
WO 2016/017756 1 PCT/JP2015/071637 

00 IS 1? 

[0001] (Circulating Tumor Cell 

, CTC^IN-P) J 

ffimumzmtZo 

[0002] mmmmvwft • <. 
& o <h t-e $ tui\ i&cDmmzfcmtzzttf-zzZo irn(D^m& 

<£• (<-<13l/'f&illlilffl§§©fe^(Z) 

^mv&Zo cic^^t 
zztiz. « 

&T'>fi©C TC0&dHig$£"C£>£o 
[0003] Au 4JW-zfemtzzt-Cs »CTC 

[0004] 4 )\s$-%{&mt& ZtT:\ 7< 

2 ) o 

[0005] i£^aiM£M};^cp&£1-£o<hT\ 
mt (#^^i~6) o 

[0006] ^£S£1 : 1^112 0 1 0/1 3 5 6 0 3§ 

ft&Xm : iH2 0 13-4 2 689§ 

[0007] l-E^lrFiit^l : Fehm T, Solomayer EF, Meng S, Tucker T, Lane N, Wang J, 



WO 2016/017756 2 PCT/JP2015/071637 

et al. TMethods for isolating circulating epithelial cells and criter 

ia for their classification as carcinoma cellsj Cytotherapy 2005;7:17 

1-85. 

#^§^^11^2 : Konigsberg R, Obermayr E, Bises G, Pfeiler G, Gneist M, 

Wrba F, et a I. TDetection of EpCAM positive and negative circulating 

tumor cells in metastatic breast cancer patientsj Acta Oncol 2011;50 

: 700 — 10. 

: Sieuwerts AM, Kraan J, Bolt J, van der Spoel P, Elstrodt 

F, Schutte M, et al. TAnti —epitheLiaL cell adhesion molecule antibo 

dies and the detection of circulating norma I-1 ike breast tumor cells 

J J Natl Cancer Inst 2009;101:61-6. 

: Mostert B, Kraan J, Bolt-de Vries J, van der Spoel P, Si 

euwerts AM, Schutte M, et al TDetection of circulating tumor cells in 

breast cancer may improve through enrichment with ant i —CD146j Breast 

Cancer Res Treat 2011;127:33-41. 

#^§^^11^5 : Schi nd Ibeck C, Stellwagen J, Jeschke U, Karsten U, Rack 

B, Janni W, et al rimmunomagnetic enrichment of disseminated tumor ce 

Us in bone marrow and blood of breast cancer patients by the Thomsen 

-Friedenreich-Antigenj Clin Exp Metastasis 2008;25:233-40. 

: Deng G, Herrler M, Burgess D, Manna E, Krag D, Burke JF 

TEnrichment with anti-cytokeratin alone or combined with anti-EpCAM 

antibodies significantly increases the sensitivity for circulating tu 

mor cell detection in metastatic breast cancer patientsj Breast Cance 

r Res 2008;10:R69. 

[0008] 7 -r L J: < fi&St;' 



WO 2016/017756 3 PCT/JP2015/071637 

[0009] 

T?#S®t"£^"C£>£0 7 4 )\,$—<DttW* 7LJW, 7L 

^ min^ am^^^^^A^y^siRrfg-e 
^•2>0 

[0010] LAV L&^iQs Mi^:^JPtt^ aiilili#<if^ll^i()^^o a 

3500-950 Oi/ML©aiI^i|AimLtl<^o 

[0011] 7P< U ^PPE^PPH (FDA) T?5pC^^tLT^i>Pt— 

SX>7V7^ -MiC e I I sea r c E p C A M k,MMtc[i 

£M$RftlCft!8rCS£o {S Ls £©;&&&E pCAM^|oMK(tl 

•SltOjSiHi 7 . 5mLT'fe?)o 

[0012] 7. 5 m L L/c*!^ 

2, OOOigffit^o 

[0013] 1 : 2 5 0 0 

[0014] Ce I I sea r c h (£[5aJ^Sll#?Fp^:fatlTlN'£>o ~$~?£k)i5-> tfh, 

£ fctfVtts L frV l^tlX ^ 

^ o 

[0015] K U 

-ATfcSo 1 1 0{® 

~i ooiffey, 

[0016] 7. 5 m 0 Oi^i^SS L 

<.10 oi^iA<ii:at L<s 5 oi^iA<ii:at L<s 1 om^ft 

IANO 

[0017] IP*>2, 0 0 O^Tiiy^VX h U-A^^x./cii^ ^+#"C 

<fo%>0 

[0018] —L 

xtti±it z> 15%tJin£ tix IN & 0 



WO 2016/017756 4 PCT/JP2015/071637 

[0019] 7. 5 m I L/cif 

^ oooigtigt^o t/c, 

tt&t, M%¥-X(DjKm&Atf'j&WttzV, 
[0020] C T S£-1&(DJ5 

[0021] fifc^kT-XlCj; fiJM£ 

7<JU^-(C<^JM(caiM£M,3l~o<hT\ ^^VXh'J-

-MCjjti Ld <h RTtg&Jfil^ 

mm*§Hktztcib<D¥& 
[0022] *f£nw-Mmzmzi!&*%'pMmnmi3m&s 

bW&tfiL^,PBBMMJ5)t;-?:'fo-3Ts 7 JU * — £<££ lfil>$ 7 K 

U -*> a >©ti(C aM%IX LJ P& < Ii%Mt & ZL t %ftffli tt&o 

[0023] ZZVs iiu§ESJM£IXyi&<IgtfSJM£$14k:-XlCj;yiXy|&< 

lit %> Z> H*§ £ "T £ £ £ "C £ £ o 

[0024] t/c, fulEM7^>'U h U-:>a 

(C Jfill$l& 1 75mJ2TF'T? %> Z> H*§ <h 1" £ d t tfV $ £ o 

[0025] fu§EfiM£lx1'JP&<i^c£iNT, «K;S£Pfi?LE!] 

tlfiDJfiiJi, JfiUBt X^iotl^a5fe(Z)/c^^i0<»^#tJvJ<;^-e^lK'r^xl 

£^ 1" £ H *§ <h 1" £ £ £ 'T? $ £ o 

[0026] fulEPfi?LS!]^©ifn;f^6^(iMt^\ £"7X&fc SE3fe"C£>£SMII£ 

[0027] fulEPfi?LS!]^©ifn;f^6^(iMt^\ 

•e££0 

[0028] tulEPS?LK]^©m;f1 %~ 5 0%©iBH-C£>£ 

[0029] fulEifnM^&Mttf^K^W'J tt ZPMMtt Z> z. 



WO 2016/017756 5 PCT/JP2015/071637 

[0030] d £tf-e$Z>0 

[0031] D T A% 'vA'JX V^yWcf K "J 0 RZ?7 v it1~ 

h <J OA(D^ftlfrTfcZmmtTZZttfT$Zo 

[0032] fulEM7 < )V h \s — */ a 

(C 7 < JU ^ - £ ;l>*f & II £ # frH*§ 

[0033] fu§EM7^U h U-^a >©tiT-&^Tfu§EfiM£l3W&<I*M©fu 

(c PS?LK^ ©ifitfi ̂  IN £ 2fc&f £ H £ # 

[0034] x&t: hfi5fc-e£>£H*§ 

£t^>Z.£if^^^> o 

[0035] fu §EPfi?LK]^(£> i£n;i :>l£^i£n;i ̂ N&Mt"e£>£fi*§<h 1" £ d £ 

[0036] fu§B7 

& £ m *§ t Z> Z. £ if T? $ £ o 

[0037] iiu§37^U*-tf-V^U££j$#£ U 

V0 As H*§ ttZ>Z.ttf-Z'^Z>0 

[0038] mm7 *u 

, ^N(i^eti b (D-g&tftb H*§ttzz.t tf-c $ £o 

[0039] tulE7 -f ){>$— A£:3Ej5£:fr<h Ls 

ti ̂  ^ tix IN & n*§ 

[0040] j )\s$-(Dm^Mhi&fc^^^fo&WM£tZ>Z.£1f-Z^Z>0 

[0041] fulE7 -f )\/J9— CDst^H^O . 0 5 yu, m~ 1 yu, ITI(Z)M#S^^ 

[0042] 

