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0 0 1 1 6 0 1 0 4. 1)KIB?U#^13 t: Kfi5feT i m 1 $y/<$W 
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5 9 9 0 1 1 . 2) ) , |3^iJ#^1 9 t: i m3^>/^l®N^ 

ffi22~2007$y(RefSeq NP_1 16171. 3) | 

yiZtttZUfc-SFtJ y (I gVM'fV) MAf 

v KPW>©7$e>nsQ ^Ttui\ 
0SB?y ^JUSB^J £^1" £ 1©"£•£> o T t <fc INQ 

[0036] Jfc, i m $y/Wn&s *fgHJ^C#£^J&^I£/jN]]&Xtt 

0 ^JUTJCi^r MfSfcCD'C&fttf, -tIE L/c7 $ y ItlB^J(D 1 X&*tl£© 

7$yit^^^s S#U ^AS.tJi:/X^^JnU/cES^-eS)^Tt<J:V/\ 

[0037] ^mmzm&T i <fc 
<s -70X^t: i 

(IAIi'7^P77-^l®M®) Ufcfc©, 
£ <h (cafe?plMtci; y Lfc fc ©#, faft& IN£ o <h tfv$ & 

o 

[0038] ^(Ci^T i <fc y MM L/c 
fcGD£ElN£i§£% mmaftlMZfrb* 1X(»77<-r^-^^ 

=&©#$?£ IA\, 
[0039] ^i77 -f -$</£ LT(i, <fc y ^ 
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mMt&^zm^<otlZ>:&(DXfotll£^ftlX:b <fc <v Fcffs 

FLAG His^, GST^^ MBP^^ H A * M y c $ 

Strep (I I) P A^yf©77 -f bti 

o 

[0040] *3§B.mc#ST i ™$yj^on<bCMm\mz 
rai*n" ~iS tl> -a> o 

[0041] fot, #f&B£H:&i>T i T i V/^|t®7$y 

(£SX£-SBEB5!]) V^7ft/cWTr&<, T i m$ 

y/^f|CD7$ (£SXte-gBSB?y) <hfu§EL/c£n$77<-x< 

t/c, tu§BL/c77<-x<-^7*£T i LSSIPO" L 

X^Xis r hT r a n s d 

irect insect cell 

x immms (mm<m • ^ma 200 8/ 
6/9: 1, e 0 0 5 (2 008) J f 
izmM(DX^-v--^frLX^bx^x:b£\,\ ^BJDIC&ST 
i m$ y/^VMlZlt, T i m^ >A7ft©7$ 7liffi^y (£SX&—gPSB^J 

) <hitulBUfc$[]$77 •< y@£lB^J<h7^-Ht-©7$ 7 

Stifle <h Sr^t"& ̂  7/^St t tlSo 

[0042] <4. *fgBJ^C#£T i m * >A7lt©il$^}£> 

*fgB£H:#£T i ^©7$ 711133^ 
7;u;t 

S/JjJl/Stf—JI/& (Fmoc>£) \ t ;U;i (tBoc 

}£) Ut^m&) £<fcy, *fSBj^^£T i m*V 

[0043] MK\ *%mzQh%T i m^7/\°^St&. *fgBJ!fc:#£ T i m^7/\°^jf 

£H- K^7 
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A) £t!\ m 
s £IN9mfc?x.&%%m^tcm%\(D?3:&~?:'$>nz>Z£t)<-Z:^Z>0 

[0044] i m$yA$M(DmMJ5)£lZ'D^Zs 
uTizmmtZo 

[0045] <^%Bmzm^%mm^<p^-> 

^mmizmzmm^tt-trz) *%mizm&T i 
=i-K-rs^iiiB^y (J^T, i m=i—KWUJ tmmtz 
if-a^fes) tN-fnxt£i\ 

[0046] T i m =|—K13^y©9 t>s T i m4^y/^f^P-Kt"§ 

t LT(is m&lB?y#^2 0 (777SJT i m4^>/^!0 

^JUB^J 1 ~ 3 4 3 7 $ y H - KtSc DN A (Z)±mSlB^y ( R e f 

Seq No. NM 1 78759. 4) 0 3«3 J^Ci#±=l K> (t g 

a) , ra#-^2 1 (thfi^T i m4^>/\°^SfCD£J|@B^J 1 ~ 
378757 3 - Kt5c DNA ©J^SlB^y (RefSeq No 

. N M 1 3 8 3 7 9. 2 ) 0 3fcffi3 J^S(C|t±=l K> (t a a ) 

T i m 1 =I- UTtt, 

IB^S^2 2 (7776^T i m 1 $ yJ^VW(D±m.W,¥\ 1 ~2 8 2 7$ J 

ItiSJt H- KtSc DN A ®iH®IB^y (RefSeq No. N M 0 0 

1 1 6 6 6 3 2. 1 ) 0 MmSikmz^±z\ K> (t g a) , SBflJ 

S^2 3 (t: KS^T i m 1 1 ~3 6 47$ 

^H-KtScDNA CD±mSlB^y (RefSeq No. N M 0 1 2 2 0 

6. 3) o 3im3ikmzn±z\ K> (t a a) 

i m 3^>A^ft£=l-KTS^ltlB^y«h UTtt0!];Ltfi3 

^y#^24 (v^xa^T i m3$y/'\tW(D±mw,m 1 ~28 1 7$yit 
-FtScDNA ©i^SlB^J (RefSeq No. NMJ34 
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2 5 0. 2) 0 K> (tga) , I3^S^2 5 

(t: i m 1-301 7 $ J £ =l - K 

tSc DNA CDiHSlB^J (RefSeq No. NM 0 3 2 7 8 2. 4) 

o 3«3j^S(Clt±=l K> (t ag) 

[0047] LTti. 

