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LET, EERBEMBEBRDK 85%MEEEHYET,
B CD14 HilkThHd Mo2 LIFBLZIER—TER
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HEBEHFIELTIE, EDTA.ANRYVEZRAWSIENTESM,
WIFhDBETHLRMEZTEETREL. 6 BRILAIZEEL
TLEEW, BB ZE T, REICE>TARRICEBTR
DETEXRETIHEIHYET DO TEEL TS,
BIRMBRADSE. MIEDO/NNATE) T4 (EFR) L 90%LLE
HEEUTIN, BEERETIICNETERSZZENHYET,
HERBRAEDNATEYT41E 85% LI EA BB TY,
Ficoll-paque A& FILERNDIEE . S BEEHICKYRERDN
BRBHAENHYET, 2 BELI-MEEA Ficoll-paque 4 8&I
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BERREDOBRETOIEAICE. AIEEHERVAERELER
LTLEELY,

CD14 (. FELTBHERROESMBICHRELTLET A,
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H)MENEDOSE -FEICIE. 2 THE.B Mlgv—h—
(CD2, CD3. CD5, CD19, CD20 % &) D#ERE=HA S TH
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BBHEKLEETE MY4 RIREBEHEET 5720, @7 —FRA
IZEEHIBRAGEA T D& MY4 OISR ITIEMLET,

CD14 MIESFIX. TYIAVI - TARIFZFIIAI/Tb—IL
(GPI) CHIRRIBEICHE AT D@ EEL->THY.GPI ITREDHD
HEMERBMERRKRAE (PNH) BETIE. MY4 RROFKIRET
NHLNET,

Ficoll-paque &Y LT )LICEr y-FATYLEMZZDI(E.
BRED Fc LET2%NTEEBERGER/NRIZTS=HT
T MZBy-7adUVIEEEReEN OI Y EH], HAHLNEM
BMEBLI=E,y-F 0TIV T59230FTEW, T E/Y
O—F LA RISEDASIC BSA ©° NBS #%&0L1= PBS %
FERTAHILLMEI NI DIEBERNLEREEHS LTHEMN
HYET,

CD14 [Z&> Tt -EESNHHEBRRMAAIL, fhd BMBRIZLE
RTHEA RO EFRNLTEEHNELMVEEA BV,
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B MEkERAY 10,000 {8/ u LE#Z HIRIKIE. VU BBEEHEERE
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[2DE500 L DEBZKEMA . NEYMHBHET HETHRICERIR
FMLET . FABICRABICSECTREEZE UBRESH=Y5uL)EHE
L.1&EHYDRMEA 200 4 L (255 LSIZPBS(BSA 0.1%F
1=1% NBS2%. 7P b FRUD L 0. 1%EFSLHD)EFMATEEL.,
B/ —FIRARIERELET . E/7A—FIILIARG R IEE
FABFICERARL . REF(TE T TIZEL,
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1. BOF (RD 1), 2) DLWFhhZEFEALET)
Da—ILE—2mSAP05 Fuk
#WHES 6603152 BE 300 TAK
PBS(TEE)24mL 24 L/SAX*ImML A ET .
40 T4T*EFDEEFERALET,
* AL/SAR  O—E—EMSA 0T Fybh DA mELEE
I HBF 4T A— )LE—EMSATUT YR DR ER (7R
WRIVONEENDH. MYFBWLICE+2FELTE &
Ly)
B TUEZ Y LRIF
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REEHUD L 1.0g
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FED. 2O BRMBFNITBMICES SREANELGYES . O—
WEA—2MSAPU T FvbE 30 #r~2 HSEELDS, KE.
M5 ZERLRL, — A BT EZDLBMA
[FRIMIC 10~15 FRHETT A, MRS5S ZHERIFLLE
HIFEIR T, 20~30 NMEL THRERICKRIFT HE I DA
EENTVET, WThDBEMFZFERT S50 X LERK
HIISCTRRL TS,