[0043] fu§E7 ^( *IP3, M15M. IE 

j5M(D^ftifr7:'&Z>BM£TZ> Z£tf7:'$Z>0 &fc\ 9$%WJ5:&£ & 2 o 

©^L^S^(Z)SjS«h 2 IHPJW£S:£J12 

L/c*!^ SilTUcgsSSy Uc< <* 



WO 2016/017756 6 PCT/JP2015/071637 

[0044] fu§E7 J 

yiim~ 1 5 Mm^'h^WM 

£tZ>Z.£1?-Z^Z> o 

[0045] fulE7 -f JU-^ — CD EI® ̂ 3 yu, m ~ 5 0 yu, m "C£> ££ f %>Z.£ Z> 

O 

[0046] ^B^tCcfcn^ y* K 

mmvmmtei&m 
[0047] m]«Jfil£;b- h U y 

[^2] 7 < JU^ 1"£^T?£>£o 

[^3]« \ m wiT7^^-^uiti. 
:£&£^fMiii&®T®^"e£>£o 
[H34] 7 -f JU-^— itZfeljL^% fe?L^% -2>ISI"C 

<fo%>0 

[0048] ztctimmzmmizmmt 
•2>0 &<t3% IEI®(Z)H^0^(Cj3l/NT(i|W]—L% fiHT-Sii# 

[0049] 

<>»U^-(Ci;^7 h [s-isa >£tT9o Jfil^'f JU hl/-^a >£tT9 

-mt K u vv* 
m^zm^iz-D^TmrntZo v*>*i ocm, MMZ^T 
<fc 9 1 2 5 tltcyfaXn 130^ 

"t £aft ft W 1 3 5 ^g^ti/c;jftftP 1 4 Otttmt&m 
{*1 2 0 ts MW1 2 OfclcSBS^tu 



WO 2016/017756 7 PCT/JP2015/071637 

[0050] 2 0tt, 7-fJU*-1 0 

1 1 1 5^P,I^n5o Mtel 2 0 <DMm*W.l5fa5UZ 

[0051] 3&AW1 2 5 ©±;,facte, 

tl&o £tcs SStfiW 1 3 5 (DT)ftlZ, # > 7° P ZZtVs > 7° P 

©iEHUCcfcy, 3&AW1 2 5^f,Ift1 2 0tlQ ̂ 

©&. atl±lW1 3 5fre>^SBlC^d}£ft£o 
[0052] 7-fJU*-1 05(C(iS®?L1 0 

- K 'J v V 1 0 0 p<g(c>IA1"£ jM©^iMiFte:S:®7L 1 0 6 £:ailf 

%>t>\ i o 6 £®is-e$t\ 7<;u^-i 05^®(c 

ffimtZo d*UC<fcy, M*ft'J>mm%l5\Wt2>Z£tf-e$2>o 

[0053] &fc\ h U >> *>* 1 0 0 0^tt±iBtCPS^^n^lNo 7 -f JU 

*-lC<fc£ifii>$7'f JU h U—>a vic<fcoT, £ £ £ 

tfV$Z<DV$>tU£s tizP.g£ £ti&l\ 

[0054] )XIZ, 7 

IZS 7 1 
[0055] in2MCLiz^-^yjimm irs) £i£y 

1^b1±/cSte£{£ffl U #SMjill7 -f £^}££^-t«tr 

[0056] 02 (A) MC L 1 ±(C ^U^lfS 2 (g^ o $ £?T9 *§£•& N 

i fS) SfiI©SI^it§o 

[0057] 
^isuiNo ^tt2£&ic<fc£fc^ft^$T^ici&£prtg 

T?S>y, 7* h Isi/Z h £0®WtllZ&^rHfc(DttUlZkt,'<Z£mtir^ 
^ o 

[0058] 02 (B) (C^1-i;9(C, mfc(D¥-?y*)imf&2.±lZ7 X h 

Xh3«t§o d©7^ h S0J1^^©^©J1^© 1 . 0 

~2. OMiL^o ti(cu^7> SiHISItfEitlc&y 



WO 2016/017756 8 PCT/JP2015/071637 

. mwmz^ 7^hu^h3tt 15 

~50|xm (DBfrtfft t L IN0 7^hU V* h 3 £ffMt 2> 

mt L T & *tmt u^0 

ytm-sm 
IA\ 

[0059] )XIZS 02 (C) (C^1"i;9(C, 7 h U^7> h 3±(C7 h 4 £ 

fitefc&£7* S l^>** S&ftSrfT-Po £*UCj;y, 7*h^7^4;6*fifa 

[0060] 02 (D) IZ^T£^IZS 7J^lJi§ifii-e^M3b©7^ h 

u^xhii«££tT90 ctuccfcy, 7^u*-©Siii7Uc:ttjfc-f £&s 

(CS7*CPP3 aA^§o 

[0061] 02 (E) (C^1"i;9(C, 7 Tl- h U^7> K"ea^btlT^^^SP^^ 

-f 

[0062] 02 (F) (C^1-i:9(C, MCLIA^. «$?&o $ (C <fc y <£ o $ 

JI 5 ti/cffi L /c tr- 7 7";u^rs 2 ^iyni- &Q 

[0063] 02 (G) <£•?£, HjfttCcfcS^W^JCcfcy, e-^7" 

Jl4EfS 2 £P&£ U SftgB 3 a RXf&b ? $ Jl 5 (C «fc y ft£ g 

y ttit"o 

[0064] 02 (H) (C^1"i;9(C, Sli|lP,g(C^^/c7 7|- h h(C<*:£ 

®7*CPP3 a £:P&£ Ls tC^f LTj|jfi7L6 &J&$CT 5O 

[0065] 0 2 (I) -o $ £fjl\ 7^^-^— ll® 

?:Mt5o J2LtlC<fcy, OOlCffl 

^£>tl£7 1 0 

[0066] 03te, M \ m ^imLx^mmmmy^ 

[0067] 0 3[:^t^-eit 0 2(C^1-^)i(C^^^MC L 1 

2(C^X.TM (XteN its) 2' 02(C^1"M 



WO 2016/017756 9 PCT/JP2015/071637 

[0068] 03 (A) 

Itl^o 

Ztcs 03 (B) 2' ^©7^ KU^K3©7$^-htl>Il 

^Ltl^o t/c, 03 (C) (£7* h^7>^4£fifaT(Z)7;t h UisX 

t/c, 03 (D) 3 b©7^ h h© 

H«££^LT^£0 t/c, 03 (E) (£7* h SCD&ftgBS at 

y <£-3 LT 

£fc% 03 (F) &££&£<£ (C 

<fcoT^2' £P££U S^3a&tffco$I5C«J:yM^tlSg 

iLB&WV ^tlg^Ln^o t/c, 0 3 (G) &SIifllftIzBitc7 

TI" h U y X h l/Z. <£ •SST'CPB 3 a L% #) :3 $ II 5 (C LT Jt®7L 6 

Jlt^lS^LTU'So t/c, 03 (H) tt&Sia¥&a&o££?Tl\ 7< 

JU-£ — -o $H 7 ITl^o 

[0069] d©i:9(C, 0 2 (C^-r^)i^.t/0 3 

0 JU*- 1 0 

^ o 

[0070] 7^1/^—1 0 5 c ,h^S L^o 

7 i )l$-Ql]\\JLm&*km)sbZ>z.t1fX^Z>o dtuci:y, M 

o t/c, #Ste7° 

^ 7.51 v £ & ̂ ©ffe©•r HSt& £MB£ 2J tfflp to o t fc 
sa?Li;y 

[0071] t/c, UTtt. -V>T)W ^ i%=>V01x. m. 4 wo 

RTtit£>£0 &fc\ ri^j 7-fJU*-i 05©|fiii:Mt^ 

^^©fissy^^5 o%£i±t&£d<h£^-t0 

[0072] "J y^A(iift«{itfi<, li^ttt&tt &$?£*)* 



WO 2016/017756 10 PCT/JP2015/071637 

L ̂  tf. SlitfcZo mRXfy%=>VOixT?h y, -f U *>*£ 

•MCtb'** ££b&to£ffi-C£>£0 

[0073] 7^U^-£^Mt£/c<!s/)(Z)Ste (M2' :@3#I) 
(7-fJU*-1 0 5 

o 7^ hu^h^© 

®^lC£lNTfcffe©W|8UCj:b^££ftftTlN£o &fc\ MCLHC^LT 

^JH"^#SfS2 (02#BS) ^ (7<;U^-1 0 5 0^1^ 

[0074] t/c, 02 (E) M3 (E) IZ&t ti> ? $ M 5 (DMtiSL&nMti) ? $ IZ 

<£ y frfoti^o B£$— v tDl/sb-o $ <h LT(£7 v h>£ (fifeSI— v >r 

Jk s 7JU7 7 $ >!£>£ (7JU7 7 $ >It 

— y^Dlss $:fr) , 7>h^-r^>£ (i^b—y^Jk ^b7X^^i 

$#) &^Wbtl£o 

[0075] mmim-o ^yywM-n u u 

[0076] W&i%=>V01xtoi^h\j Ttt, U>7Jk* 

v^b^ti <fc y &£>£^Wbti£0 

[0077] 

