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M, BATHRALBLERBRINLE @b,

REBIRREMEREFARABEABEASTHRABEY, (2@
R 5 R HRARLESWGETHTHEMBTIFG, BT A S,
Blde, EFEFTHTAHIRIFEH, CRKTARLERKGE. ALK
KAWZAHAZEIRE 112 GAHAR 152 69Kk, REWHH KK,
B, REAF@OHERBBRELEYAEZGRB L, 22 THEIT L
&M E 10 Arid ey @ A st emitir 55,

Yeh 4], # CD4 RARRARAER 110AGLE, SEEHALTHIR
CDA+2 A dmfefe CDA+T MBI ML FFr BB, (28, ERASLiEHE T,
I IR B2k, BAKT D19 FHdk, AR R b shik £ E 4
mict, BALEmMIER (DI+mMb, m THB@IERE, XHE R
AR, F—, BdEHE, CRADTEEEHRE (D4 HRE LT
e, =, 46 ERAFHRE LGH L EL WO T IR BAREH,
'CH CD4+T $ By e £ 18, BT AL @ict T Hsh s R Htir%
A

AR, YERARA T (REEABEN S HLKRA) @it K
RPLENREZGRAT TN, FAREE BT SR A EMNH
S HZRBEMEBEEAT. BIAE, 2o R A IR L4455 b2 mAe,
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RIEMERE, @ ETRERH, X FRETHKMER S HEKRAY
WM EMNT T AR ML R W4 F ol X 69 £ B ik ot &£ F3F No.
60/356,982.60/372,007 F= 60/408, 227, ©11#) % #R %4 “Bio-Disc and
Bio-Drive Analyser System Including Methods Relating Thereto” ,
SRR F 200252 A 138.20025 48 1184200259448,
HEMBEAMEXERASLE, FETLEL.

AR BAFIL X BT, FPRTHAN G B AARYR AN A
AE, RARPXL@OAG AR D LRLEATHRE, XEFETH
HERAG BN EZARGREAEA. Flde, (D8RRI N @ fl, T
A CD56 4732t NK e (ERHEAT, CRIEBEH) ; AL TsHi
40 F0L AT 4% BRAT I, AR E R EK CD45 R B R E R LR 140 17
HERe@mieR4F. REZEALEMA, XA RAREALAG @I SN
BRI R BKERCNFLEH T, Homot, wRELE
RIERCMBE, HACHHREFCMARSLERAT, N itk
JATRE#HRRE EHRARET,

RMWELST A % E4Fie. Hlde, —FREFTAHTARRRKRLEY
B, ERARE@ELAGFRES., BFoFHEFHATAHAS —FHRER
REMBEBER DK, BRATEF —FiFiLEs. pRELE -Fi
i, e RS @S, ML Z®RE HRE HGHRF 4.
I RAXEK F —Fi7ie, PaXEmpLissd, ETS5ap e
AR R 4 FF.

AR TR, Flio, SARLPRERRERMBE, &
B IR harégsmpe R A A IR M &6 miei FAmpt, & kmipb
THERIK., Blde, AT @ETHGEXLNEREY, T
B A AES (A+B) RMB WML, HAREAEREF (A-B) . #
AR TR T840 B XRREF S G RAiEmitNFF
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ERBLRNATH LR S A FHF No. 10/279,677, L5 HH
“Segmented Area Detector for Biodrive and Methods Relating
Thereto” , X F 20025 10 A 24 B, R ELAWAXIHALE,
TasEA S EBEIFR, AEA R XA @Ict)fr Rt E5 —F K
S mpetFt— v miid,

BL R Bk i 3 Ao o B e 28 i

ERERAAEZRG, RERESVTATRCBIBEN LRARE
X E, THEZREARNIALYK, UARZ@RENNEHE. KL
BB AR AR TRERETH, CMNEe A BT RE D BREMA,
EABRREAART, ETEEY —FHRETHRAERS, BRETHR
KT H5mR T E2mRFaEs, B RIK-BHRILESY, &
EAYMTHRARERBLAME, WETFTRATHEEIREN 5 FI K
FERNERES. REANOETHR-BAMEIEARELELSH-FhRmE
YR . Blde, AN TAHAURBERERTHRETRE. #ld, FiH
TAEYE. THEROE, RARFLBEAARHRSFR LA LK
EALER B DBRT A TRETREXMNRELSE IR B L, FARIEE
PNRBEBFREANEBER TR @R, ETRERA R HELR D
hoBf/RENEewmb, XEHBERFTERAXDN, e, K2, &
S, BRAR, RE. KoK, Bibfe/ ., B TRLRE
WAEEAF S Rl iemie, WARRHBREE VIR TFRZERAE—
AL THRNZK, TEKLEASHE 204 F= 20B sf XL ATHA

AFREFHREOLAR AR LA S A AR me LR
MR GRERAE, He T @t mlimeB LLa CD4 AR,
AR T @R EEA CD3, URFA Q@i LEA CD45, L&
4R, IHFERRELALRBRAKR, RREAFRIFEARL
AERAMNZARBGEFRARIGEIRLEN BREADEAER, HF
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FHAR 40 A R CD4 K 3t CDS,

3 F AT, Bt RAHTHARCEIE, Tiddéie CD4+T 4
Joh NE &M CO+ £ mBER T, SMAAR (D4 RARFRA B
0, BEREXRFLEHBE EGRRMAS, A RE CD4 £4x, T
BE|BE 8. Blde, TR AR CD14 AR I BRAFIZ LM gm0, b CD14
WA FEREE MR ARF MY . — AR CD14 ) 2R ARiTiX s E 4y
Mg, NTRAEDAERZARBEITRESHN, —FRXEF %S L
CD14 ZBAKRLEAH CD4+Emie (o THEME 23) HR %
#) CD4+T aaJe S 3 -, X R E AL CDA+T @A & XA CDI4 KB, B
o, oW B 18 FfF, TXH) MNC Rt 4 CD4 T mifetts tmib.