i m=l-KWy^rmfc^Af 
tu£<u\ ^<o<pu-~ 
VWilCfl'V IB?y#^2 6 (777SJT i m4^>/^l©N^iffi1 

-2 7 3 7$ 7iHI±i£=l-K1"S c D N A% ^3J^S(C|t±P K> (t 

ga) , IB^y#^2 7 (777fi^T i m 4 ^ N^M 1 

-2 7 9 7$ 7iHI±i£=l-K1"S c D N A% ^3J^S(C|t±P K> (t 

g a) , IB?y#^2 8 (t: Kfi5feT i m4^>/^l©N^i1 -

3 1 5 7$ 7iHI±i£=l- K1"S cDNA, 3«3 J^S(Cit±=l K> (t g 

a) , IB?y#^2 9 (777SJT i m 1 ^yA^MONMm 1 ~ 

2 1 2 7$ 7iHI±i£=l- K1"S cDNA, ^3J^S(C|t±P K> (t g 

a) , IB^y#^3 0 (t; Kfi5feT i m 1 *V/^ft© N3«1 ~2 

9 5 7$ K1"S c D N A% ^3J^S(C|t±P K> (tga 

) . IB^y#^3 1 i m3^>/^l0N^Sl -1 

8 9 7$ 7iHI±i£=l-K1"S c D N A% ^3J^S(C|t±P K> (tga 

) . X(ilB^S^3 2 (t: Kfi5feT i m3^>/^l(DNSl -

2 0 07$ 7iHI±i£=l-K1"S c D N A% 3«3 J^S(Cit±=l K> (tg 

a) ^iliWpCAG-Neo^^^- (ffl^MUlli m 

) M) T i m=| — 

KIB^y^mfe^A-rs^^^ —^ LTli. T i 
£mtz>mffi*^Tz>*><D-e$>ti&&<s mis^n 

Z^W-tLT&s pCAG-Neo^^ 

p c D N e>tis0 
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[0048] <?si> 

s ^fti-Z'1b£<s Alias JiMfflR PS?LISIfflR ® 

s«^#we>tu ps?L£a«fflj&£UTtt. 
s HEK2 9 3T1E C0S- 7BBs CHO-Klfc CHO-Sg 

bti&o 

[0049] 

P-Jk f§3^>A75tfgIl7°P hP-Jk I SBN978 — 4 — 758 

1-0 17 5-2, #±ttj 

Ts 2JA"3~ S0 

[0050] <?si©i£#> 

So ip#^#<h LT(is mfc^A£tT^/c?si(Ci:<<,ls&S^\ 

ui\ at5-1 o%, ^u< 

&5~8%C02T, at 3 6°C~3 8°C, L<£3 6. 5°C~37. 5 

°ct\ i 0~i oan, L< ti3 a~4 a^i«-rtitii;^o ^ 

BRizmzj i 

ipS-t/W1"!11 ^ ^ -ft S o 

[0051] <*fgBJ^C#£T i m^>A7S©*iM> 

)Xi^\ mt>ntc&fc?mx[stcm±<D%mfa*s si/t>#si4ra (at2 
0 0~4 0 0Xgf3^~1 0 L < (J3 0 0 X g t35}l~6 

£f^) LTi£#±;i£0JJXU WTM£, ( i ) ai 1 0 0 0-2 0 0 OX 

g -e 2 0 6 0 L < 1 2 0 0XgX'2 0^f|~4 0 

0JJXLfci£#±M£^^itMiIU (i i) 7<JU^-S»k 

S£?rl\ <fcl\, 

Ts at5te~2 0te, fc?£LOi8{£~1 2fe(C)jilsLTiM±;f)tii)S 
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(D)m$lN0 

r@WSy"e)l^S^>/^K^Il70P hP-Jk i§3^>A7|tfg 

I17°P hP-Jk f§6g5^>A7St©*iM ISBN97 

8-4-7581-01 75-2, #±*±j ^Cl5f6©77 -f zf -f-* 7* 

77 -r -x-r -$ Z>l®)W%W\'M4kLtc$BW%:m^tcl5}£) 

(C|A£1\ f# ^ tl/cinS-h/Ws f# tl/cinS-h/W/J®M>S% X&f# £> tl/cinlt-t 

£77 -r 

i m^V/^1^77 -f 

r@wsy"e)i^s^>/^7K^ii70p h^-Jk H3^>A7itfgii70p 

hP-ik S6|p^>/\°7K0lf^ 7PT h7*^7<-(ci:Sfitk IS 

BN978 —4 — 7581-01 75-2, #±*±J >A7lt 

©*i$^}£©f}£(C^\ £ffl7 P7 h^77 < — lC<fc <J, t#£>tl/ci£#± 

&f£B%lZ&Z>T i m^ >A75t£:m[1~tU£i:^o 

T i <fc IN0 

[0052] <*#gBJ^C#5T i m^>A7S©JM*ft&llS^}£> 

*^BBH:#5T i LT^, 0!J*.l£7 7 

— x-f-$<?£ LT F c PATOljfetf&tfbtlZo % 

t\ &mz'4t\.\ *fgBJ§lC&&T i mP-KWJ£ p E F - F c<7^-X 

*f£n%lz&zf£%im'<t$-%M££t2>o & 

^-e, t;£f:m\ *-£££?$ A L 

x a^5~1 0%, L< &5~8%C02T, 3 6 °C~ 3 8 °C, KL< 

(£36. 5 °C~ 3 7 . 5°C-e, 1 0 ~ 1 O0f|, L < (£ 3 0 ~ 4 0 

it5o ^^-e, t#^ft/c»fc?3»AL/c?s±©i§#}S£, ( 

I|2 0 0~4 0 0Xgf3^n~1 0 $?£ L < (J 3 0 0 X g T? 3 # 
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F^~6£f^) LT%m±M*\s\VBLLs (i) fit 1 0 0 0-2 0 