2. PBS(UVBEREHEERIEK)
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BT L 8.0g/L

YU 2 TR L(12 KIR) 2.99/L
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pH7.2~7.4 IZFAEL. R EIZISCTBSAE 0.1%. 721t
FRIDLE 0.1%FMLES,

3. PAVEA4Favta—)L
a—LA—-HB—r MslgG2b-FITC
HHES 6603034 F= 100 TR+

4.Propidium lodide
Calbiochem #&% S 53705
0.01mg/mL Ff=1% 0.05mg/mL [ZFARLTHERALET,

5. Acridine orange
Baker & &S A366-3
0.005mg/mL TERALET .

6. Ficoll-paque %8k
Pharmacia #&%5 17-0840-03
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1. emERELT 58

BRIKIZIL EDTA, ARV EDHUEEFIZ AV TRMUI- KM% A
WET, RBICREL B MKKOFHEIL3~10x 10° @/ 1 L THBT=
&, BIMEKEA 10x10° B/uL EBZAERIREEEFRLES,
3x10° @/ u L KYLHBNBERITEOLTNAT—a—MN ENKE)%E
BERLET . RAEODFRICIT)VEBEGEERSEK(PBS)ZAL
EX I8

) BRIKIFRM % ER (20~25C) TREFLFET . RIML TH S 6 Bl
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B I Bk 3k FIRER
10~20 x10° 2 fE
20~30 x10° 3 fE
30~40 x10° 5 f&
40~60 x10° 6 fE
60~100 x10° 110 &
100~200 x10° :20 fi&

* QIFE O RERETHONDEV NI BRBICEDEREN
HEAERELTICIK, HHHLS 37°CH PBS THBELET,

b) BBk A DAL VRER (<3x 10° @/ ¢ L)

NTq—a—bik

1) #{k% 25°CT 500x%g(1,700rpm) T5 HRBEDLLET .

2) AMEKOBFEERYNTERELET . COE. TXTORAMEBk
SEHEHERICEUNT S=-HFmMERE U mEEL—HEILF
ER

3) HEERYTAUILT, +RIBEHSEET,

4) a—J)LB—LH 700 V)—REDAILADS—TFFSA4HF—*
mEREERZAVCTHIEEZAELET,

5) #MREEZ 10x10° B/ uL ITARLET .1 TRMGTY
1004 L #AVET,

2. Ficoll-paque SARY U F IV ERE LT DIER

1) HEREIChEGUERRIZED)4mL Z]Y. EIFFEE0D
PBS #/0%. ERELRFILET .

2) RIOFREREIC Ficoll-paque HBEK 4mL # AN, ZD EIZ 1)
DFRMFEEEBLET .
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400xg. 4 PREELDELET,

7) PBS ZMATKIE#HL., 4°CT 400% g, 3 HREED DB
LET,

8) LFEZWBIRREL.LEIC PBS #mMx. MlaEE:
1x10° &/ 1 L(1 x 10°fB/mL) FREEISFARELES

9) FclLtF2ENLIEHNAREOEFEENBEENTEINSE
Bl RRERIEEES 10~15 HHETIcEN-TOTY U ERE
E 1mg/mL BEMZTEEET,

10) LT D a)Ff=ldb) DAZEZERWT. DN\ TE)T1 (&
BER)EFIVILET . NATEUT11E 90% U EHBEMT
TH. BERATEINETEHLIEABYET .

a) 7A—H A rAN)—KIZKBNATE) T+ DHER

11) HEREIC 1 x 10° M@ (MBSREAY 1 x 10° 8/ 1 L DIFE 1mL)
DHREESELET,

12) A PBS %#MZ.4°CT 400X g, 4 DRGELDELES,

13) EFEZEW5IERZEL. 0.05mgimL @ Propidium lodide 3 &%
Mz TERL. 1 HREKREBLEY,

14) % PBS #/NZ THE#L.4°CT 400x g, 4 HEERDL B
LET,

15) EEEREIREL. 14) EBYVIRLET,

16) EEFEEWBIBREL. 7A—H A A—E2—TRIELET . /(7
EUT4h 85%ITHm-EWMER L. YU T IILOREEDPYE
FTIELEEBDLET,

b) # R FEMBEICKDNATEY T DRER

11) RSARSSR(225,00018 HERREA1x 10°E/ 1 L DBE
(25 L) DffEEEEET .