BE 18 7 THRE A 200 fo L4 mit 202, SN AR LYE
HCARR. R mEA @O LELE CDI4RE, mACEBRESR. B
s, Bt A FERAT T AR 206 690 2k 204 5T AL fm R BEATARGE, T
HHEEARS@RLEA T, HIEFIRAR 206 A3 CD14 474k, sbd kAL
HEB R, AMETHOREARRE 112 44 F kL 152 (KB 10) %0
B, 12 TAiFinedmie. s sk AR K DRESH 0.5-5un, Bk
LR TEEIAY 208 BEFAH CDA+HRE ML 200 A= CD4+£ 45 tm b,
202 A RFRTH, HTRALAY 208 525 miE 202 &4,
L 443X 3k CDA+sm AL IR E AR 3L CD4 HR AR HI-AE 5 140 L, H
AAEERE 112 (KA 1) 24768, TEEHFHIEIHNE LA X
mie, TELE&AWE 234 f= 23B st b b 4748 K .

HWE19RTTAREPNERFT X, AEAFTXBRAEA RSB
A E b REE@mE. ERAIHRIAARTEZHRABHRER, A
SLPEAb X 3t R mpe b A& e HRITAT LS, B AMRERT S
MR TREE., AEWE 19 BT LR T, LEHFA 20, AE3
o, BHRATASFEFEAR G @I 212, 6.4 CD4+@mfR. CD8+4m
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Jofe B RA3 (NK) @08, FiAikseamie 212 AL A EH (D3 4F
i, CD4+Fe CD8+Mm LR FTAF Rt ¥emiie 216, M NK mfie 214 RN E &
mie. BALFRAR CDI HiRdemib, NK @pELRBAA (D56
RER, AFEAPHELEER. BT, HRAREKIZK 208 5
FRA 210 A, sboZR 208 RHLT 4L CDS6 #ik. RERK I3 208 5
NK tm A6 214 R @6y CDS6 MR LA, REXRCA N @, REHKLSH
CD4+, CD8+Fuibskég NK A 214 AR ERREANE AN KA 110
BRARE 130 . KRB CD4+f= CD8+¥esmpl 216 H A E& A @ey4L CD3
FIRA 217 454, NK amfe 214 R @ 2RiB i 4HFE NK ampe 49 CD3
R AL, ML NK 2900 214 535 CD3 HIRIAAK 21T 44, REKRR
A THEEFTRIABCREREAN N BR. REEALDARRL
(FE 10) soAreRG@mie, FEHELREGOAFAR 152 (K
B10), EASMARESBR@POAMEER, HFHrERRR 154, 1A
AEFAFRERYGESTE. THREGE, PREAEHBDLE, M
AW ZEHAELR 156 (WE 10) THEZHRAEHEKD. WE 19
it A Ao LamB 2 £ 9 AR EERS, EMAERS
# 130, £ 4 116, RHE 156, 544K 118, FHE 144, AHE
142 e K0 120, e EFFE, TR AEHVAHAZ (KB 8FI),
AP BRERME 146, ME 142 BRFERHML, ETHEAHAR 152
WA, wHE 10, 124 16 AT, HATWHRERE 158 TxHif
AR 156 #HATHR R Fa 547,

ELEAEWE 19 FFRFEHBREREFAT, REXK, LF/HK
FEWE NSRRI AERE 2 Mo L, Hlde, EmRTH DT @, R
FEEmiA CDA+EAZ M. T4 ¥ AT 6 RMBIAART A 3 CD4 3
B, BAXHFALRN G @B LE Rk ad Ll CD4RER, REm
LA #A 49 CD14 A& AFiT, AT VA BL A AR HE N 3k oT AR A F IR & .44
i, LAk 3R AR B R T AR K BRI CD14 474K 84 dE BEbE s
kR, REAK, BIBCTRAEIRERT RN IR, ERIFREAN
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AEIMRZE, THRXEPREFRERRS, REREZEIHRE
RHmRENRE (D14 RRES. BARMSBERNRE, ALY
AZEHE 112, B BESTHXEBZMONAR BT B E R,
REEAMULBEBIBMARRTAG, BADRGBIMS B X $ 45
Mg, Bldw, HERARRZZGAXG LT @B RN FLF
RN EFHEB EH FH No. 10/099,256, L##H “Dual Bead
Assays Using Cleavable Spacers and/or Ligation to Improve
Specificity and Sensitivity Including Related Methods and
Apparatus”, R X F 200243 A 14 B ; £ B ¥ #) %3 No. 10/099, 266,
% #F “Use of Restriction Enzymes and Other Chemical Methods
to Decrease Non—-Specific Binding in Dual Bead Assays and Related
Bio-Discs, Methods, and System Apparatus for Detecting Medical
Targets”, &R F 20024 3 A 14 B ; fe £ B & F) ¥ 3% No. 10/307, 263,
A AR A4 “Magneto-Optical Bio-Discs and Systems Including Related
Methods” , #&XF 20024 11 A 27T H, ¥EMEARAXIA A
# .