tmu =l^ tl£0 

[0078] i»9$^:Lt(t 

mi btlZo 
[0079] z.nb(DtsbinM£>-3^(D$k(Dn}ti& 

Stes 0. 3 ~4 A/d m 2©1513^i: < % 0. 5 ~ 3 A/ d m 2(DWiMXfo 

Z>Z.£1?& y&IL^o 1;IS t ̂ 4 A / d m 2 ttT ^ 1" § c ̂  

«;^Jt£0. 3A/dm2VL±ttZ>ZtX\ #jS©l£ 

U A'J TMt LT0M^SI)/c^ 

H & if (c f# ^ ti £ <£ 9 (c & & o 



WO 2016/017756 11 PCT/JP2015/071637 

[0080] ta 

tftzo nmiKDmmmt LTR. HR, 

s L^o t/c, 7<;U^-(Z)@lStl'JK±(Z)IE 

lANo 

[0081] sa?L6©7UiteM^m«h'r^^(Z)Ht-rx(cj^i;Ti^^ti^o 

04^1-^9^ mnimmmt, III®I 
sa?L6©?uiM?ui<h&£o t/c, 

1PMA{1 

w,xhottmP9MCaiNTmp^©ss^[p](cptP^T$ &0 dcomp^ 
^ILT jftft ji® RT t£T fo&tctibs 7 ;()l$ -(Dm^t-V *k®3\tt Z> Z. t 

if T^'So 7 -f 11$ — 0£s7U£0H£ 5 yu, m ~ 1 5 yu, m L < s 7 yu, 

m~ 9 yu, blZttf ^ lAN0 

[0082] 7-fJU*- 1 0 5©S®?L(W*^P«3~5 0%tf$?3i L<. 3-2 

0%tf<fc yifS L <s 3~ 1 0%A^tCifS UlN0 ddT\ lP$^:lt 7 

9 (04#BS) 0 IP^,% 7 4)W~t 7^)1 

(04 (caiNX5j^$iTHttl/c^I±iA 1 ) T£>£o r3lP$^it?'Stai 

P^P^AmN<h;,t1±£M 

mMTt£o 
[0083] 7 < >/U^ — 1 0 5 (£ 3 yu, m ~ 5 0 yu, m TS)'2) Z1 <h ^ L < s 5 yu, 

m ~ 3 0 yu, m T£> £ Z1 <h L < s 8 yu, m ~ 2 0 yu, m T£> £ Z1 <h^4# 

(CfcftlAN0 7<;U^-1 0 5©I1J1^3 yu,m^)^(Z)ii^ite7 

l«TL, IXyiRtN^SIitC^SJi^feSo 5 0yum£igpl£ 



WO 2016/017756 12 PCT/JP2015/071637 

< < &£o 

[0084] ^n^iijnuiiirs^x>>^>y-r^ (02) t\ x& 

M£P££t£ (03) d<hT\ 12 (H) X(ii3 (G) 

£S5 ICJ;£7 -f JU*—Jb^gj&t"£0 

[0085] 7 -f m$|-pTV/s£> K (S^P3a) 'J £<fc 

y^S-r^o 'J £ LTte, 0. 1 ~ 1 0 w t %(DN a 0 HXliKO 

H7k}@kWfr£ Lu0 IWi^ilTajfc&fctyx^y—(1~2 

Ovo I %) ^^r^JjPUTfeM^o >#>!£:>- K ') 

0 AXteffi-? >#>$#'J OAglzyjlsti'J (0. 1 ~ 1 0 w t %(D N a 0 

HxtiKOH) %i)\\7Ltcmx^*Jx h£P&£-t£d<ht-e$£0 

[0086] Uv7> h£P&£L/c7^,iU^-(C>tf £&\,\ 

[0087] #, a#, JUx-7As -fV^7A 

u\ 

[0089] ##) o $ Z. £& ttl5fe'2) Ls Hfl¥"CfT7 d £ =fc B$? 
-etT9 e>-7 $# *$ < & y. 7 4 )i$-mmmmzBW&^ 
t^tcisb, M®$?-etT9 Z£tfM$. Ll\ 1§L, H8¥&#>^$te$S^£[q] 
±-e££0 

[0090] #<£-? $"T?f!r7 fctfT$ (hSTutoo 

[0091] &tib-o $fu®#Il7 -f 11$ — UTl/N'2) d £1fifo&o f dT\ 

mt&m®P&£ £*r 7 o-e& £ d d -e-r ̂  ^ m^ 
^ © A O /c7K;^-e^}f ̂ t Z> £ & 

[0092] E D T A|g% Xte7 IV||0A^ fc7j<?§>$tf <fc^ 



WO 2016/017756 13 PCT/JP2015/071637 

[0093] $©tuMiI<h LXWM.Xfo%>0 

T?£>*U£<fc<, ^x>l£it7j<tk TKffl^s ^ivi 

>j^©}jiSteo. 

01 mo l/L~3mo l/LT'fe^cih tfllf J L < 4 0. 03mol/L 

~2mo I /LT'fe^cI <h L < s 0. 05mo I / L~1 mo I 

/L(D%vMX&Z>Z.£t>i^ZUt. IA\ 0. 0 1 m o I /LU±tt&Z.t 

X\ 4 )\/$-<D&Wfetf\Rl±tZ>0 £tcs 3 m o 

I&j^tf[p]±U&lN±, L <&IN0 

[0094] 7 0 °C~ 9 5 °CT\ 1~2 0M 9 «h 

[0095] 

nssTu^i. P mtx&z>t>K g^sy. 
P L <. ^x>lt©^©7K;^^ft tif S IA\ 

£ x pHIt »SL<tt5~1 OtS>U, 

6~9-e&£0 

[0096] p HflS£y,h LTte, ItXte7JU;b It^LT 

±MSt 7J^^LT(t 7KI^b^hUt7 

A, Tk^bJj'J^A, ^(ZWU;b U ±IS 

#S©7KItM;^W^f ̂ ti£0 fujiL/ci:? (c, 

%tcs 1mm* 
1 0 0 m L/L 

MilL/cif^^iblxLT. lii^lt5»*ITt§o 

[0097] M^y«hLTte, mrt&ofo&boxfonimizm'M^nt. 
, ^JUAZJUT^ K\ i/7^7$>/tN7X ikMikfrOMI- h U OAtZt: 

tfmibti£0 

[0098] 



WO 2016/017756 14 PCT/JP2015/071637 

Ltlt MtmtUs 

[0099] $bizs *>7>%<D®1&% &MIZJ: 

±E3(DJ: 9 

9 isTy^cDtb-D^mmiSl^o 

[0100] &<Dmi&M£ LT&WtiiiM&tfftlZtff£ lA\ MfiiiM&tLriZs 

#f MJOA, MfliESNiz^J 'J 0 A, — 0 A, &£f#<fcl\, 

[0101] #)!JtteO. 1 g/L~5 g/L0|BBl^ft L^0 0. 1 g/L» 