12) Propidium bdide (0.01mg/mL)10 ¢ L =&+, v420ERyY
FDFYTDFETHEMNIRELET,

13) 30 #RIMMELI=%. Acridine orange (0.005mg/mL) 10 i L
FHE. MO ERYEDF YT OETEMERLT 3 7
HIMELET .

14) hR—=J 52Dt BEERM T -JYRTY—ILL,
FELICHABEBR CHRELET .

15) #ifa% 100 EH OV MLET , EHITEADVREIZ, SEHERa
FFRBICBEINET . NATEYTH85%IZGmT- LGS
IF. T ORBEEPYET EEHEDOLET,
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1) ®E/90—FLHRRERERUTREBRAIZ12mm o x 75mm D
HEBEEAELES.
2) FBHREICRAZE 100uL FOMFELET,
3) EB/O—FILRARRGEREMAET . ERAOKREICIE
E/OO0—FILRARGHRERERICEERBL-ELEH
WX 1gG A hA—)L(MslgG2b-FITC %;3I55) ZREMZ
ij‘o
4) KEHL.ERETA PRRIGSEET,
5) HUT®a).b) DLVFhhDAETHRMKEZAMSEET,

a) IBIET U EZV LBMFZRANDES
RMLLBME| 2mL ZMATEAEHL, BOATET I 5
(ROBYIHAD)ETS5~15 PHEEETHRELET,

b) A—NE—2MFAPUT X IMERAVDES

S FILIZPBS #MA T 400X g. 5 S REEDHBEEITL.

EEEFTEFRRSIBRELET  ChICFARLAMA
IMLZEMA TRLIERL, AMMATET T2 CRDFYHIEZ
%)ET 30 B~2 DEEETHRELIER. 7499747
250 4 L ZMATEBLET,

6) BAMMTTLIESPBS ZMA., ELET,

7) 4°CT400xg.5 DEEDSEHLES

8) LAZWEIRELET,

9) EEDPBS#MA. KHHHLES,

10) I—JLA—EPICS®/Cytomics ZEDT7O0—H A FA—8—% L
THELES . RERITAEETTAANRPTELREL. T
ELEITEPHITRIEZITE> TS,

2. Ficoll-paque SAEY > FILERWV-RERE X

1) E/90—FILRERIGAERMBAIZ 12mmo x 75mm D
BREFAELET,

2) KHEREIC Ficoll-paque ARHFILE 1x10° @ (HHREE
EALX10°E/ L DIFE ImL) FOHELET .

3) 4°CT400xg. 4 nEERDAEL, LEEEEREREIBREL
E3 IR

4) EB/9O0—FILRARKEE 200 L ZREBOHBREICINZ
9, BAOKREICIXE/V0—FIILIRERGKERH
ICEERABELE-EAEHE IR Ig6 avbtA— L
(MsIgG2b-FITC &; BIF) #REMAET,

5) &E#EL.4CT30 NERIGESEEFT,

6) PBS/mML#MZ.4°CT400xg. 4 HRELELDDEEL. EEFEER
BIRRELES,

7) 6)DiFEE 2 EBYRLET,

8) EEMPBS#MZ.1—I/LA—EPICS®/Cytomics M 70—
YA A—F—F - RAERFLEZAOVTAELES . BRI
BIEETTARNRPTERREFL, TESLTEPHIZE
EE{To TSN,

3. Ficoll-paque BAMY L FILERAWN=T(/B815—TL— ik
1) HoALE 1x10°4E/200 u L IZFHHLL = Ficoll-paque S84
UFIL200u L F UK 96 RIA A8 8—TL—RMIHEL