BAEWE 200 F 20B BF T RALP —FTHRRE®RS X egIEmR4
MEES, EREWE 19 LoRKMEY, AREHFIXNF, AL
AEARWBERFY IR, BAEARATGHFL, L5 —FREHERE XK
BREFRHEORE ML, W B 200 FF7, EAHRE 218,
KeHAR B 216 49474 210 EAEH AR 110, AT HhHF,
A @R R WA, EANTHRAELRE L 43 CD45 HIRFAIK 217 Hide,
BRI 21T HF CD4S A m A BB L L. BRBRHE 208, RE
FABRE 218, W RRIEE 3R 220 EARE 110+, Ha)%REA
AE DB MAFRE LA RERAR, RETARERRE 112 X5
EhBERFE, BRTFEAIRNRAAEARTBRLABRARRELA
Fady, Hlie—2RER 3R 221 BRAIFOHRE ML 224 #9 CD3. (D19
CD56 #g ik, —LEREBA 2R 223 LA KW E L lsfin £ 4 mb 222
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89 CD14 &g 4R, AR —AFiE0A 2k 225 A 4rieE B i ampe 226
4 CD116 #hik, L FRYBEAEIREECME himpss, RE
BB RAFREREAS PSR 2T hE, REEAARERE, R
HHOELIRGYERNE, THREAY@pEHTEE. BAL®SE
AT EREHBE K, ERAE, SALHAERALE (WE 10) &
Mdsk-mpiod, LR, ARFLERHS ) %h-BREILY
AMEAERGAS AR 1520 B 10); & A KAR BARNESH LR 156;
AMBARRMER, AEAFATEF LA emtmstE, £LRSH
T A R AR A,

THEROR, —EARFEIRIABTETER — LV @ LR
FABRELES., REBIMNEXEWHULERTEAS—FREFEDY
HBTE, ANIXBREFTEE, FHA LB mERTLERN. B
ERNE—RAUBERT SHBH, PToAXH AR I T 45,
SERAAEEANFEZERR AR MRGF EMAG L7 B H# @i
#, Bl TRE#HiLe X R IE85 A P No. 60/382,944, %Ak
# “Methods and Apparatus for Use in Detection and Quantitation

of Cell Populations and Use of Optical Bio-Disc for Performing

Same” , #AX-F 2002455 A 24 0, BECHENWAXEHY AL,

BTEABERDRFERR AR BRRE R EF B KR
A, AMETFER . 24T E. WE 21 HZHMABTEAHRIZ
204 AFIEKMAATE 234, ZHRADK 204 EFE Y —F APk 232 8
AR LR HRAAK 206, FAK 206 MK B LY RBEAR R EH
A, B AE, BFXEIRESH KMATE GFAREAN, H R
NR-ME T AW 23T, RELREBERE 236, HE4WH 23T 4K
AR 204 HREAZEHHRE L., REERB LG TESH I 2k-
MELLCMRTALEARLE.
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T—AWERWE 22, CERFEA LA RARNGIRIFERE £ 4
Jo, BRAEXRERBRLAARELA Fih., B Rizizemi,
A LREDAE RGNS ENBTHBERLE.

B 23A RESLEIKR-MIELMTH | WA TR KA S
MAmPRYEBR, ZEAUTERALRLEY ALY A-B BiH,

TEMAE 23BREFA-EAEEN—AISELHE, ENEAELALR
APAEESHZHAMNETAEWRE A G hxfmbBri, X&H
BREFTR G EMN LR 156, BT, 1 K TE D2k 190 694
AL SHAMCII2HGFERARARR, AKFTRN N K-BOESY,
HEeHEANBERLF. SHRRNEAR KRBT DK BB, B2
HETRARBRBZEDERBAAN A4, RAgXBETEFAR
WL EH RPN R- BRIV GEETE. B AT, K
TRAmRHBHBRABN, RBECNRAE-ANZLSH P,

THEKROE, TRALRERRAFE, AENRTERREFRT
MAR XV @R, #ldw, BFEIRTERAIBLY, TEEAK
AR AAERE T SATXLRTRAGRD, Hlde, LHOESR0H
ERAET AR FI AT 9 LB &4 FiF No. 10/008,156, LARH
“Disc Drive System and Methods for Use with Bio-Discs” , 3%
XTF2001HF11A98, REXAWAXENRASE; 2001 52 A 20
AR X &£ B IS eE &3 Nos. 60/270,095 F= 2001 5 5 A 18 AR X4
A B st bk Nos. 60/292,108; AR L®RBGEE LA d#F No.
10/043,688, &A% “Optical Disc Analysis System Including
Related Methods For Biological and Medical Imaging” , #&XF
2002 %1 R 108,

WA 24 B2 RBER DR 238, 4N 240 e k- E LAY
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242 AR MB R, ERFERFAHAAGIZRAE 4. 5un BEM 2R, BRK
T#H CD2 A4k, ELAXEPRFERFICEA CD2REH @I, T
Bol k- E oY, miE D2+ RBEAEN B, TEHELSSE
) 8 IR HATH MG,