<, 5 g /L < &£0 

[0102] o $ mz &&©mitP\ £ U T T > f - 0 Ai^Xtei f U > V 7 $ 
>f \*=?ffcffl&tfX-3T^z>£<fcv,\, yv^-^Aitutii, 
-OA, £*i, if L 

T(i, if u yvy $ >f sif uyvi7$ >f ss 'J o 
A% if U Vv7$ Vf K7lf@t^ 'J OA, if u yv i7 $ >f s ̂ WWO7 

Vt-^A^fflt^ 7>t-')A£©lS^ 7X1 0"3mo I / L ~ 

0. 4mo I/L©§BfflTMs^-f£<I<h^f£L<, ZV^E-O Ai^©)jlJt 

ifb>^7$Vf 

l£i^®)l]tte, 2X1 0"3mo I / L ~ 0 . 2 m o I /L(D%mXi^mt^> 

ry^-0AJ^©)iJt^c.©IBH^/C^&z> 

[0103] mZ&felzU'DtclfrlZ 0. 1 g/L~5Og/L0lMMA9t^l. 
<hcU\ MJOAXliffiflfc&Ji'JOA, 
Vtz^Aft <>: £ tl£ o 

[0104] p LT p H£~FIf£*§•££&, 

£ft LU0 t/c, p H ^K^kf h 'J 0 A, 7jC^k^j 'J 0 

A, 7>^-77K£{£fflT£o<>:;6^f£ IA\ p Hte 6 ~ 7 (cpHf £ <h d: 

^0 %-5-ZZo 



WO 2016/017756 15 PCT/JP2015/071637 

[0105] OS-8 b<s 

[0106] J^±0<fc9 (C 

9o 0. 0 2yu,m~0. 1 yu. m(Z)|5Hl^if ̂  Ll/No 

[0107] M7tM(D&lsb-3^(D&ik£ LTte, f 

SL<, g/L~1 0 g / L ©IBH-C&* d 

iliv g/L^-e&£<h, &0#rdiJ5J&tf<£~F U 1 o 

g/L*m7LZ>£s a&o£jft©ft^ai 

UC<fcy&$g|tfitf# <&£&$?£ L<&^0 #^m&2 g/L~5 g/L 

IA\ 

[0108] MTU^ UTtt&ffi'J >it K, ^ X 

frmitfcomi- K u 7x-jMb^ti^S7uSi3bu 

yi?sIA\, flu*.#* 7xy-jk o-^uv-jk p-^uv-Jk o-

ifjU7iy—jk p-xfji/7xy-jk t-^fjU7xy—jk 0-7 

$;7iy-Jk p-7$y7xy-jk th'p^yx ^P—Jk t?p 

#p—jk Kp^ryx y~'jys 0-71-ky^rA P-

7i-b>y7rA o-hJU-f^X o-xfjU7-U X p-xfJUZ 

-U £>tu Ztlb<D1 mXte2Ml*L±*R]^ZZ£fi<lii5kZo 

[0109] 0. 5g/L~5 0g/Ltl)§^itJll\oi 

7nffl<D$Gm&0. 5g/L^itife5^ ft &#rdi5£®£?#£ d <h 

5 0 g/L*mz.Z£, ®-?Zm(D£fem<i8,TT 
ZttMlRltffoZo M7U^y©#^Mte2 g/L~ 1 Og/L^f^il^^cfcyif 

IK, 2 g/L~5 g/L-eS)^d^^(cat lA\ 

[0110] 

fiSnilL fJkUiHS. 

Zfi t: Z v Zlkfr Z& J: V Mix tiz'J>& <£%—?-?& ZZttf Of 

o 
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[0111] *'J7AJ&£ UTtt. ^b*'J7AJ^ ^b*'J7AJ& 

^(DMW&WMtf^f btiZo 

[0112] £fcs mmiktLxit, wmmiks mmm 
bn. yy^^yiktbxit, m^myy^^-juik^ 

<oMW$kfc^ ikityy^^yik^s ^+s/ii7>5L;E>^ =mtyy 
ffvf® if bti&o 

[0113] LXte, W-rJlsJlsMlUs f 

ffifa&tf&lfbtl, ex^xikt UTtt, iftme'X^X (I I IK J^btf 
(i i i) s mm^x^x (i i i) s ^7it 

^777 (III) 

[0114] ±£&©fi&Jgj&tt% 

i©p-Ittt^o LT 1 ppm~1 OOpp m L < 

% 1 p p m~ 1 0 p p m^J: y lANc 1 P P #THH31[£S:[R]± 

*§£•#& y, 1 0 0 p p m 

[0115] &na?&a&o7x-jMb^ti^ 

•tt& d t iz<fc y, jftjs 6 0-80 °cut ©€^-e& o x t +#&#rdi 5£® 
f#£>*U <£•?£& 

^ o 

[0116] ^n^^b^«hLT^ mtymk, rtssry* 

Jlti-f^yit^s 7JU7 4 KMb-n^s ^7JU7< KMb^tk f^KXb 

f7V*-iMb^ btlZo 

[0117] ^b««hLT(i. flUtf. m'JOA, mti- MJ7A, #^bf" K 

U7A, #®b^i u 7 A###if ^tu ^t^yymiktLx^., j-ti/y 
yMi~ h U 7 A, 5/y yMJj 'J 7 A, 7U 7 A###If 
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LTtis Jl/fV^^-

) U f ̂  ® M:IF # ̂  if b ti £ o 

[0118] pOU;b7°^Xb^t)<h LT(i, 1, 1 -V* f >f t-JW 

fJU — ^ 0 $ Vf ̂ t"_ Jl/s >f^l" — Jl/S 1, 2 — x-^ yV7-~%— Jk 

i; —Jk O -J-*<7 l> y—Jk P -3-*<7 [sV—)l, 0-i7?()lt) 

7°h/><>-iz>% m — 7° h^VlzX p — 7° h^VlzX f 

XWu—JW 3-X57#i)z\—)W =$-*9 'J 3—JISMS VttW P-JUlt 

% f ;*• U > P*It% p< >/U^ 7° h 7°P >It. 2 - * )lt) 7° h^> Vt W $ 

9V—JW 2 -p< jU^7° h- 1 -^^-)\y< $.#V—)W 2 - p< JU;b 7° h - 5 

-p<f ju^ovy ̂ yv-jk 
[0119] 7JU7 < KMb^)<h LT^. ^ifil/^7^ V< 7 7°P t°,lU7JU7 

-f K\ if JU-f 7 7°P t°,lU7JU7 -f K\ ^7 x ~ JU7JU7 -f K\ ^f^7i 

—JU.7JU7 -f K\ P-y->, f t*79l) P-JUlt, f ̂-^7°P 

:^7JU7 < KMb-n^<h LTtis Jk^7JU7 < K\ ^if 

Jk^TJU7< K\ y7°P tfJU'>?.7JU7 -f K\ 

[0120] M(C, f ̂  KXb^t)<h LT^ f $ ti)W<*7 KfWy^"e$, f 

ZV-JMb^-h LTtif TV-JW 'OVf ZV'-Jk 2-pOU;b70h^ 

X/fZV'-Jk 6-x h=^>-2-p< Jlti-f h^>x/f ZV'-Jk 2-7 

$yf7V*-Jk 2, 1, 3-^OV^Tt/TV-JW 1, 2, 3-^>V 

fZ^ZV'-Jk (2 -^V!/f Zl/'JJUf ̂ ) Mts 3- (2-^Ol/f 

7x/',UUf:t) 7°P f 7 x y\ta¥flt. LTtis f 

^7i>, /oy"f^7i>#'te-e^0 

[0121] flfcH 

^b'n^CD'a^iHi 1 P P m~ 5 0 0 p p mf fo%> Z. tifiR ̂  L < s 1 pp 

m ~ 3 0 p p m "C& £> tl <h ^ L < ^ 1 ppm~1 0 p pmtfe^cl 

tfimizfts IA\ ppm^im 
®TU 5ooPPm 
ttmpizts 
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(CJPX.T, mitMs P tb 1 
GTZZ£tf#?£L<s Z.U^t'<X*^MtZ>Z.£1?&[')UtL IA\ 