7,
2) YAHY0848—TL—r%& 4°CT 400%g.5 HRELEDD B
L/ij_o

3) RUybrEFEIBVESISEELTCLEEEELICRSIBRELE
T (EEHEDLHMIT=/ARY—ILERYRERNTEEWY)
4) FL—Hz5t=2LT. TL—FOEIZRILTFIIRZIX Y D%

HEHTT,. TLU—rDBRETHZOMNIAD+HITIERL,

RLyb#IESCLET,

5 E/O0—FIHRARRGER 2000 L EREAODIIVIZINZ
=Y, MBAOYIILICEE/Z7O0—FILIER IS K &R
ICEERBLE-HEALEZEHREYDIR Ig6 o>t — L
(MslgG2b-FITC % ; Bl5E) ZRZEMAET,

7) RAYOZ4A48—TL—h% 4°CT 400%xg.5 HREEDLSE#
LET,

8) 3).4) DEREEITVLET,

9) PBS200uL %#/0X.4°CT 400xg.5 HEEDLSEL. 3).

4) DIRIEETVET,

PBS200 u L MMz . EHAGRABREICBL. O—ILEY—

EPICS®/Cytomics D T7A—H A hA—A—F 1= (L H I TEMW

FEERAVTRELES,
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1. 7A—H (AN —i&
1) ELGHELEZO—H A A—42—Z2AT, BiET 5
EEIEYIZ — b ENNTRIELET,
2) HEHAERARTSLOA—YILIE,. TAVEA4Tavbn—ILER
WE=ROEBENLGEEN 20U TICHSMEICEYILE
T A—VILDOERZRAREGEE—RELET,

2. BLEANERE

1) a—JLA—-~0—2 MY4-FITC T L 1= Ficoll-paque 575
B2 FIL 200 L 12, RILLTIILTER- PBS(10%)20u L &
MATEHLET,

2) Bi#ER 1 MEREREARSARTSRITELLTHN—TSR%E
MM BEERN TV - YRTO—ILLET,

3) ELHICEABMBECHELES .. FTHARTMLEEICLYR
FROTARATOEZERERZ . BRFICUVERZ TR—RE
ADORNLDEBELMEENYIVLES ., CORYRLIZEY
BHEREROET,

CD14 [atEHR%=5 1 Bk ik~ ¥ BBk % x 100

CRIE &G DERE]

BRIADEZIRICH T HIEFERWLTIRARD Fc HEEEHRTH0
ISEY R A T4T -2 bO—LARERNTESWD, BEERK
DHEE. RHT4T 2V bA—ILIEBHERILEE 1~2%TIT .
EEMEOGEEICIZLIELIEEVWIERERGERTEAHYET .

BRERNER

REHBOEENDOTHI) N\BREEOCMEHEBITERD D
fpaERREL. SMERFBREA~TRMEM, BBICHENFT . B4
O M EMARIEZE DI R OO L RERERBEIC, HAHLLHEER YT
ybRAEOMBERERREREELCVEY  a—ILE—Y0—2 £
JOA—F LRI COLIGHMBRANRERE TS EITELT
RIEHBESOIZFHLRATHEMTRRESNELR,