BL R X5 e B 7~ o % R Fe tm jE,

WHE 25AF 2SBRFREPFT HHNH—FEAFXGER, E%
AFRREABREEGTRATEY, 1T Emibs femia S .
WME 2 BFAKER 130 AFR 140 HAKE. s F AT, R4AK
FLABARARKERFRIIARE, THEARAEAREREHE AR
ATHFRSM., EWE 254 Fo 25B B o F&H T, & (D4 HRHR
244 RBEEYRE 110 HEERBFRE 140 L (FRI) ., AT
—FHTRIIF, $&FENMEEIE (MNC) HiEATIARR. RE
SR DA RBARYERAELEREES CD4 FRAIK 244 454, X
ME et (DT @il mie. REHR ELHWE 19-21 &, ¥#
RESmETRIE, RABSEER, PR I AFF, RERLESHS
MmILE, BoRE 248 ERIIANER, L PES CD14 Hk 246
ZA. BT, BARFEE®EAH (DI RR, FIARESHRAKY
BALEATRENERMRES. REFTHRILER, RERE4H
B TH, FETRIVIRBAD IR, — LR 588,
W LB R B R 250, ERELEATHRR G T4 252, TRV A
T, WTRRAZY D52REAREREY, CEEGRRET RILES
254, PR VI A7, REALEHSE 256 BRI AR RBHER, &
HRFEFAAEEE, SHEOARREHAR, AARRRDIFE
MR E/E, REMNARERAFLE LA B ARTE R RIFT @RS
ZE. wwWB 258w, XEE2H#AT DT @t mbain
Mm, kA FRE. THTFRERFXGBELE, 2R FHRRTE
4B (HRP) Aesk M BEBREE (AP) . Hldv, T hHX B4R MK
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M TL A TMB (3,3,5,5 - FHRBEEM) . DAB (3,3 -—RABEXK
B ) . ABTS (2, 2/ - RA- R (3-T A XK Eebok—6-7488) ) . ABC ( 3-
FA-9-T Aok ) |, NBT (RBwwk) . CN/DAB (4-FAB/3,3 -=
RABREE, 98844 ) . U-CN4-F-1-BB L ara e iy,
KERNTEBL ABCE L, fEETHRALRRELNGEY.

ERBUMECHALARTT H@BE, REATEHNALE
RPN AR A — TR

EHH 1

WE 1T BFHAslE. LHREEAFRULERGALZE, TH
RESIN @Y, FRBETROEANFENN ., R E2Z LT,
AL E 17 TR Z AR . Ko, RERGIGARTRY E&EATEL
.,

A CERTHEFIEHTRAGHEL LS

EZAEST, AERRRBREFFLE, AFEAHSLARS
HABER 1200 AWB245), EARMARSR, AFRHEHE
BRAEFRAR, & RRXCHFRSABRELE L, RFREBRE
R E.

REABLEDR., HERFXNOE=ZFRARFE, ERT:
BEEFRE, BH 3004 b AMFRGE —FRIK, BT 60 54F;
ARG ARG, BT 30504, TEF—FHH (Hled) $=
EF—FrHK, CRAT TR R (Sl L) HLBEREE ()
% 1gG. IgE. IgM) . AFZ—Frdhfr+ ZA R —_FHHRFK, T4t
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FHREMmBERIRE (FHlde CD4, CD8) , AEBRTHHREE T
X HB, FERRZQLERA+kfTRYE,

¥ lpl SEBFRENBRRE SRR, LbEA lng/nl, wAEE
AEe L, FBY 054, ARBRESFOHEBTREFRE,
FRAE. ESCFELAMELNID K [86( £ PBS F,RE 125ug/ml )
FaiE LA BT (200pg/ml ) . A& RAEEFR (DCHO) - M &L
PR Ig6 mEBAMABREFHEBRFEL, FAKETHRT 60
AR, F it R EA, RETFRILELA.

B EHKE

ERiatk, CHRAKSE, WESEREHTH 25, 50 K
100K (B 245 PHAEL118), FEARESRS, #i UHBXK
“e-rad” MAFAEAIRA; EEAEVE 116 (KRB S, ATEAM
FRERBHEHEE) A LARHE 142 69 E 116, SbRHFEAET
FREL (WE 2, ATEAASERBHRSTLE) .

E—FERFXY, ZAEANTEOHSHEE FDL21: 13707 XK
FDL21:1270 CD-R #&, E#4HH&T 300mm 2% ALABEELE. ERAR
AL, B ERPARK, ERMNE LI EHEBILET,
Xk 2ximm, EFEFEHARGRFT T, KRR EEBRONERT,
M HBEANARERETHAY. EXHEHRGKEF T, & Fraylock
#47| DBL 201 Rev C 3M94661 B A E., sbEAEALE, € LA
48 NFFAANT, EANDTHAZA 0.040 £, FIEHF A 26mm 8
F42LF, B CD4/CD8 kA Anit BRECIE A, & EH 4X, ##
£ %4 2. 6TMHz,

C. ERE#
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B ARk, FTATA ZARBITRE, GTAARRLEY
AHRAORBEERBIABEFEE —ATHRFE. ASBHNALEANA,
Sb3f LA & 4o StabilGuard #= PBS-Tween. 2HFE¥4 E V1 J BT,
A&EVA 5000rpm 324 5 47, ARFTREFRERLERTH. BRE,
BAEEFAZEF 2400, AEZRE U IHE, RAAKREAALT
B, FEERAN—ARAEERET.

D. HARR, #lEFBHTHE

TEPEFRALESTR, €N—REFERB 17TAP., Flep A
Becton Dickinson CPT Vacutainer, Bt FEHE E SF kL
Aitgmpe (MNC) . A#% iR (4-8 ml) REZE 4 3 8 ml 4 BDTA
# CPT Vacutainer ¥, TR T, A AMATHESHTF,
1500-1800 x g, ¥XLEXEES 15 5047, HESMEAKELEF
TR, RAEEREN L INARALKR, BB, REENME @O
SEwidmk, f£ MNC B EARARE % 2o o ¥, JkE MNC, 4 PBS #
e TETUAZ00 x g @ E S 10047, BEAF. BELEFR,
BEBHAERSA MNCHIAFTRETPBS F. TETU 300 x g
F#HAT—RF %k, & 1054, A h )i, BEFERLN|RA,
1 n Bt 4 A 10000 A/l 3% 18pIl MNC S\ AN— ARSI ERHS,
AERTHT 15540, BARREHL, WXL, REAALRK
B B4 3000rpm 34 KBk dt 3-4 47, ML E 4XRE A 2. 67 MHz &
PR TRARGREBERZAR.