0 0 X g -e 2 0 6 0 ftms if S L < 1 2 0 0Xgt2 0^]~4 0 

ftms RXf/Xte (i i) 

% ?#<Qtl/cipS-bM/jEj^jS^Ts /£(Cft£-z>Ts St 

5IS~2 0|^ U£ L < &8{£- 1 2LTiM±;f 

*fgBJ^c#£T i 

77^-T^-^^iffl 

f# b tlfcipii_h;ifs % b tl/cipS_b;W/J®®5Ss 

X(£t#lQtl/ci:pS_b;W/J®®5S©/®^S5SAv,Q^^B^(C#'2) T i m 

*fgBJ^C#£T i 

[0053] <5. ^fgBJ^CDT i mfS{*> 

*fm<0 T i (£IT, r^B^©T i m|B<* 

J ^IBSIEr£*§£•#&£) (is tulBL/c$P$^B^(C#^T i 

£ B^ (C # £ |§ (C $•a ̂  i± /c & CD "C S 0 

mWfolZ.tes *fgB£©T i UTtt, *fgBJ^C#£T i m 1 

0WM^y,tc.mt (J-^Ts r^B^©T i m 1 |B<*j m§Et£il^& 

£) . *f£BRlzmZT i m3*V/^fttf^UfcjStt (J^T. r*fgB£© 

T i m 3 IIU^J (hB^IEt~ •Silo" #%•!>) .. ^f£BElC#£> T i m4^V/^l 

(£IT. r^B^©T i m4jfl^j miEt" 

t/c, *fgB£lC#£T i m 1 *fgB£lC#£T 

1 m3^>/^l, &tf*fgBJ^C#£T i m 4 * V/^ftfr 2ffl 

*fgB£©T i miSfi^ UTtt, *fgB£©T i m 4 L 

[0054] <*fgB£lC #£$!{*:> 

*fgBJ^C#£jSte£ LTtis MM 

H^-eifetiffitit,ffflRr^'J7^'J 

JHIt # 'J * * £ 'J JUit # U P< * <7 'J JIsM* ^JUs 'J T V 'J )l T $ K\ 
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V1) 'J Is-k tf'J 7°P *° 'J -i 

$ K\ /fJiXrik ^ 

'J £PP*J—k :>'JP->®Sss ^'JP —>7A'- 7^P-7>, 

f^rXh7X x^U>-te7j<TU-r ; 13=7 7^ It 

it7IJ^)7X^ 7JU$:K 

PAMUk -y^Jk 7 W'f h, ^P7 

-f ; RXfZ.tl'bCDM^WCO^^^U^t LTIiM^tl/ct© 

t/c, T-f^P7°U-k 3-n. — -?s fa 

(kT-X) l#l#l®lll;fffllfSo 

(tr-x) L<. 
s @0*k fflj^(C"n>b-t±Ts jftf 1 0 n m ~ 1 0 0 yu, ITU L < IS. 1 OOn 

mi)^ 1 0 (jumCD'bCDif^h-f ib>tl&0 

t/c, (tr-x) x& 
7<^p^l/-h«l<, gftk 

:fa-t±Ts 1 0nm~1 0 0 yu, ITU £?;£ L Oi 1 OOnmi^l 

o<Qtu t/cT-r^p7°u—h©^xjkz)^ 

icps^n&i^ gft, at i 2^e>i 5 3 6^ $? 

£L<&9 6^fr£>3 8 4^©t©^W £>ft£o 

[0055] <*fgBJ^C#£T i m*V/^ft£*fgB£lC#££te£©^;&&> 

*f£mzmZT i m*V/^ft£*fgB£lc#££te£©^;&&£ LT(i 

% * <fc <, 7 

7 -f —X -f —ip-n (Ci; y fp-n ; 'fb^ip'n (Ci; y fp-n ( 

flUtf. ^fF3 2 6 9 5 5 4§m WO 2 0 1 2/0 3 9 3 9 5&*glC§E 

m<Dl5fc) ; t)iIM*(Ci:yi^£l±£;^£ m?L&s ^¥5-4 1 9 

4 6^^$g(C|ES©^)i) 77 -f -=r<{ -^lC<fc 

ft. *§•£•£&, 77<-
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-t±IA\, £fcs 

^lili)^S IA\ 

[0056] <%Bmz{%&T i 
i m$y/itm£*f£mzmz&&£(Dll&<&ffijS,£LTlZ 

s *wmzmz>$m£*wmzmz>T \ m$yA?n£m^Lx^mm 
i m$y/^OW® 

S HglcH&g- Ltct(DifUt. IA\ £tc, &f£$%lzQb&T i m#Z//i$W£ 

*mftiz&z&w£*w.&]&'&-z-text* it^foyyt)-, 77<-f^-
L#ijx.«\ 7 7 * =T4-$yiz%tfi}te&£t&yt)W (&*£), 

CDT i m$y/itnizitf?ziji&s (&5&) . 7\^Vy% 

[0057] <77-f Xx-f -*£•&£<£ y^3-££;£&> 

±BLtc7 7 4-^4-^lZ£V^^teZ>Jj:&£ UTtis *mm(D7 

<. JJTFO) (a) ~ (c) o 

(a) tr*51 >is£7try>n^077^-7^-i^tc<fcytt^ 
/i. 