[0123] *%m(Dmnffi&sb^^mz.tes m 

\rfbt150 g/L~2 

OOg/LAWJL^o $^b£y©^fitf1 g/LT^S-efc**®^ #^b 

S£'ii)%Tt^o 2 0 0 g/L 

J^C^HH^^U 

£2 0 g/L~5 0 g/LttZZttf&VlRt. IA\ 

[0124] pHi 

mn iz <fc y #r I±131 Jt * - iz {£t>. 6b O $ £ ££lb £ 1± & &Htf $> £ 0 

pHW^LTtt, U >I£^ Mt 
±^s flfflStHL £>*u 
it. mktktffttz&3i[;\.\ 

[0125] p «)^^©^i^iJ|i:LT1 g/L~1 00 

g/Ltl)§c^AWSUi\ P 1 g/L^-e&£<h 

. pH0g»am<, 1 0 0 g/L%mz.Ztm%£hitLT 

tffoZo <fcyjfS lA^Mtt2 0 g/L~5 0 g/Ltfe50 

[0126] IA\ PiM-h LT^ ^ 

>x/h U 7 V -^ffl^, 'Ol/h U Ts/-)^it^ 

it Lttt, 00*. tf'*>x/ KU7V-JUf h U H) A, ^>y"KU7x/->/u^ 

'JCA, f h7kKP/<V1/hlJ7V*-Jk h 'J 7V-JW -

hn^vv'h U 7 v-ju^wy^-e $ So 

[0127] LTO. 5 g / 
L ~ 1 0 0 g/L?foZZtmi£Ll\ tymMMO^Mmtf 0. 
5g/L <h s < s 

~l5s 1 0 0 g/L%m7LZ>ts £> i 
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=17. 2 g/L~ 1 Og/L 

CDtBfflj^fc o <h fcfcF S lA\ 

[0128] &a&o$}ft©p H&5~ 1 ocoiBffl-c&air tmm li\ P 

Us PH^I & 

&7cftJ©^di*W£[Rl-t3-t!\ 31^ 

*/f!±!3iJt;M#£/c<!s/)(C, &®fl¥&a&o£$0p H&8~1 O0iS®tT^d 

Ll\, 

[0129] W$k±t£>-o $#$17 L/c7 

LT^it)^ $ ̂ :tT9o 

[0130] db-?$(Dm&tt5 0°C~9 50C#J:iN0 5 0 . 

9 5 0ci^±-e^WS^(c^u^-nN0 

[0131] Z<D£?lZLrBj$$tlZM&S<D&tf)z>$S7&s 9 911%J^±©M 

j£<D&fr IA\ ^to?Si7 0^0i^9 9fim%^)S 

(Dffl&tts 9 9. 5 mm%&L±V&ZZt&<l: y if S LAV 

[0132] Sfc. 0. 0 0 5 Mm~3 

L<^ 0. 05yu.m~1 yam(ht"l'o<hi)U U^fS L <s 0. 1 ,06. m ~ 0. 

5 fj, m 1t~-5 d £ tfW.lrZ#} i£ U l/xo o $i!l 7 CD lf$&0. 0 0 5/xm HI 

±tt&Z£Vs &M<D%tii&&ZmigmiJU$Zo ~15. 3 

<h t~ •!> d. <h tfilfr ^ IANC ^CD^-ns J5T^0. 05yu,m~1 /j, m <h 

t"£ IA\ 
[0133] 

QEO M if CD—$J £ ̂  f o 

[0134] jfa$4]a)j##"eS>£&Jf[L^ ffcjfii^ xfn^Ws^cMLT^Is&SJ^^ 
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to Xs z.(DiMas 

Sfu(C#jSil®£, U IAN 

o 

[0135] U LTtis PS?LKi©m;f 

lf£ft£0 JfiUBtli* 

m-siZs m.&j£ft<D%Miz<i:''j-et*z>±mfr-e$>z>o 

#fr0 ~15~Z\ trC^S 

5y#A£>&lN;fcg>* JCcfc yjglfilt"£o -t©*I^r©±>l<^ 

[0136] OX ^7, kh®W 

jlJK 1~ £ © #$? il<, 0 #$? t L 

[0137] Jtajf (Z)^^C^i/c^^i0< VX&^P 

7 'J >#74)1/# —^M(C D$Mt%> Z. t T\ 7 -f JU* -il® (C P# 

0 %~ 6 5%££<!s/)£o 

[0138] >te7$. LT^£ 

o 7$7S(iS#S (&. A^OA) 

^ o 

[0139] ^y&fuMiI£ L&< Tt7Jb 

7~$ 

[0140] d9 LfcmM^&M£ltfKLfc7K;^T7^U^- 1 0 5©fuMiI£ 

tT9o MM^&M©>j§jt& 1 %~5 o%(ommmit L <. 5%~3 o 

%©!BHtfMlci?3i L <. 1 0 %~ 2 0 %©iBHtfMlc$? £ IA\ 

[0141] jmM^N&Mt&7K^©;^lTltfK1~£©;6^<s U >ItiF©MSj;WA 

IA\ 
[0142] M(cifa;f^6i/N(iMt;§5S(c(iifa)S(Z)irc;ilg^y^A^Ti^(Z)^S^ L^0 

d 9 L/c}/C;ra£y(C&E D T As h U 0 A, RX?7 V 



WO 2016/017756 21 PCT/JP2015/071637 

iti- K ^ttEDT AX&^AU y-tfmz IANQ 

[0143] MilBtP^i 1 6 0 L < s 1 1 0 #J2TFtf M£i? 

< IN0 {&J5 6 0#<fc L < &IN0 

[0144] d9 ^-£MiILfc7 Gfii>$7 

h U—>a >) o 7 1 0 5 h <J vV 1 OO0J: 

9&gS(C^LTlxyttttTlM£aiS£-t±£0 JM&7 •< )\s$-(DTJ5fr 
7 SI/t>#SI© 

<fc*5 (c5g/t>^]T?Mil LT ti£n;W7 < JU 

[0145] &fc\ +f >7°,/U<h 1 ~ 1 o m I V$>Z0 

[0146] fammmtx-otcbcDmizIANQ ;:H 
tc^(D(D^lZl£ EDTA-2K, EDTA — 2Na% ^i>it h'JOA, 

7sMbf h U H) A, 

[0147] t/c, ^lfnW"e&L/clfn5S;&Ht>70>'U«h jg/t> 

#s®ic<fcy/<v7-r —P— s©^£ixylifts^ufc 
JM£ 1"^<TIN&-m£>&f5uM#©j$#£SXy P&INT & 

[0148] /<>> 7 <-P-h©«^^:lxy ft# 'J ~7-

ZtUZAVs 

wmzmwTz<D& t$ ifzzt •& x $ & o 
[0149] U LTtis PS?LKi©m;f ̂ N&M^ 

lf£ft£0 JfiUBtli* trC^SSlAy L/c 

*§£•£, yT££±^-C£>£0 

#fr0 ~15X\ ^M.W[M(DXb^UUmxUM^XWLW.^tc^, ttMM 
5y#A£>&iNfc#>% tcj: y ^xfnl-^o -t©*I^r©±}l<^ 

[0150] 
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[0151] Ifa;i©^(C(£fc^£0<ft£#fro * 

X "j >tf~? <fJl$-$kMizD%Mt Z>ZtX\ 7 -r JU£ —£i& 

jtf£GD£B&Co ifr;i4nc«:#< ifiUi^X^ 

Vte#j5 0%~6 5%££<£30 

[0152] C9 Jfl 

1 %-5 0%©i6H^JfS L<. 5 %~ 3 0 %CDi§El 

tfMKSftlX. 1 0%~2 0%©|&ffltfIElc:i?£lA\> 

[0153] >j>if©IM^A 

IA\, 

[0154] IA\ 

£ 9 L/cJ/DM^C&E D T As 'W's'JX ^XVitf S 'J 0 UJktf 7 V \Y> 

th'J 0kMftmibti%>h\ E D T vtfMS IA\ 

[0155] d9 ITfitihCTCmi^WJ 

^/cbs SM£lXlJ P£ < o 

[0156] ($rttkT-X 

) d®<fc?&fc?-X£ ITDynab 

eads M — 450 — CD45 (pan— leucocyte) 