RS E oM, 2% CPT KT BBMBIEKK, MT%
F—RESCEHEANBORBERSF TRy, RETHECEEERT
AL 24 0. B2 KRR, TERLEAFEKELE P H @I, %
AT+ 2.
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E. CD4/CD8 % # X

AEARFGAZERRABAYMBRBRANETE, ATt
F CD4+# CD8+T #k & fm fOBE 4 4 5 A D4+ CD8+HR B m AL IL £ 89
Wik W, ZRB AL OST CD-ROM & F RUEATH, HKBRZ
Tul A M (MNC) AR X o 4 A M FAR R R 4 CD4+. CD8+,
CD2+. CD3+fe CDAS+#ytmiedk, WEHB|EANS LT 5 H . i
BREBEGRERAEIHRLEINIAEOAR, ALHRKLEDR
WMEAAEA, EAEERINAHEREERBRE, XM RILFY
RO IEE AR TFHALBERDRRGELERAR S LERK,
— ELJ& MNC fz3& (30000 A~/pl) A& E, A&k CD4. CD8. CD2. CD3
Fo (D45 HEBH M EBREZAZGRRE Y  BAZFHEN A
M AMTRE,

F. #_ L)

¥ EEFHD PH LG MNC @M (18ul, FPBS ) EHALE
T, AHAREGADRED, AR THEAARBE 1594, A
B R e EE 44 780nm Bk #EAT A, AAMKARRZ A LiAMR K it
T

BRAEAE LORAETRABHZ AHPATTHEL: @) B
R, RERE-ARSIANERALITRESER, (b)) ARBRFHK
BT, () AEHE, QESEIMFREGKFRARBICH
AFit e A CD4/CDS Mtk (RABLIBFAZIILE) .

ERESREY, GRAEREMFREGHR, FERI WM
st M BT, Flde, RE CD4+fe CDB+@MLHI B B B, HHKMHH K
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CD4+/CD8+ém kb &, £ 8 F CD4+. CD8+, CD3+Fn CDAS+HR K + &
WA 2 bl sa R sb st e CD4+/CD8+EL &, e & 36 A K IR 5| 218
it A, BN ENE LA 12 H4b.

C. ATA &

B EAE(Sigma, cat. #5-4762): lmA £ & F K, B A 5ng/ml
B, FHHEBEAE-I0C, A, oA Tris 2Rk, BEAREH
1 mg/ml,

FEpEst P& ob: CD45 (Sigma, Lot # 038H4892, cat # C7556) .
E&F 2-8C.

RBBRAMR: £HEHLR DR Ig6 (&4 F#, Vector
laboratories, lot # L0602, Catalog # BA-9200) /&4 1.5 mg/ml,
CHERMAK T4 &, 0.1 M PBS 49 b-1g6 T4 125ug/ml, B4 F
2-8C., A-30CTkHARAE.

FEAE A AEBET® (Pierce, lot # 97111761, cat # 1856167) .
PBS & &% 5 mg/ml, E&F 2-8C.

BB IRAAR: CD4 (DAKO, cat # M0716) . CD8 (DAKO, cat #
M0707) . CD2 (DAKO, cat # M720) . CD45 (DAKO, cat # M0701) .
CD14 (DAKO, cat # M825) #= CD3 (DAKO, # M7193) . EA-F 2-8C.

PPt RS & Ig6l (DAKO, cat # X0931) . B=A&F 2-8C.

BEEg 4% &K (PBS) , pH 7.4 (Life Technologies/GIBCO BRL,
cat. # 10010-023) KA RFE#H. LA TFEE.
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#‘*]Eg', 90_100%o

H. RBC A%

FMEERE TR

HEHE 1 x RAEEBRE ARG R EAET 2-8C, Ed 0.155M
NH,Cl. 10mM KHCO;#= 0. ImM Z =fRv9 Z B8 —4hE A% pH 7.3 - 7.4,
AT 2-8C. ANBRETET.

V3

1. 25100 pl R F AN Inl BEEFR (RLEEFAHAE
G B KR P TR TR .

2. EERTRHAME 15 547,

3. EAGAMAETRERBYHE SN, EFTETR 500 x g &
f R B 5 4.

4, Bk Li#EHE, A4 2%FCS &K FBS #) PBS #obtmit. &S,

5. tEa@iEH, 4 WBCARAEH 10000 A~/ul, wAAFARA
EA4,

LA 2
SN miayE TR
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FLF Becton & Dickinson Vacutainer CPT (4 ml 4 BD B % #
362760, 8ml & BD B &k #362761) w4 &K%, CAHHMEL.
ERIAGEDRERERGHA, AFAMATERB T F R FB,
YT BT

1, ¥R A3HEREZE 43 8ml 4 BDTA 45 CPT Vacutainer ¥,
WwROH BRI, B G LE4E Vacutainer F4) BEDTA, REFH
% 6-8 ml A A CPT KT ¢,

2. ERT, EGADATESHPL 1500 - 1800 x g &k
TR WBESHMEEKPFLEFFR. AT RERFHLER,
BEEREHOHIEABSHRRE, & ST 2 ) iF 6 fik, T4 MNC
KBRS, RBCHEL¥ S,

3. BB, REMNC EL% dmmég i, ik, K&, #F4
EOHNENBEREHBE 1Snl BB B S KT+,

4, 3 10-15m1PBS A A MNC B, B E B SREHKL, B2
HAX 4k fm e,

5. TRTEGAMAETB SHE L 200 x g #H4TH S 10 H-4F,
VA St 2k fm e,

6., ik LiFRk. BHRERARIF X LM,

7. 7 10ml PBS B+ %—ik. TE T 200-300 x g Fx 10
DEF, VARRE R,

8. M LF&, ¥ HAABE&FAE S0ul PBS ¥,
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9. MR IZAFATY @i its. #AT CBC, RE¥ 2 ul mpeHs
218 ul 6nl, 282848, FEAhmptHKERTEM T, #
AL EA 10000 AN/pl, ARSI,

10, wRAAELBPAE R, NiEidH CPT RERBHAKA,
ARF—RECE (LATRL) GBS BEREELTLELE T,
ERTEAFES 24 0, 24 WA, KERETH@EE, o Lifid
4 4 AT A .