MmZRMEBOES THHB MK/ \BOBEICIZ. EDESHAE
DHE(MIARERVMERE) EMEENEEICHYES, #ifa
RRETARDICIE. BEFHERRVBBRIEFEREIZEST0 (FAB
NEEGE) EEFOS(TCR. IgH BIEFHEERLGLE) . RBHKE
BOBRHAELEDIC. MRRANLROITAEBIZHERTY . &<
ISV RESZOESEE (THMEES non-THIZEREDHIA]) .
BHRRES CLHEMNTHAORHETSAIC. MaRERESFIE
RLEEDTELGNEDEGS>TVET,

a—JLA—-90—> MY4-FITC &, BERRHMBEORRHDIE<T—
h—TH5 CD14 MFEEHRETSE/HVO0—FILIRIATY, CD14 i
[R5 F= 55kDa DIE#HEETEB T, BEEMICIX LPS(HEDURS
#)RU LPBURSHESED) DESKICHTI2EHMEL T
BATHBHIENHALNELG>TWVET , I—ILE—-YO—> MY4—
FITC (. REMOEROERRDIEEEETIHEHEOEHIKED
BRH-REIZHEATY,

CD14 [f. ERHHEEUVAHBHHEREF LA MHIREO AR
(FAB 5 #8TIX AML-M4, M5) ® 56~100%[=FIEL . MY4 HifkIZ&
SAMEMRT—A—2HIE. ChoDAMFEORIEICERTY,
A et mE(AML-M1, M2 ) Tl 33%LL T OFEHIA MY4 (5
HICHRYET A, BT B IR MEE LT FRFBRME D B M7 (AML-M3,
M6) TIXEBHONFERH A, Tz, REU U N\FERMEB MK (ALL) DfE
BHBIZITEERELERA. ESHEBEO MY4 FIRRBELSSUME
FlEHENMRE PP RBRRADFRBHERLAHY . AML TIEFEN
B<BYFERA.

4Rk
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TA—H A A—L2—TCEERAGHERER (EEREOEKRKRY CD14
IS0 B MBS FBEL-EE, BRI 95% U ETL =,
ZOEE EBERMRMEMY 2 /N\EKDEEREIL 5% LL T TL =,

F-. KR THEALTLVS MY4 E/90—F LKL, BB a1Ein
RICEAT2EET7— 2 avT Iz TCDI4 kL TRESh T
9,

[BEERBREOHEE]
BEEFIOEREICREEZROLTVINREFEOREMERIAL
Lf=&ZE, a—)LB—-—0—>2 MY4-FITC &Mt BEA& R CD14 $ifksd
ELOEBEMEIUTOESYFEEICBIFTCLIZ,



a—JLA—-40—> MY4-FITC
El/RE#H y=1.10x +1.20
HEFREK r=0.94
BA# n=54

FERLFELIRKELOEE

1. RRIZETIAFIIDLNEFENTONET , TOILFRITL
FERMET TESRT VL KRBEELELES F=. 729N
ERMEDHKENICERTHEICLIBROBIREEZETS
=6, 7LD BEZEITZEDRKTHRL TIT>TEELY,

2. A—NEA—EMSADTFINRD T4 IS TATIZEARILTYY
REENS=H . RYKRWLICIE+2FEL T3,

3. AHMHBREZBEHELFEALALTIZEL,

4. BAERUVBREKICHI-HEBTBRRORKRENHIEDELT
RYEEL, BHGRR, NEBELTREL TS,

5. ERyMEOTHEILBENTESN REOHE~NDBREODE
fih %38k ( TSFEELY,

6. RERUVAUF1R—a IIRELBVAITELSENTSE
N,

7. HEESAMEMITHERINGOEIFEL TS,

Brik. AOHIR. &M

1. REHOREE. AE (2~8C) TRELEBEICE/NALTILIC
BARLTHIENHRETHEATEET,

2. REEFEHLLEY., REMMICEISTIEEBFTEEN, TR
TOHEIXFERTSRIER (20~25C) IZRLTLZELY,

3. REOHARIZEELAHFDNFY., AV A—ILERIKIZKSBIEE
IZREBENHIEEIE. HEOLIENEZONDIDOTHER
LW TESW), REGAEER) OEBLGNEIL. EEFITH%
BHENDEERATKATT,

TR

J—J)LA—-o0—> MY4-FITC

WERES 6603511 A= 100 TRk (0.5mL EAEEE)
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