^tl^o 

[0157] C D 4 

;§}*£l±£o iItf-X^0ii|04g~1 Ol^JtAtlixh^ 

hi^lCO&#£o 

[0158] Igtf-X^ISt^o 

[0159] ±gax^C<fcoT, fi«l^l®5 0 0 0^@ (5 m L0if^) 
jufrfcglg-cfc 5 o^(siu^;uc«1~£d t^fg(c&£0 

[0160] ]^±(DXmz^-oX^btltcmB(DfMm^M)^7 J )l K U —-> a >t"3 



WO 2016/017756 23 PCT/JP2015/071637 

[0161] 4 )\/$—y 0 5 CD7L£jI®t"£$l5lj£ (JfiljSfiDftflt/TLfiDilSflt 

) (£ 0. 5~1 OOcm/m i n 0i6H"C&£> d <h L < s 5 ~ 2 0 c 

m/m i n CD 150 "£'£>•!> d t lANc 

[0162] JM3i§ti©7 -f — 1 0 5 £ <h 

t< |f| t 

tf-c$£0 ^liyo. 5~ 1 oocm/m i nroiBH-e 

£> £ d <h ^ L < s 5~20cm/m i n CD 150 "£'£>•!> d <h AMICUS L 

[0163] ^£0©;l>*(Ci:y, 1 0 5©^®(CPMLT 

IN£©-C3®©^©CDPM£jrpxz> z. t tfT?£ £MMH(c<fc 
y JM^P## L^f ic & £ 0 

[0164] t/c, &>#•d t 

[0165] &;#• jftCDfitti&tllg LT<fcINjb^ tuiB^siiS'e 1-20 

L < s 5~ 1 5^©wiicat IA\ 

[0166] &±®£?izLTmmbtcCTcmo^'prnm^mfctzz>0 

, SiM, ifnL J: £#Rrtglc&£o &fc\ jfii 

>ft7 < JU h \s — */ 3 >©ftncPfi?Li^©i£nM^&Mt£#fr7.K;§;fc7 < 

—£Si3tt"£jb\ X&* 7-f JU* —lC<fc£lfil>$7'f JU h U-i>a 

iz PfifLKi CDi£n;i &Mt % # fr7K2£>$"CJfii>$©Jfii^iffll!& £ &>#t & it 

©'>&< <h t— v,N^tcjfa>ft7 -f JU h U-:>a >©fu 

(c Mil % ft 9 d t iz j: y, w ft (c« * © m *j>mm * MM t z z. t tt RTm 
tt£Z) o 

[0167] tfn.ffi.7 4 )\, h U-i>a V£ffllN£7 ̂  JU*—&"C&* 

(C<fc o TstltftSliirolSlSSSftl 

Tjit&mmmity * )\s$-zmiz£v 1/2500 out(c€;$-e$&0 
[0168] «7. 5 m I 7»gJt#£-t £*I£-

fiJMtf 2 0 0 OfigJt (1 000-1 OOOOi) 
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[0169] 0 0 

o Ufr >7 K U -ATii, 

£/<>> 7 7 y K # & < & y. &a?btuc< 

[0170] 7 -f JU*—&IC£INT 1 0 0 0-1 0 0 0 0{®5l# U fc S JM £ ̂MRUC $$ 

£>t" AN£lN7^Htfgg£o 

[0171] 7*JU*-±£^#Ufceifil3$£i&^afflJ®£[I]JK1-£o 

<h U T U 7 ̂  JU* - £ tf— £ - (C;i)*T £ & btlZ>t>K 

t£(Dl$^;,%)§-ZfoZ>0 HP*.. 7 Us 

&Q u tmit 

Uv,\, 

[0172] tt# 'J v — t U T Wu M 

lfbtiZ0 MSRlis 

tfi&lz. M&j£ft(D%miz<}:<'JV$Z±mfr-eabZo 

^IS^J^AiQ^^&^-e^ifilUT^SU/cii^ trC^S 

ffltfXbtmfcibs tcj:y3iiflLt"^>o -t<Dil-£(D±}l^ 

^ifiL;f v $> y * ifiijf (i;n@ H? ̂  ̂  < o 

[0173] 7x\ bb®p£fr£>I 

tR t ̂  (D tfm & u < o # iz 7 *> it MI 

[0174] i£ri5*(75>4^$y<$M.$llzSt}7)\/~7$.yj$"yP7* 

'J y if 7 -f )V$ —&wiz DM1~ £ d t T\ 7 < ;u^ -ii®(c PM 

(i^5 0-6 5%^^<to^>0 

[0175] 7^7$ XiT7^ ylt^lif^gi^UTt^cDTT7^ yS^ttutui. 

o 7$yS(iS#S (&. S&. 7A) lCttUT&@fcSB&^£-r 

*&) O 

[0176] #E!J&fuMiI£ U&< T&^U 
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[0177] 1 ~5 L<s 5~30%©IBH 

1 o~2 o%(Dmmifmz.&3. IA\ 
[0178] u ymmomm^ifx 

IA\ 
[0179] L^0 

d9 DT A^A'J X ^x>ibh h U OA, 7sMbf 

h U 0btl%h\ E D TAW^'J lANo 

[0180] d 9 LTfiM<h C 'J -?-&$&&mzft]fR$ tltcM 
^/cbs y P&< o 

[0181] a JM©P&£ IZ fo&B mt(DM% ¥~XlZ£Z> P&£;£ 
c0«t?4t-XtLtDynabeads M-

450 — CD45 (pan— leucocyte) btl&o 

[0182] c D 4 5 mt^mn tr - x iz && $ n- & tr - x £ ±§E»K;S IZ mm ̂  
i±^>o d©PIs $^kT-X£SiM©4te~ 1 0 0{£lJtAti£ # 

£~\X V!miZ'Dt£lfZ)0 

[0183] ne-x^iiti>o 

[0184] ±HBXjgtC<fcoT, 1 0 0 0~ 1 0 0 0 0{® (7 . 5m 

I (Dif^) 1 0~1 0 0{®U^jKC€)l"r^d 

[0185] d9 LTt#^tl/c«©M)S(iyO>X h 

M&0J 
[0186] (7-fJU*-1) 

(PHOTEC RD— 1225: 25M m, Bil 

^2 5 Ommft0Si (MCL-E 6 7 9 F :MCL0^ 

®(cn0-^7^u^irs^i^y^i±/cs^ (Dtim 
hUfco 7 ̂  ^;MS9 0°c, Hit) 0 . 3 M P a 

, P >^731^2. Om/^-etT-^/co 



WO 2016/017756 26 PCT/JP2015/071637 

[0187] Q mum xi o 
O (S7U1) nm-emn&6. 7 %£&&£? lZsSi5tLtcX:7X-?Xt%& 
fa(D~7* K \yVX h®(CffSL/c0 *^Jfe$HCi>lN-c&|f| — (D~B 
[P] % [p] IN ten IZ—M<D tf v f "eS^y \jtc13=?X 

u/co 

[0188] 6 0 OmmH g£rF©E£"FlC£lNT, f7X77^lilfc 

L/co 

[0189] 1. &fa±izmi5M<D7 
* hu^T, t*tfmmz$:?t£\s*;x hji^ffMu/co Z.<D\S*JX 
©filEftSP^Mc P H if A. 5 (cliSL/c-v>T)\s)sb-3 

5 5°C% J^J 2 2 0/A mit>-p ^ /to —^ 

Il 1 (C^lTo 

[0190] [^1] 

;lJt(g/L) 
7ju?r5>S£-^;u 450 

iULit—v'rii 5 
30 

[0191] %btitc—v *T)\'t$b-o^mikM&(D]d-z>-J)\/m&££:bizmWL 
, o°c-e^ 1 20m &fttmi*<Dmmz£ 

U^77^hSF-54 20B, 

TP^it" £ Z. t i,Z <£ y #17 -f JU-^ — <h &•!> SillI (20mmX20mm) 