@it/ ul = 25 R F P mpdc B x100,

&4 3
ELF) Histopaque-1077 9 & 4 ¥ &4 MNC

¥ 1 ml Histopaque-1077 74 /& 15ml B KB+, 2582194 1 nl
ehRELL, RETETU 400 x g B 30 040, ACKES
(pasture pipette) S IHBAAY, HERERFROEBEEC
KEF. RE, ¥ 10 ml PBSAABSKEF, KRB 250 x g i
BRABS 10 04F. Bl EER, ¥aeERE &% T 10.0 ml PBS ¥,
FHeA 250 x g W Hakdt 10 540, REHIHAF RS T 10ml PBS ¥,
HrA 250x g #ATR4E, ARKERBEFR—B., BL@RAFEE
F 0. 5ml PBS ¥,

534 4
A Dynal 2k 4% CD4+&mjt

A, #H
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. % PBS/2% FBS, pH 7.4

. PBS/0.5% BSA, pH 7.4

. CD4 fAM Dynal 9% &

. Dynal MPC. Dynal R4&-3%. HSM. RAK KT

S ¥ I S I

B. ¥

# 47 CBC, HMEENMCATTEZ Dk FE (4-10 MNsk/tm
& ). 4 1ml % PBS/2% FBS Ae NFT & &84 v sk b (1x10' A3k /72u1),
HBHEE., EXTHAE Dynal MPC F 30 47, B LiER. B sey )
RABFERLER. HHTTEHIKRmABITY. EREH 11 8
Dynal REBEF T 2-8CTFME 20 94F. 4% Dynal MPC P # b4t 4
Fo 2 94b. B L&, JE PBS/2% FBS 44X sk i 4k tm e vk 2k 4 B,
£ 200-400 pl PBS/2% FBS + A& sibssmpt. 4 100ul taph &3
AP AN 10 ul Detach-a-Bead, f£iXZ % 11 4) Dynal RAB S F %
BTFME 60 4. 2% Dynal MPC F #9.0\ 2k 2 04F. #:8 LE R AR
#. A& 500ul PBS/2% FBS w44 \zhi ik 2-3 8, RAARAEK. A
400p1 PBS/0.5% BSA W i sk 5 8 @ e,

& 47 CBC, MRZ 4 & MM e RAE.

L) 5
REHEFRLEWRAR (EABBEERE)

A, QEEARHNEFRNEDRARGLEL

EREHEGT, AERARBRELE, AFEEHAELAE. ¥
WABEZRERBERARY, HFARZHREABARLELAHE. R
B BRELUHBRH QAR ERE L, FRRXTHERZE 9B
RTUWEMRAE 310nl FEA 65nl FRHBEEFHEEH.
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stT@EBFERAETRAR, £ PBS P HEBEIRERRHBE |
mg/ml, EAFIHIXAR, ¥4 1ul B EFERAREARZHEAN
BREY, ERBETFPHLERT 004, RE, AEEFRAEZH
RESERUGRESUB T, FRZARZEE TR,

sTF R AR, W EAL#AEETEE (PBS +, 200pg/ml) #
#eEERE%F Vector 1g6 (PBS ¥, 125ug/ml) &4, HAF T4t
XA, ¥4 1ul Ig6+DCHO EAMHRREAEHNENHRETF (K
ETHBFAEELR). AHEEPHRARRT 60 04. AEETF
KkE SRR, HHiZ LR TIR,

st F % —H4K, & PBS ¥ 4% DAKO CD4 ## £ 50ug/ml, f&£ PBS ¥
¥ DAKO CD8 ## £ 25ug/ml, £ PBS * 4§ DAKO CD45 # £ £ 145ug/ml,
BAFIAXEHME, ¥4 lul 2HE —RARARELANE K
LH. REABEEFPHALABE 3004F. A PBS AR E, #%
FREGVHAARRE, FH AR TE,

B. A&EE

FTREAZAZRAAE, EEAARMHE LY Fraylock #4-F 4
B, EXEASFEFAEL AANAUHA, ENRAFMALDHE, HEK
EEHAEER L, BAHARLTRRELR., RE, AdLAKE
ME8#&, ARIEAAERFLE L,

C. A& RAE. 3t/

J StableGuard HAFHFANAHHA, BF 1 I, ABFTHE, £
RIERA R T A S000rpm H KRR 5 54, ®EE, STARAHRST
i, REMXLAFRE StableGuard, FPFAZAEFATEWELE
EYRR. FoRFR, BRARKEALZRY, BEAT4CTF.
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LB 6
A K& CD4/CD8 kb R &5 FAC CD4/CDS b F b3k

A. B CPT RXE 4 &% Kot

# 3 ml 15k EDTA foA% (No. 29. 30. 31. 32, 33, 34 #= 35)
BINEANCPTRE T, BAETFTHMHRBRAHATHRE, EZER T 1500
x gL BLEETBH LS04, BB, HELHLE, B 0.5 cn A
RSP MNC B, AL REHMNC ESBEZS 15 nl KB+, #H£
HARE P A 12 ml PBS.

