR, MRORBEZHE§5 ECHEREEL RV T, RO FA—DICX D, #EI
a7 Y7 OREH [K3:b] OLIITEVRBIZE 2L bV 7, RIS, FIBEL MR 2
RIEFTDHRRC S, HEROEFRPEN LAFFREORES [K 3:b] OL5ITENRBICRZZ 0D
DEJ,

M Z 0.5~1x10%cells/cm2 DOIREETHEE L. 5%CO2 F(E FD 37°CA v F 2 _X— & —T 2~3 WfljisaE L
TLIEE W,

GM-CSF Z~ 4 7 r B Xy N TIRIML 5%CO2 fF7E F D 37°CA > F 2 X—# —TH:#&E L T 2 &0, GM-
CSF T HELEAL (100 pg/mL) DA, 3000~10000 57 THRML T 2E& W0,

3~4 HERIC AT 4 U LR EITH TL &, ZREOEE, GM-CSF Z i L T 72 &0,

HREA N v 7 DFRE

4.

XL 7 1 77U TI3EEER - RPN L ORI O 2 | MRS RAOBRE TOBGRE A b > 7 DR Z B8
LTEY £7,

AR IED 1~6 21TV E T,

4°C, 200 xg, 57z L%, EEZRE L, COSbanker(KOJ, #h : COS-CFMO1) % 1x10° cells/mL (272
DERICINZ CTHREE L E 37,

BASIREHT 2 — 712 ImL/F 2 — 7 Tk L, MIlasRs H = > 7 - (BM #ds, i3 BCS-136 £7-21% [A
A ) A VO T -80°C THREIRAE L £ 77,

1 HPLE-80°CIZ CTHFE R, M ERTIIE L T E &0,



IX. ’NoINYa—TF T
TR 2 fRE . BBE LSRR OBEEREN

Ak 7 a7 ) 7, BEOMIEO X D IZEEIZH THEET L O TR, HRA2H L TR<EELE
WRETHIE L 97, F/, BUUHOBRICEEE DIMEL 20 %, BT ORI MRABIEINE T2,
PE L TV DHIER L W SICIZfED U 8 A, 20 5 B EOMEAEZWTLE D L5 HaiE3,
GM-CSF DIEENETE 5 Al H Y £9°, 2~3 H GM-CSF 72 L ORI TR 5 &, 50 UGE
L9, BEEnkE s, HE, KEBENS GM-CSF 23U, ST T 2830, b LESENUGEL
VAT, FEART AL OMEEBR LS, BAXOBRESCAMNOEESR &Y B D
OBEHEIL B 707 ) TEET—Y 2] 2 ZFALL TS,

M A fRR AR . RETE L 72 2NMIlR 28 &2 72

LI 7 a7 ) 7, o bHilE S 138 e 0 FEFICHITERM OB KR E VIREECIFE L 37, M
DOEFEFEAWTH 3 ZZM LT EE, K3 LKL ThH, MOBENBE LR WEES ., Miao
HAFEEE BV M GM-CSF D88 %30 < 521 F 572, GM-CSF O¥EE % FIF CAHATL 728V, GM-CSF D
B EFCH, BIEMATRD BN WEAIL., FREIFICHE A =TT T WD AREEERH Y 5, [X
3:b] TARLZE LD REVIREEOMAEA 1| REFIZZ RO NG AEITE. BEAXRT 26 O % Bk
LL7ZEV, £33 b 7 e 7 ) 7HEEY—E R ] 2 ZFHALL Z 30,

ARASETE LR < Ro Tz « MIRADRIEA B LT

c HERIRICHE A=V EZIFTETWD
XARAEZITHGEITAIT R > TL &, T4 v ¥ a2 DENL WIS IFEEN ST TEEX21T - TL
7ZE,
- MR OBEENR#EYITH D
% Over confluent [ZHAfEDIRAEZ B S HDFK E D T3, BOOMRZLNIT TSN,
- GM-CSF DORENAREHLY) T 25
X GM-CSF OFEIT, BEROEFRPUC L > THEFEL T ZEW, HENET 720, FEi
N34 & DA ITEE 2 T, MICEIEME - 720 HEENRTE -0 T 55 TBELY FIF T
<TEEWY,
s A AT TR LT
XERBENH DT, BH OMIIZE RN T~A 27T A< |G T 5 /RN @V T, s
EERREREE 1T, FAOICEB LT &N,

FROFERIZEY , MIEORENELL TCLESTHAE, MUK > TR SET 2 REN L H D F
TR, WHEA Ny 7P bOFEREEZBEIO LTV £7, ARG OMEELIT, TEL7ETREVWEET
BREA Ny 7 2T Z L 2BEIOELET, £, BEEOBE L CHi SN Zu s )T
WCRELTIE, V7 v A 2EORFEDOIZRIN L2V £ DT, TOITTALSLSVET L O BBORL L
JTET,



BRI L— =3 BERTE 50

AL 7 v 7 ) THEEDOBRD X A =T 2/ NRICHMA bMWD X 5, HHIHEONIZAZ L—rR—L 7o
TWET, RBEOERD X A — VR E W LTI ORIEIZ BN N D20, EHOA 7 L—_—%
THEALSTEES W, AT L= S—3RE /Ny 7% THRE L COBMMARRETY, Zmoy ) ar =
LDOFALRBAL TR BTSRRI T, FTLWEHAR T L— =& THEAS 2S00,

FROOEMEFEATE 55

LI 7 v 7 ) TImiEO e v hOREEZ B0, BHEHOEME ZHEHA S IZE v, BB L

TIE, PLAEAZR LRRFRREOWEFED ZHENRHIVUE, FHECTHEL TRY £9. BFRHOEM 2
MLESE, ECORMOMBIN LY EFTOTIEF ISV, 78, FHHLROFEAIC B L CIEIE
PR L SHCTHWTI Y £, (T4 2 TR TESVY,

X. HifrfE#H
a  LPsHIEIC L Be-3klifacdEimTHR Hilsk b  LPsHEEIC L BRazklfA D EIE T RBA
1.0E+00 - mNos2 1.0E+00 mNos2
mPrdx4 mPrdx4
1.0E-01 - 1.08-01 -
£ 1.0E-02 - £ LOE02:4
< < 1.0E-03 -
A 1.0E-03 - Y L 0E-04
% % 1.0E-04 -
S 1.0E-04 - =
“5 “5 1.0E-05 - . .
g 1.0E-05 N 1.0E:06 -
1.0E-06 - 1.0E-07
1.0E-07 - 1.0E-08 -
6-3 -LPS 6-3 +LPS Ra2 -LPS Ra2 +LPS

[X] 4.6-3 Al & Ra2 ML DIENIZOUVNT
a:63fIL, v~/ a7y — REOMEMDIRL< . Nos-2 DB E < . W2 Prdxd DOFEBLDMEN VRS 2 £
S>TWET,

b : Ra2 #ifmi, MR a @ < R 235 < . Prdx4 DI E < . W2 Nos-2 DI EIMEWE A R > T
WET,

EHLHOMAEE LPS (1 pg/mL) RKIZ L0 WiEs OB R S E T,

XI. BE 3R
1) Sawada, M., Imai, F., Suzuki, H., Hayakawa, M., Kanno, T. and Nagatsu, T. (1998) Brain-specific gene expression by
immortalized microglial cell-mediated gene transfer in the mammalian brain. FEBS Lett. 433, 37-40.