^t^ym (tr^x tr 
etf>7M^rFi) JkTfi7Wy& (7^yV, ^7^y> 

, ^?tfy>2, 3. h U7° h7tf^>f) SlHC 

77^7^ - (MH4) £^f£2ffijyji©$lg (77<-7<-il) 

£ElN5£££J:y* ^^77 ̂  Xx^- -^ft£:f>UT^Bj^C^£T i m 

$> Atn£*f%mz&z&fa £*&'&$-tezz^-ezzo 
ft, 77 4 Xx-f faftfr—:££*$&BJiU;:#3T i 

tCSit£ "t±\ ^ y ©^*§&B£tC&£Jlft£$p •"^l+T 33tt tf <fc ^0!l 

x.(i\ k?#^>%fi£7i-isyWk&^^&Mai/Zits 7tfy 
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T£< 

(b) 77 -f -T^-^^t77-f -x-r -$ &WlW£<D 

77<-T< «t y -t± & ̂  

77 -f -x-T(ProteinA, 

P rot e i nG|) ^(D^%R^Z$hZ) T i m^>/^^(C77'f— "T 4 — 

%MTZ>^W. (7 7^-T^-II) £ffl^£o£tC<*:y, E^I£ 

77 -f — x -f — ̂ Jt^rlT LT^^0^(C#'i) T i m $ y 

lift £ 14-£ £ £ tf"? $ So 

ft, 77^f^-il(t ^^tC^SS^tC^^14-Td3<CD^-j!e 

W-efeSo 

(c) iPMT i m#>/f#WlZttT&ffLfa£&$£BM<DT i m^V/^SI 

£©77 4 -=r< -$&-&&& y 

*fgB£lC#£T i ®FLAG^^ 

ft, fiH i s^ f if/Cft, ia H A $ $ irCft, fiMy c -9 V i/ift, irCM B P % 0* 

^KW- irC G S T $ 9*\%W^ irC S t rep (I I) 5'^fifti©77-f-Ti' 

— $ yiZffl'? A nti—TIM4 Antibody (cl 

one RMT4 — 54) (LifeSpan Biosciences#; 

m) m m<o*%mzmzT \ m^>/^ic77'f-7<- diffltt) £ 
(77^-T^-il) ^^77^-T^ 

H$3ft£ttUT*fgBJ^C$£T i m*V/^Jt£*fgBJ3£&££ft££ie£-

ft, 7 7-f *#gBJ^C&££ftlC^;*1±T£<©tf-Jie 

ftj-c£>£0 

[0058] ft, ±§E^)i(Cfc^NT, ^Wmzm&T i 

7 7 -r -x-f 

HR^tc<fcyyS 
y <U\ 

[0059] i m^>/^Ii> 
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m<[f-X(Dm^s llftl mg(C>tfLT, MM o. u 
g~50ju.g% fcFSLOiO. 5|xg~30)xg, J: ^ L < & 1 . 0 ix 

g ~ 2 0 ii g "C £>£><, 

t/c, ^fg0^C#£|Ift;6^^P7oU-h®*I^K 1 ^iJUC^LT, 

jfi^O. 1ju.g~10ju,g%£?^LO£C). 2yu,g~5yu,g%i;1'Jif^L< 

It 0. 5 ju. g ~ 2/A g "CS>i>o 

[0060] <^0T i m|Bft®Jlftft&ilS^t> 

^0^0T i mflft®^ft^&lll^;££s fulB (a) - (c) 

CD^&lCcfcy, *3§0£©T i 

[0061] < (a) 7 ̂  

(a) CD^-eii, iiu§E0*$&H,BlC$£T i m* 

*%mz\%z>T i *fggB£& 

&T i (J^T. x 

& rtr^-^y-fbj T i m^v/^ft 

-^^VlI*t^ft£ffM£l±£o -^s *^0J§M3|Bft(C7ey>II£ 

m§Et£il^£>£) o ?#£ft 

tc*$£BRiZ&2> T i m*V/\°£f|-£tf^Vgg^ft£*fPJ!£#££tt:-

*fgBJ^C#£T i 

> II*t^ft ̂ (D^t^y^t lift - 7 tr v > ll^I^-ft 

^£14"C. *3§0£©T i m|Bft£t#£0 

[0062] -*fgB£lC#£T i m$y/Wn £tt?ym£<D&'& (tt^yWm) 

fu§E (a) 0^)i(Cfcs^T. ^0^(C#^T i m * 

£0i^(is 'j&WteU 

H§I £ ̂ Sl:PS LTfy/WMW*? >*!!$© izvt? T fr o T fc <fc IN 
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)i<hLT(isBiotin Labeling Kit— S H ( ($0 |W]{Z 

XttB i o t i n Labeling Ki t-NH2 ( (ft) 

mizlzM^(Dy°a hP-,Mc§E#6©;fr}£(c^;U£i:^o 
[0063] ^wmzm&T i n g £&-&•$-&M 

f 1 0 n g ~ 1 . Oyu,g% |!f^L<(i20ng~200ngs ^ £f S L < 

3 0 n g ~ 1 5 0 n g Ufo&o 

[0064] *f£B%lzmZT i m * >/\°^Sf(C *&£•;* it* UTtt, 

*fgBJ^C#£T i m^V/^I©SHWSLU0 

[0065] 

-

fu§B (a) *f£B%izmzmte--FWym&'&fc (7t? 

7 ¥*/>&&-&&£ LTtt, 7 ev > £^3 i±fc £-XX&V I' 

^P7°U—k XX&T'f ^P7°U — k 

try > 2 i±/c £-XX&T < £ • 7° U - h, X h U 7° h 7 \LV> £ 

|p^r^-t±/c^-XX(iT-r ^P7°U- hiFUT(i 

, Dynabeads M — 2 7 0 Streptavidin CI (V 

-:E7'fr>t-if'ri>T'f7-f v F G tr—xx suxs^tr 
(#0Jllff®±a) . KttM) 

'Q tl'So 

[0066] *f£B%lzffiZfete£7£:*S>m£(Dli&'&lZ&^Ts m?Ll£*f£BMzmzfe 
Wif^-Xom^, 1 m g 
. MM 5. 0~1 5 0yLtg, fcf£L<&1 0~1 OOyiig, ^JfcftUOi 