¥k

REVA 250 x g Bme & RE S 10 4. 4k LR, ¥
M &F T 14ml PBS F. HiA 250 x g B BFRE S 10540,
* EFEA, B 200-175 pl PBS BRAFHEA@RIE. Ahmieiti
Btk e mpe AT, ABRENM AN EIRRE, FEMFAR
8 m B LRIRELIA T £ 30000 A/ pl,

B. A 4%#& CD4/CD8 tk % 5 FAC CD4/CD8 pb R pbik
ELA 25um $54-H#), BBE EHH) S ARG FiEH &AE (No.
27a. 27b. 27c. 27d. 27e. 27f #=2 28) .

BEBTER LT, FHENMGFREFEAEGENLETF. 305
A5, vA3000rpm HFiZAEE S S 47, REBBALER LATHR S
JOt) R F AR R, ATk a0 BE ATt 3K, B XA IS R AT R 4T FAC
M. WEBRHLERETELRLY.
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&2
% 4 £ CD4/CD8 tb & 5 FAC CD4/CD8 bt &bk

&% | K% | k& CD4/CD8 | FAC CD4/CD8
27a 29 2. 39 2.43
27b 30 1.47 1. 67
27¢ 31 0.8 0.98
27d 32 1. 84 2.16
27e 33 0. 96 1.14
27f 34 1.59 1. 49
28 35 1.03 1. 04
) T
KB B Aol F ) IR

AREEAT, AZEARLRELE, WFTEHSAELR. ¥
HABEBAERBAFBFY, HARZHRAABRAKRLFTRAR. K&
B, BRALHERHORAKEAE L, ZREXLHFERANE 2R
RTHEME 3100l FEA 65nl A AEEFRFH.

st T8 RAARRR, WERARNEEE (PBS F, 200ug/nl) #
ety 5 %% Vector Ig6 (PBS ¥, 125ug/ml) &4, BAF T4t
XIAAR, ¥4 1ul Ig6+DCHO EAMRAREABRYENRBREF. £
BT PRALMT 60 04, AEETFREES AR, FHEAE
wH TR,

st F £ —4i4k, 4 PBS ¥ 44 DAKO CD4 ## £ 50ug/ml, /& PBS ¥
3 DAKO CD8 ## £ 25ug/ml, /£ PBS ¥ 4% DAKO CD45 ##& £ 145ug/ml,
EAFIAXEHRE, ¥4 lul EFE —RARRERKHNF = Fk
L&, EBETEHRYT 30540, A PBS ok S AWK, R ARRSE
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T &

%34 8
LR R DR AR detm e fe N E B m e

BREHEF T, BREXY 3AAFNEEH AL,
A, B R 4EB R T R A RAT A

% 20ml IxBACEIRMBLE AR mA Inl ACD o, BIhiFR,
EEETHEABE 15 9048, RE, TR TUL 500 x g HiXBiFKE
5 4b. REME LFER, A 3ml 4 2% BSA # PBS Ak, KRB A
500x g WiX e MBS S 4. BB, R LEFR, KXtk
B &FF Iml 4 2% BAS#9 PBS ¥, B AT @|ILREH 5500
A/l

B. #mfeARitde AT

4 0.1% BSA #) PBS &/ 3rey RiZRF % 3 #&, vAL#H]& Dynal
A& CD2[Dynabeads® CD2 (Prod No. 111.02) 14vzk. 3% 72pl
NREBEFRELH AT FHENBRARS. . RELETRTH @I/ N2k
BERBT 20 547, BIBREFRT REZR D2+ NK w4, B
TE, HFRBEREANLAHENRET. RELEBRTHOA RS
RO AERTE 15 24F, BAEKPH CD4+am e (T-HRE @it fe NK a0 )
HEREHITRE A CD4 FHEA LA, KREA 1000rpm & KB4 5
4, RERGELS B, REMBAREHEMB L., XBBHRA
BRAEWB 2 F. BARA K @RAEGLA (D2 4748, ATATAR
WREAENE afe 242 5 T-Re @i 240 X5 7, B AW B 24 Ffw,
NK 4@l 242 # 2Rk 45738, @ T-HE 50 240 &4 4742,
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R ¥4