£SXy l±l L/co 
[0192] stLmpMzm^tcy* hu^h®6o°ct^4om m 

EI/J&MI1TCD U V~X h iyH (P 3 Po I e v e s Henke I) (C <£ -z> T 
P&£ L. WMMJl ?:itS#l7<J^-^ Wm L fc0 

dtUCi^T, ^>7 • tffft • *-*>*&&<, +#&3|ij£ 
(DnMllZ^TZ>£M7 

[0193] &IC, IttMS^Z-2 0 0 (7-JU : FSnan£) IC&S7-NU* 
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#17 4 (4 0°C3^) o 
[0194] i^yyy^comnfflA 1 o o (BIA« 

m : FSP°P£) y 8 O°C 1 0^0 

fc0 

[0195] ^C#^7>^©S$®£«fBA 1 0 0 (Bft-fb 

(C 8 0 °C 2 0 Ls S&&#o;*£fTofco 

$©J!#4£0. 0 5 /xmtfeofco 

[0196] #$/7>^S7U§y^m«¥Aufeo$-eS>i>HGS-54 00 (Sil 
«S&np£) (C 6 5 °C 1 

fco #<£-3 $© h — ^JUJS#4£0. 2 /xmtfeofc0 

[0197] (#/jN«^«tt©ilSI) 
I -H3 5 81K1 (F 

BS) £^frR PM I - 1 64 OigifelCT, 3 7 °C, 5%C0 2^#T(CT 

IISiML/co K U yiMM^^«^iiJH^1±T0JjXL. 

U (Phosphate buffered sal ine% P 

B S) t/#L/c^(C% 1 0 yu,M Cel ITracker Red 

CMTPX (7 -f 7 f ̂  t / (CT3 7°C, 3 0 

£f^ffS£l±£d <hT\ NC I - H3 5 8»mLfco f©ll PBS 

ICTSfc&U h U 7%>>MiI(CT3 7T^CT3^ffS£l±£d<hT\ MB 

-ttfco ^(Dm. tunzx K U 7%>>MJIP B S (CT 
2mMEDTARtfO, 5 %7 7JU7"$ > (BS A) 

PBS (£lT2mM EDTA-0. 5% BSA-PBSt^9o ) tCH 

;§u &fc\ P BS&U >Mii^ii^7K-e^y 
ffi^iiliilpDp^- K 1 66-23555 B S A&S I GM 

A — ALDR I CH £tS? (Product Name : Albumin 

from bovine serum — Lyophi I ized pow 

der, Bio Reagent for cell culture) 

(D^(D^m^tco EDTA(i2Na (xf U >^7 $ > - N , N, N' , , 
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N' -4mm~i- K<JO(ia^iiiiiipDp =i- K34 5 

-0 1 8 6 5) %m^tco 

[0198] TC©}jils) 

(iblx^y 1 ) 

7. 5 m I (DMfay-y-fJlt LT, E DTA-2 N 

«7. 5mL&fcy1 0 0 0 

$-£tc+Fy70Jis%m^tco +tyy°A^(DBikm(Dmt4 i 075m/™ \ wt> 

s 3 5 2 5 75m/ 7 . 5 m I T'J^fc0 

fco 

[0199] ±§E-e^ML/c7^U^-£;b- h U h L/cCTC0JJXg® : 

CT6000 cjcmmm 
S&E&CDAy 

• $/'J >y^JPXLT^ML/clJ+f-/<-(Cg^L/c0 ClCD'J+f-A-

IC, «Ht>7°JU^§Sli£JIII^$ALTCTCOiE Ifefe. 

&>#• & £0*51^£5tiz#1, (c?j A. £ <£ 9 (c L fc0 

[0200] U+f-/<-(C, 2 m M EDTA-10. 0% FBS (4=fl&JEJfil 

;f) - PBS (Gi bcolPBSpH7. 4) 1ml (J^TSfc&jft) £ 

iAU 7 <,iU^-±£>S/c U 1 OMiLfco 

yt#y7*&m[sT%L&2 0 0u.L/'fr-emfa*m%i[stco v-y 
ZfJU 1 ^:JxA L/co #j5#m, U+f-/<-(C9mL0&;#^£>IALT« 

fc0 

[0201] ^CPBS(C4%PFA£)!gfrL/c;S£;b-hlJy^CAtU »^1 5 

^;lL/co )mmzO. 2%T r i t onX»LfciS^-h 

•Jv^lCAtU «£1 5^;lL/c0 

[0202] £ ^ (c 1 0 fifes y 7p3fc5££ 2 0ML/^CIIU U +f-/<- (C 6 0 

0 yu, L CDilffllc^'fejS (Hoechst33342 : 3 0 /A k Wash b 

u f f e r : 300m I ) £>IA U 7^ )l$ — 

mytm&Ltco -?4)\s$-±iznfe-ztitcMmizttLT3o#mm&%ft? 
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tcfes u+f—/<—(C 1 m LCD 2 mM EDTA-O. 5% BSA-PBS 

£2# A tco 

[0203] Hi INT, (D 

P7 0, zmmLtcmKmmm, (BX6K *V>/< 
LT7 7 < 

JM©i££;b7> h Lfco 

[0204] Hoechst 33342 C ellTracker Red CM 

T P xm%(DMft&mgTZfciblZ% ftlftlWUM'WI G7^H- ( 

*'J £ffllN-c®&£S5tf#Ufc0 ®&®tf#;&tfMr7 7 MC 

IJLum i na Vision tk^^tco Ip^^:ll2 

(c^-To WK$ (%) =74j\s$-izmx^ntcmmm^/Mmy->7° 
JllZMn 1 0 0% filMCDiUiH oechst 3334 

< z.tzw-&u/cQ J^±©^T 
jzbix^y 1 (c # ^ /c o 

[0205] (Jzbl^y 2) 

7 . 5 m I T&&< 15ml £ h/cULM*tk$m 1 £mffi. 

[0206] (Jzblx^y 3) 

mjmttifcM* 7 . 5 m I Tttfc < 3 0 m I £ LtctX^t£b&0ij 1 «h |W]f§ 

(M&T^i^T^/co 

[0207] 1 ) 

7. 5m l©IitV^^LT EDTA-2Nattl^SiSCS 

«7. 5mL&fcy1 0 0 0 

$-£tc+Fy70Jls%m^tco +ty7°A^(DBlkm(Dmt4 1 0751®/™ \ Wt> 

s 3 5 2 5 75m/ 7 . 5 m I T&>-otc0 

-o tc o 

[0208] ±§ET^ML/c7^U^-£;b-h U h L/cC T C0JJXSS : 

CT6 000 (0iZ'fbJ5£MiSpp:£) x ifoiS 7 -f JU h U — :> a y^cft-o 
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fc0 CT 
y s SSEfi&CDA y • *> U >*>*£Jpx LL/c U +f-/<-L/cQ 

d©Uif—/<—ic, Jfajftif>7^UX&§S^£|III^$ALT^< dtX\ CT 

C0MJE. Ifefe. 

[0209] 'J ff—/<—tC. 2 m M EDTA-10. 0% FBS (4=fl&JEJfil 

;f) - PBS (Gi bcolPBSpH7. 4) 1ml % 

iAU 7 <,iU^-±£>S/c U 1 OMiLfco 

yt#y7*&m[sT%L&2 0 0u.L/'fr-emfa*m%i[stco « 
if>7°JU£&AL/c0 #j5#m, 'J "tf—•<—tc 9 m L ©&;# &£$A LTlffl 

fc0 

[0210] ($&>#) s 7 4 )l$-±(Dmj& 

£HIJIXU iomi ©wAyros^^ffco 
[0211] ||b-X(:CD4 5KM^ltfcDynabeads CD45£4. 