2 0 — 5 0 jw. g"e&£0 00*. £ P^U — S©«h 

^ 1 Ox;KC^M^i±-?)77ey>0(Z)M(is ®f0. 1yLcg~10Mg, jf 

j£UOiO. 2yu,g~5yu,g% <£ if L < 0 . 5 ix g ~ 2 u> g ~C'foZ>0 
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[0067] i m 

tz^^y <£ ©incT 

luiB (a) 

fgBJ^C#£T i *fgB£© 

T i m in* *fgB^ 

izmztm-ywym^tezmno. im9~i om9, uju<iio 

. 3mg~5. Omg% <£ £f L < (£ 0 . 5~3. 0 m g ts 

Z&te-TWym&'&tel m g ^tcVfrniZfaZT i m* V/^f|-tr* 

0 ~ 5 0 /i, g % fcf£L<&1. 0 ~ 3 0 /i, g % J; y 

fcf£L<&1. 0-2 0 /A g £ 

• 7°u-h©ii^ 1 o (D^mm^\%^>uw-7^jym%^w 
i 1 . 0~1 OyLt 

g s fcf£L<&1. 0-5. OyLtg, <fcy$?3iU<tt1. 0-2. 0 M g <h 

at 4. 0 °C~ 3 7 °C% fcf£L<&1 1 °C~ 3 0 °C% <fcy$?3i 

L Oi 2 0 °C~ 2 5 °CT\ at 0 . 5 0tP^~2 4 0m fcf£L<&0. 50# 

r^~8. OB#rei y L < & o. 50tr^~2. o^jsj&s-tt. 7k> 

ctuc^y, 

-a^Stis ~fcWR(DT i mfB{Wt#£>tl£0 

[0068] ft. -mz, *%mzmz>$m-7 ̂ ^ymm^wt^wmzmzT \ m 

- tr* ̂  ^ i" ̂  B^ (c m & in* •- 7 tr y > 

[0069] XftrnzmZT i 

Ttt. *f£n%lzmz>T i 

<t<. flutfp H I. o~8. o, 

fcf£L<&7. 2 ~ 7. 6(cMSH'Effl£^'t£3fSi5S (flUtfP BS, T 

BS% HBSI) t/c, u 
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Ttt, af5. 0 ~ 5 0 m M% L < 1 0 ~ 3 0 m MCDlBHfr 

N a C I }j§Jt&at 1 00~200mM% L < & 1 40-1 6 

0mM©!BHfre>ig:i:3iiR£ft£o 

*f£mzmzfefa-7wym& 
IZ&ZT i 

, Nac i#©im Rfinsi. w&wm^zn 
L"Ois 0!]*J£T we e n 2 O^FA^Nf 

znm^mxDmmss ato. 00001 ~o. 2%, ajsuaiato 
. 0 0 0 5-0. 1 %-e&£o ft. £ft£>©^lC*fgBJ^;:#£T i m^> 

r*fgBJ^C#£T i m^>A 

<7 m- tr* 51 £ BSiBf &&o 

[0070] — fulE (a) (Dj5)HZ&Z>^%m(DT i 

fu§E (a) *3§0,B©T i 

ffl z. <£ 1^0 

SI liu§E©*3&0,BlC#£ T i m$yAtW(Dm^J5:,t;lZtjtl\ &f%B%lZ 

#•2) T i m^ yA^W&WMk~$ So /^lNT\ Biotin Label in 

g K i t - S H ( ($0 mizm^Wftpfr) s Biotin Label i 

n g Ki t-NH2 ( (ft) lzmtt<D?n h=l-Jk Xtt 

^§B£UC#£T i m^> 

*fg0£lC#£T i 

ilpft^at 0. 1 m g ~ 1 Omg, ftf^LOiO. 3mg~5. Omg 

. cfcyifS L< £0. 5-3. Omgt ^|C#5T i m^>/^g-

kT*^ V^^te£*fg0J^C#£Stt- 7 ¥Vym%-£W ImgS/cWl 

0£lC#£T i 1 . 0 ~ 5 0 /i, g % $? 
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SLOil. 0~30yLtg, cfcyifSKttl. 0~20^gtftM 

XtipH 7. 0~8. 0,$fSU<ti7. 2~7. 61C 

i >/\°^jf-

£}§;$) I|50ML~1500ML, $?£U<tt1 0 0 

ML~1 000/XL, J: yjfS L < £2 0 0 u> L~5 0 0 p. L 

% ifif4. 0 °C~ 3 7 °C% fcftLOil 1 °C~ 3 0 °C% <fc y i?3i U < 2 0 

°C~2 5°CT\ SfO. 5^FI~2 4^ #?£l,<&0. 5 0^f!~8. 0 

0m <fcyifSL<tto. 50tr^~2. O0#^£j&£-t±\ *wmzmz>$m 
-7]dVy^%.'nW^(D7]d*Jy%.t^WR\lz\%Z>T i 

if0|0T i m}B 

{*^^#•2)0 

4 ^P7°u-h®*Il=u 1 ^xi^fcy 0*fg0Jl(C 

O-IOjLtg, afSKttl. 0-5. OjLtg, cfcyjfS 

U Oi 1 . 0-2. O^gMTSM (mtfUtlWc. Xttp H 7. 0 

-8. o, fc?£L<&7. 2-7. * 

3§Bj§(c«T i 1^5 0 

ML~300MU lffSU<tt50JLtL~2 0 0|xLN <fc y if S 1 0 

0ML~2 0 0/iL^^»t, at 4. 0°C~37°C, t&£ L < & 1 1 

°C~ 3 0 °C, J: y u£ L < 2 0 °C~ 2 5 °CT\ MM 0 . 5 0|^~ 2 4 0#^ 

, &£L<&o. 50trBi~8. 00m <fcyifSu<tto. 50^-2. 0 

— T7 tfVy*<D7Wynt*fg 

smc^T i m$y/wn 
Z> <L t. IC <£ y „ ^^B^CDT i 

[0071] < (b) 7 7 4-T4-$V)l7-? 4-T4 

77-f-f-f j: y 1± -5 ;£";£> 

(b) ©;£&-?&, Sf, tulB©^B^(C#^T i m^y 

mzfitl^s 77 -f — "T -f — $ T i m *? yA^WttM 
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Mt& o -15s 77 4 -T~4 (77<-T<-