AERRARRANFTETHTFAEFS AL, NEREZAETENR,

RAEH FXEXE, MERERL, SNAFFFHEAR LR
FEFGERPHEY: LBEAH $F No. 10/099,266, LA “Use of
Restriction Enzymes and Other Chemical Methods to Decrease
Non-Specific Binding in Dual Bead Assays and Related Bio-Discs,
Methods, and System Apparatus for Detecting Medical Targets” ,
R/REXTF 200253 A 14 8; £BHA v+ No. 10/121,281, LH#kH
“Multi— Parameter Assays Including Analysis Discs and Methods
Relating Thereto” , & F 2002 % 4 A 11 B; £ B+ F ¥4 No.
10/150,575, &£ # A “Variable Sampling Control for Rendering
Pixelization of Analysis Results in a Bio-Disc Assembly and
Apparatus Relating Thereto” , -X-F 2002 5 A 16 8; £B ¥
#) 937 No. 10/150,702, £ #&% “Surface Assembly For Immobilizing
DNA Capture Probes in Genetic Assays Using Enzymatic Reactions
to Generate Signals in Optical Bio-Discs and Methods Relating
Thereto” , # X F 2002 5 5 A 16 B ; £E ¥ A ¥4 No. 10/194, 418,
£ FA “Optical Disc System and Related Detecting and Decoding
Methods for Analysis of Microscopic Structures” , # I -F 2002
FTHA128; £B+%# 93 No. 10/194, 396, & #R % “Multi-Purpose
Optical Analysis Disc for Conducting Assays and Various
Reporting Agents for Use Therewith” , X F 200257 A 12 8,
£ B+ A 35 No. 10/199,973, &A% “Transmissive Optical Disc
Assemblies for Performing Physical Measurements and Methods
Relating Thereto” , & X -F 2002 % 7 A 19 B; £ B ¥ # %3 No.
10/201,591, £ AR% “Optical Analysis Disc and Related Drive
Assembly for Performing Interactive Centrifugation” , #&X-F
200270 22 B; £BEHA¥iF No. 10/205,011, LKA “Method
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and Apparatus for Bonded Fluidic Circuit for Optical Bio-Disc” ,
RRXT 2002574 24 8; £EFA%H# No. 10/205, 005, LA
“Magnetic Assisted Detection of Magnetic Beads Using Optical
Disc Drives” , X F 2002 £ 7 A 24 B; £B+H ¥ No.
10/230,959, &A% “Methods for Qualitative and Quantitative
Analysis of Cells and Related Optical Bio-Disc Systems” , 3%
RF 2002 % 8 A 29 B; £BEEAw#H No. 10/233,322, L#4H
“Capture Layer Assemblies for Cellular Assays Including
Related Optical Analysis Discs and Methods” , 32X F 2002 4 8
A 30 B; £ %A 9 No. 10/236,857, % #% “Nuclear Morphology
Based Identification and Quantification of White Blood Cell
Types Using Optical Bio-Disc Systems” , X -F 2002 5 9 A 6
B; XE+# %3 No. 10/241, 512, % #& 3k “Methods for Differential
Cell Counts Including Related Apparatus and Software for
Performing Same” , /X -F 2002 & 9 A 11 8; £B+# ¥ No.
10/279,677, £#% “Segmented Area Detector for Biodrive and
Methods RelatingThereto” , & -F 2002 5 10 A 24 8; £E % #|
¥ 35 No. 10/293,214, £ ## “Optical Bio-Discs and Fluidic
Circuits for Analysis of Cells and Methods Relating Thereto” ,
REXF 20025411 A 138; £BE+HH %35 No. 10/298,263, LH#HA
“ Methods and Apparatus for Blood Typing with Optical
Bio-Discs” , &KX F 2002 & 11 A 15 A; £B % # ¥ No.
10/341, 326, & #R# “Method and Apparatus for Visualizing Data” ,
®#’XF 200351 A 138; £B+HA 94 No. 10/345,122, L%
“Methods and Apparatus for Extracting Data From an Optical
Analysis Disc” , &KX F 2003 & 1 A 14 B; £B+E#H$#% No.
10/347,155, %A # “Optical Discs Including Equi-Radial and/or
Spiral Analysis Zones and Related Disc Drive Systems and

Methods” , & X F 2003 % 1 A 15 8; £E ¥ A ¥+ No. 10/347, 119,
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4% A “Bio-Safe Dispenser and Optical Analysis Disc Assembly” ,
REXF 200351 A 178; L£EEHPF No. 10/348, 049, L£H#HH
“Multi-Purpose Optical Analysis Disc for Conducting Assays and
Related Methods for Attaching Capture Agents” , X -F 2003
S 1A218; £BF4 w3 No. 10/348,196, & #&#H “Processes for
Manufacturing Optical Analysis Discs with Molded Microfluidic
Structures and Discs Made According Thereto” , #R X -F 2003 %
1 A 21 B; £BFHw#H No. 10/351, 604, L#HH “Methods for
Triggering Through Disc Grooves and Related Optical Analysis
Discs and System” , X F 200351 4 23 BH; £H%H ¥ No.
10/351,280, Z#% “Bio-Safety Features for Optical Analysis
Discs and Disc System Including Same” , 32X F 20034 1 A 23
B; £B%# %3 No. 10/351, 244, & # 4 “Manufacturing Processes
for Making Optical Analysis Discs Including Successive
Patterning Operations and Optical Discs Thereby Manufactured” ,
#RXF 2003F 1A 24 B; £BEH9H No. 10/353,777, L#H
“Processes for Manufacturing Optical Analysis Discs with
Molded Microfluidic Structures and Discs Made According
Thereto” , # X F 200351 A 27 B; £E & #| ¥+ No. 10/353, 839,
% #A “Method and Apparatus for Logical Triggering” , #& %
F 2003514 28 6;£8%A %4 No. 10/356, 666,.% #& A “Methods
For Synthesis of Bio—-Active Nanoparticles and Nanocapsules For
Use in Optical Bio-Disc Assays and Disc Assembly Including
Same” , #XF20035F 1A 308; £8FH ¥ No. 10/370,272,
XK “Methods and an Apparatus for Multi-Use Mapping of an
Optical Bio-Disc” , #&X-F 20034 2 A 19 8 £ Bisrt ¥ No.
60/60/479,803, &A% “Fluidic Circuits for Sample Preparation
Including Bio-Discs and Methods Relating Thereto” , 3% F 2003
*6A 198,
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WARARFRENFAAEEAH . $AFHF LT ENR AKX
BEHASE, PRELEL,

R KA KT KO ALRRATT R bR, 128 HikR
B R REHALN A EL LR RATKF . b, BT LmAb,
ERFETAFEA MG, Al Tol, RRRFAE. HRME
K. mE. HmEf i, RANHK, AOFHETRAERL
Ry RAEF K, BHAMF, EREHALALEFHBATRT,
AMBELEARAR THALR ST — 2B AR E, Bk, BT
BHRAERARRLBNEE, ARRANEOLE S, FoAK
18R FIF 4 B WA B A B A A b A B A 8

LE.
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