0X105 1 m I (0. 1 %BS A, 0. 02%Sodium a 

zide, P B S p H 7 . 4) £&A U $^kT-X£ 

^e^y^-axy I±IU iofcMiSAyroisisi *mtc0 

[0212] ±IE-e^ML/c7<;U^-^:^- h U viSlZizv h L/cCTC0JJXg® : 
CT6OOO *m^TCTC(DmmMtkft-itc0 c 
T CMgS&Mif >y, at 
E&CDAyPtt. V^^JaXLT^ML/cUif-z^-tCg^L/co 

if-/<-(C, «Hf>7°;UJPiS^^|III^ALT^< CTC0MJE 

. m&s $t&te£<D&w*Miitomz&mzftz.z&?iz[stc0 

[0213] u +f—/<—2 m M EDTA-10. 0% FBS (4=fl&JEJfil 

;f) - PBS (Gi bcolPBSpH7. 4) 1ml (J^T^^jft) £ 

iAU 7 <>IU^-±£)S/C U 1 OMiLfco 

>>^^>7°^:MLTat3l2 0 0ML/^-e3i)S^r^^L/co ^(Dfes M 
nmifcc #j5#m, 'J7-/<-lC9mL©&&&£$AUT«fflJ]&© 
yfc&tkft'otc o 
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[0214] )kiz P B S IZ 4 % P F A - MJ >> *JlZX *U 1 5 

L/co 

fes &&mz 0 . 2 % T r i t o n X Ltcfa*: £ - h U y V\Z 

AtU 1 5^;!L/c0 

[0215] £ £ (C 1 0 # > 7°;jfo£ £ 20|xL U 'J +f-/<- (C 6 0 

0 yu, L (Hoechst33342 : 3 0 yu, I % Wash b 

u f f e r : 300m I ) ££A U 7 -f 

o 7^U*-±lcM&£ftfc^]SlCttLT3 0£f^fcfe£fro 

/cti, 'J +f—/<—(C 1 m L CD 2 m M EDTA-0. 5% BSA-PBS 

£2# A LTlffl^CD}^/#^^^ fc0 

[0216] Hi INT, (D 

P7 0, (BX6U *>)>'< 

LT7 4 7 4 

MtCD^L^tiO VhUfco 

[0217] Hoechst 33342 RXfC ellTracker Red CM 

Tpxm&<Dmyb%wimtzt£toizs ftiftiwuM'wi G7^H- ( 
®Mtf§&t^?*/T7 7 h(C 

(iLumina Vision &$\\j^tc0 |p^^:ll2 

iZ^to 1101$ (%) =7<;U^-(C0JjX^tl/c^fflra/«f->7° 

;KC;Fb^L/c^ilfflrax 10 0% et^jRliH oechst 3334 

< d <hTjl!±! L/co 

[0218] (mmm2) 
^£0CDMM£ 7 . 5 m I T&&< 15ml £ Lfc&LMtgfoffl 1 <^*§ 

<Djj%V£M0U 2 IZffiZ^m&fr?fc0 

[0219] (^»y3) 

^£0CDMM£ 7 . 5 m I T&&< 3 0 m I £ Lfc&LMtgfoffl 1 ^ IH*§ 

[0220] iz^to 
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[0221] [MZ\ 

^A/&ll£ [HMX^ 
J±$£$J1 1862® 94.9% 

i±$£$J 2 4763 ® 89.8% 

i±$£$J 3 9865 ® 88.1% 

18® 89.2% 

£«50IJ 2 48® 86.4% 

3 99® 79.9% 

[0222] imm 1 aw 
(om< 90yx v u -Jxiziz^fa$-e$>z0 ^«y 1 ~3 tmm 
(Dmm^ <D amt tr -x-e;$ b L td& iz y ^ JU$ - £ ̂  v tcrn-su& 
&o i SIW^ 90yx h 'J -AlZttlfcT^Zo Ills 

o £0 y4 

nWL* 1 Jjm&TlZtZZttftfrt. IA\ 
[0223] IX ±^L/ci;9(c, if0StLfeL/c7 < )\/9-£$im$ifo&Jfclz&Z>& 

ft. V 9 
oyx h u-A# Rrtgic&£0 

[0224] 1---MCU 2' •••«. 3-7^ hky'XK 3 

a ••• y t h U V~X KST'CP^ (JUT'GPP) S 3 b ••• y t h U V~X Kii#pP^ ( 

7fcfi7lcp|3) s 4 ••• y t h "77> 0. 5 •••#) o $-]H% 6---Jtjl?L 7 •••##) o $ 
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HacOlfiH 

^112] tuiBaM^ixi'j P&< fijM£$rt£kr-xic <fc yixy P&< I 

^ii3] m3m&7 4 )i K is-is a y(Dmizmbn&mmitR^'j>mm%:<a; 
(c& & fijfiu$&i 75m&T-e$>zz£*ftfflL£tz 11^11 

1 x&2izBam<DM*%t'j>Mmnmi5fco 
5RII4] fu§EfiM£IX1'JP&<I^C£lNT, 

Pfi?LK]i©ifn;fs JfiUBt X&dti^fi5fc©/c/U£°< 

1" £ I*M £^ 1" £ d <h £ M <h1" £ li^I11 ~ 3 CD IN T 

(C IE® © M ̂  It'>«$! ̂ )£o 

^ciI5] tu§EPfi?LS!]i©ifn;f^6i/N^i(n^^\ r^% x&thfi5fc"e£> 
zz£*ftWL£tzm&m4iz3am<DM*%t'PMmnmi3feo 

^clI6] HuiBPfi?LU]^©Jfa5f^tNjijfli^3{,^ 

ttztmmi izBam<DM*%t'j>Mmnmi5fco 

5R117] i %~ 5 0 %mm 

-?$>2>ZLt %Sft$L£T2> 11^114 ~ 6 (D^ttlfr—WZBdWUDila.^ 

^ciI8] tuiBJfaJf^iNjijfli^®7Xj§)ft^U ftftttzz. t % 

n^tt%m>&m4~7 (D^ttifr-miz$m(DihL^'pmmMMJ5 
/i o 

5RII9] <h %Sft$LtT2>$I 

^Cll4 ~ 8 ©iN-f ftfr— 

5RII10] tuiBtrC^SSy^E DTA, X ^i>it h'JOA, RXf7 

vik1- h U 
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^1111] fu§Ei£nM&7 4 )V h b-ya 

fcTk^ic 7 < - zmmt & t ttz mmw 

^1112] fu§EM7^U h U-va >©tiT&^Tfu§EaM£IX1'JP&<I 

fM0 tu (c PifLKi © Jfajf jfliSS £ £ Bfc&f 

~1 1 ©^Tti^-iKclBtl 

(D ifa^ % 
5RII13] fu§EPfi?LiM^©i£nM^N&Mt;^\ OX Ox\ X&fc: Sfi3fe"C£> 

^11^111 1X&1 2 lclBi6©m^'>«Ji^ 
)io 

^114] fulEPfifLKi ©i£n;i ifO :>l£^i£n;i ̂ &Mt-e£>£ d <h fr'&'flkt 
t&mmu 1 1 xti 12 

^1115] tul37 miHi'ttlba) 
&&-?$>%> ~1 4©^-rtl^-II(C=3®© 

^1116] fu§E7<JU^-^-y^U£ij5^<h U 

^1117] f«C#X(ie#Xtt/\°7 
v 0 A, ^ ft b (Dt>£l?&b o $ £ ftt ^ £ d <h £tz>m 
mw 15 iz3am<Dm*%'j>MmMmi5feo 

^118] fulE7 Us 

mw 19] fu IE 7 < j\y $ - (DM Mf tf&ib o $ t? & 3 d t <h t 3 II^II 
15-1 8(D^tnfr-mzEm(Dih*m'nmnM?5:&o 

^f<Ijt20] #ugfl7 -f ){/$— CDst^Sf^O . 0 5yu,m~1 yu, mCDjt#jH<!£>^ $£> 

3 Z££ftffi(£ TZM&JM1 5 ~ 1 8<D^ttlfr-WZB3M<DMrpft 
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[11^1121] ~2 

0 CD INttlfc—II(CIE®CDlftl^It 

[11^1122] fu§E7 4 ^^-(DMMJKDmum^Bs *IP3, MJ5 

Ms ~2 1 ©iN-f tL3bN—iKclES© 

[11^1123] fu§E7 < 

^Ji^CDffM^'a^ -^CD^SJSCDS^ if 5 yu,m~ 1 5 yu, mT'J) 

~2 2©iN-fti^-ii(ciE®©m^^d> 

[II^t<II24] tulE7 -f ){>$ — ©I1J5^3 yu, m~ 5 0 yu, mX£>•£> CI <h f Z> 

II^I11 -23 ©iN-f tlfc— 