tlft) *3§0.mc#£fI<*-7 7<-x<-

(J^T. ^771-7-4 

izmzfeto] tmrnTzm-sftfoz) 0 %btitc*mmz\%z>m*-7 7 4 

—714 —$%}M%M'a$:tl77 4 —714 --9 T i m^> 

^%^Z\%Z)$RW—7 7 4 —T- 4 —^WWLiiW$i(D7 

7 4 —7-4 ~^Mt77 4 —=7-4-W*kMtZ>^W^Z\%Z> T i 
J7%.^G)77 4 — 7- 4 — $ V t. ̂ rlnn" ̂ 1±s Jifls — 7 7 4—7-

4 —^ffUcH^ 77 4 — T- 4 — $ V *&M~t T i m^yj^^P 

Xs *$m<DT \ mgwttmzo 

[0072] -^KCiSfi^-77'f - ̂ 4-^mn^W-

ftllS (b) (DjjfelZfctf&s — 77 4 — 7~ 4 — 

oTIiliUTfc <fcl\, *%mizm&$Bfo-7 7 4 -yL4-^W^Wt LT 
tt, 0!J;Ltf, Protein G tT—XXttV'T £ • 7°U-h 

, Protein A £ £ tt fc tT-XXttV'T t • 7°U- ^ 

tis rb"!&(Dt(Dh LTtis Dynabeads Protein G (V~ 

=E7 4 V vt-"t'f XVx'f 7 4 V 9%±Wz) s Dynabeads Pro 

tein A (+J— =£7 4 V —+M x>x< 7 4 v 9#M) . F G kf— 

X Protein G (#0JII|f^M) s F G kf-X Protein 

[0073] Z7 4 —7-4 —^Jt £(£>in*n (C IN Xs 

}H*1 m g ^g|^tS77<-T^-»i^ LTfciU 

tttft:-X©Ji£\ jit 5. 0 ~ 5 0 yu, g % fc?£L<&1 0-5 Oyiig, «fc 

yifs L<(i2 o~5 OjLtg-efe^o ^P7°u- K 
CD*I^ 1 ^xJKCgtt^tl,77 -f -T-4 ~^W(Dwte, If 0. 1 |x g 

~1 0ju,g% £PSU<t£0. 2yu,g~5yu,g% J; U U < & 0 . 5 ju, g ~ 

2 yu. g T,^)'2)o 
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[0074] — 77 -f — rr -f —7 7 -f — T -f ^£ 

ftllB (b) ©^ICi^T, (&3&0.B £#£}!{*:-7 7 -f 

cH*£ 77 -f — x-f — $ ?T i m^ Jt<h(£>$•"• 

£<fcy) T i m in* <fci\, 
m-yy^-T4-®W 

Ipft^IlO. 1 m g ~ 1 Omg, if S L Oi 0. 3mg~5. Omgv 

<fcyi?£ L< £0. 5-3. Om g £, *;pg0^C#£|I<*-7 7< "xi'-

^K^I'a 1 m g ^fc y 77 -f — x -f — $ VT i m^ 

>/^SC£®f1. 0 ~ 5 0 /x g s if£UO£1. 0 ~ 3 0 M. g s <fcy$?t; 

L < (i 1 . 0-2 0 M g *fg0^C#£|I<*^T^P7°U-

hCD±§ci\ 1 0 xJU^/c y ®^^0^(C'f^'2)f0'f*— 77 -f — x -f — l^ltlSnH* 

£77 -f —x-f — •£ T i m^ 1 . 0 

-10^9. if S L < & 1. o ~ 5. o m g s <£ y if t u < 1. o ~ 2. 

0 *tg 4. 0 °C~ 3 7 °C% if£ L < & 1 1°C~3 0°C, 

<fc y if S U < 2 0 °C~ 2 5 °CT\ mn o . 5 0#H~ 2 4 0m if £ U < 

0. 5 0tr^~8. 00m <*:yifi; L<&o. 50^-2. o^sj&s-tt 

% #•?>£§•(* — 7 7 I'-j'f —^JtUcH^ 77-f-f-f-^^' 

i *f§0£(Z)T i mji^^f 

*2) o 

[0075] ft, HKIC, tulB (b) *Sg0J^C#£iSt*-77 4 

J —%}M1Mn'fo£7 7 J <f —f i m^>/^ 

If —77 -f —X'f -ilil'pfti:77 -f —x 

^-*^£^"r£*fg0J^C#£T i 

-t±£ d <h tc J: y tT^bti'So 

[0076] 77 -f — x-f — $ T i m^ >/Jt"a^1+£ 

Mi: UT(i, 77<-x<-^£^i-t£*#g0.mc#£T i m^V/^ft 
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. 0-8. 0, if£L<&7. 2-7. (00*. 

tfPBS, TBS, HBSI) tfmfbtlZo t/c, 

SMUt-h LT^ iit 5. 0 — 5 0 m M% if £ L < 1 0 - 3 0 m M©IB 

NaC liMlilil 0 0~2 0 0mM, if£ L <& 

14 0—1 6 0 m M(Z)|5HIAv'Q3S^3liR^ tl£0 

t/c, 77^=TL'f-*?>£^-f£*fgBJ^;:#£T i m 

$ Z>$}&£^$£BMlZffiZ>}Bfo—T'7 -f —x -f — 

T7 4 -f i 

— 77 -f —x -f —:iSlp'ftihCDlp-n mT'&tl 

litis Nac i rnvm^s mmt 
tlTlNT L"Ois 0!]*J£T w e e n 2 O^FA^Nf btl 

, 77 <{ —=r< -$'?%£T2>*f£n%lZ&2>T i m * 

jito. 0000 1-0. 2%, iftL 

OijitO. 0 0 0 5-0. 1 %-efeSo ft. ctlf)0MC77'f-f'f 

-*^£^-r£*fgBJ^C#£T i m^V/^I4i§®Lfci§)S^ T77< 

=T4-$v*mt2>*f%mzmzT \ m§Bt& 

[0077] — fulB (b) CD^ICJ:£*^B,BCDT i 

fu§B (b) ^^©T i 

m 7L <£ l^o 

£fs ml?,(D^%mz{%Z> T i 77<-

fi m $ 

ix^Xs *%mizmz>$B^(:i5^-7 7<-

7<-iIIpMIlO. 1 mg —1 0 m g % if^LOiO. 3mg — 5 

. 0 m g % i: y if S L < (i 0 . 5 — 3. 0 m g ts 7 7 -f — x -f — 9 

TT i m $ yJ^'OW^^%^Z^h^>^.W— 77 -f — x -f —:^ 

llpftl m g ^/c y 77 -f — x -f — $ T i m^> 

/^ft£jit1. 0 — 5 0 yu, g % ift L Oi 1 . 0 — 3 0 yu, g % ^JiftL 
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Oil. 0-2 P H 7 . 0-8. 0 (D 

77 -f — x -f — $ T i 

I|50ML~1 500ML, if£L<&1 0 0ML~1 

OOOjuU <fcyjfSU<tt2 0 0jLtL~5 0 0jLtLi:^M^14-. ®f4 

. 0 °C~ 3 7 °C% if£L<&1 1 °C~ 3 0 °C% «fc y if £ L < 2 0 °C~ 2 5 

°CT\ ato. 5 0^-2 4 0m if£L<&o. 50^-8. 00m <fc 

yiftLOio. 50tr^~2. 00m *3§0.mc#£i.i<*-7 7<-7^-

im^4'©7 7'f -T^-llt77^ IZ 

i5T i *fg0£(Z)T i 

*fgB£lC#£iSti5tfv>r ^P7°u-h©ii^ 1 OxJU^/cy ©*fg0J^C 

#£ Jifa — 7 7 -f —x -f —7 7 -f —x -f —9 V 

^tUiWSTim^V^SI. 0~1 Oyitg, if£ L <& 1 . 0 

~ 5 . OyLtg, i;yiftL<(i1. 0-2. 0 M g (flUtf*! 

XttpH 7. 0-8. 0, if£L<&7. 2-7. 6lzm.ffiftm* 

ttt5i§)S) If50ML~3 00ML, if£L<&50Ml_~200M 

U i;yiftL<(i1 00ML~200MLi:^M$t, ®f4. 0°C~ 

3 7 °C% if t L < (i 1 1 °c~ 3 0 °C, J; y if £ L < li 2 0 °C~ 2 5 °CT\ ® 

to. 5 0tP^~2 4 0m ifSLOiO. 50tr^~8. 0 0m <fcyifSU 

<&o. 5 0tr^~2. 00m *&Bmzffi&m#-T7'f=-T'r-y!im&& 

ft^©77-f-•r'f —*$)Jf <h 7 7 -f —x -f — $ Vtk^TZ>~fc%^ZtiikZ> T i 

m *? y H.tfKDT7 -f — x -f — $ ft. ̂rip"n ^^§B|]CDT i 

t#£o 

[0078] < (c) *fgB£©T i m*V/^ft£ttT£iiite£*fgBJ3©T i m 

li:©77^-T^ -i^c <fc y 

[0079] tulE©^0^(C#^ T i 

i5T i *fgB£lC#£T i m^V/^ftlC 
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(J2TK r^T i m^j 

%btltc^%mz\^^B^-^l i T im^> 

/<<7M£%&f&$1±~Cs i vc\$K{^%SW^(D T i m 

* >AtWlzttTZ#ite£*f£Wlzm2> T i &$££$•&&£ 

*f£BR(D T i mJSft£f#£0 

ft, ±mz&^T, *ftmz&ZT i 77<-r< 

i (T i m £ > /i$ W<D7 $ ^ lflB?iJ 17 7 

* -X<-$<7<DT5. JWfflfr&MT&tyAV'g) $K 

T i T i m* >A^St£!&s$-t £irift (T i 

©7$yiiiB^y^s^x*>/^ggB#£i£isrr£in;tiO "et, 77^-f 

< ~9 <f*kWMt%>$KW (77 -r -x-f-$<f(DT< < ^> 

<£V,\0 t/c, 

T i m^v/^st Its 77-f —•Xf —i m^>/^ft 

(T i m^>A^ft©7$ y$SB5U©^JbN£>&&*>/^M) 

(C(i, irCT i mi/Cfts<h UT&x T i m $ y%>$KW (T i m^ 

>/<tw<DT$ yiti3^j(ca^< ̂ >A^sts^£§^i~£J/c$o £{£si~ 
titf <fcv,N0 

[0080] i ttttftrnzmz 
fiift) -

fu§3 (C) CD^";£(C£^t, ^#gB£UC#&JI{*-JjiT i mKf^S^rf*£L 

xtis ^&fS^i£i§:t!iSLTf;£(c^Tii 

iLTtxfc^o j^%^Z$k%>$BW-$KT i UTfis 0IJZ.I& 

#[F ^P7°u- k trCF LAG^^ 

tf—XX&V-f ^P7°u— k }/LH i s f 

1+fc^-XX(i7^^P^L' - k £tGS T f ?&££-$1±fct?—XXteV 

-r^P7°u-k i/tMBpttfctr-xxte-?>r^P7°u-k 
#iH A*^£^;*t±-fc£-XXliV>r ̂ P7°u- k 
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^P7°U-k SSt rep (I I) 

fetr-XXttV'T ^P7°U-k JrCT i 

^P7°U- h^#Hf£>tU JrCD 

YKDDDDK-57 ^ttfiB^kr-X (iD^iHI OHO M) 

S o 

[0081] tulBrotrCT i mtn;^©a5fetC^lNTtt^tCPS^^n^lNo £tc. #'J £ P 

-i-)l^KWXtzE 7 ^7 P —^UirCft-C fcfaft'C fc P —f JUtrC 

{*©Wift U^o S/c, tulBrotrCT i m 

ST i m^w<o 
fuEECD® l) 

[0082] S{*£i/LT i mi/L'f^.h(Z)|p-n (C33lNTs 

£-X©Jf£\ *SgB£fc:#£iiti; 1 m g tm^teZ^mnizm&T i m$ 
yAOmzttt%$KW(Dmt LTtis &%m(D^J5)£RX?*W%(Dy££J5 

jit 5 . 0~50/xgs if S U < (£ 1 0 ~ 5 0 ju. g s cfcU 

if£ L<&2 0~5 OjLtg-CfeSo *SgBJ3£#£i!tetf-7>r£pXlx - h® 

<h $ 1 0 xJKCs jfif 0. 1yu,g~10yu,g%if^L<(i0. 2 yu, g ~ 5 yu, 

g, J: U if S L < W: 0. 5/ig~2/xg T'^> •So 

[0083] — — iiiT i T i 

St <£ ©$•*•" 

tulB (c) 0^")ilC35V/NTs — #[T i m ^ 

fgB£lC#£T i m$y/OMtm%£>lZ£V*mm(DT i 
<h LT(is mz.tt&TfDljfetf&tfbtlZo Wt>* *fgBJ^C#3£l$^lf-

X(Z)ii*n"s ^^§BJ3 fS.'f* i/L T i irii/L't*^S'n''t*^jfif 0 . 1 m g~ 1 0 

m g v if£L<&0. 3 m g ~ 5 . Omg% <fc i?3i U <tt 0 . 5~3. 0 

m g —if/CT i m1 m g ^/c U 

T i m^V/^S^III. 0-5 O/xg, if£L<&1 . 0~30jiig, 

<fc y if £ L < 1 . 0~2 0 jx g ih *fgBJ^c#£jatetf V>T <7 
P7°U-h©*I^K 1 £xJU^fcy©;fc^B|Uc#£iSft-in;T i mtrC^^-g-
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mizm&T i . 0-1 OyLtg, 

. 0-5. OyLtg, cfcyifSUOil . 0-2. 0 [Jig tltmmtes ifit 

4. 0 °C~ 3 7 °C% fc?£L<&1 1 °C~ 3 0 °C% y U < 2 0 °C~ 2 

5°CT\ SfO. 5HFI~2 4^FI, &?tL<&0. 5 0^-8. 0 0m 

<fcyifSU<ttO. 5 0#F^~2. O0#^J5J&£14\ *fgB£lC#£i!ti5-tn;T 

i i mirC'f*£^^B^(C#'?) T i t^lpp 

£14\ ^B^©T i m4j0<*£t#£o 

[0084] ft, — tulB (c) *fgBmc#&|I{*-J/CT i m#C 

trCT i i 

£ £ icj: y frfoftSo 

[0085] *fgB£lC#£T i *fgB£lC#£ 

7j<. m«pH7. 0-8. 0, fc?£L<&7. 2-7. 

"T£i|gffi>$ (iitt'PBS, TBS, HBSi) T^Wbtl^o Sfc, d*I 

LT(i. Il5~50mM, L<& 1 0-

3 0 mM0|5H3b^iSl:]14R^n, N a C I }j§jt&®f 1 00~200mM 

s ifS L < 1 4 0- 1 6 0 mMCDtBHfr^i&tji^ftao t/cv Z.(D)% 

*fgB£lC#£T i m*V/^ft£^t'£M£#fgBJ^;:#£ja 

ft-trCT i #3§BBlc#£T i 

i m^tf ft m T' & ft0]*J£' 

MMs Naciiosn, i%m#js msKm^ztiT^Tt 
&l\ Wli: LT^ MTwe e n 2 0#tf#tf£>ft, 

B^(C#'i)T i mifi 

to. 00001-0. 2%, fc?£L<&®f0. 000 5-0. 1 %-?& 

So fts £fte>©MlC*fgBJ^;:#£T i 

r*fzmzmzT i m§3-t£*i^&£0 
[0086] — ftllE (c) (Dj5:&lZ£Z>^%m<DT i 
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jtuiE (c) (DjjfelZ&tfZ. i 

m %.l£i2kT<0'J5 & 

Sf\ fii§3©^fgHJ!UC#£ T i V/\°^ff©lJIIS^73}£(Ct&l\ 

i5T i m^y/^iriltSo *fgB£(C$£3Sf*:j&<kr-XGDif 

n\ —iriT i 0. 1 mg~1 Omg, 

fcFSLOiO. 3mg~5. Omg, J; y £f S U < it 0 . 5~3. 0 m g £ 

s i m#>/itnz*§£mzmz&&-%iT \ m&&&<&& 

Img^fcyifl. 0 ~ 5 0 M g , L < It 1 . 0 ~ 3 0 *t g , J; y $f 

SKttl. 0~20^gMTSM 0!J*.tfp H 7. 0 

~ 8 . 0<Dmffifo^*tZ*§£Bmzmz>T i il 

f 1 00-1 000M L, ^SL<tt200~5 0 0/iL^g^t, 

4 °C~ 3 7 °CS &£UO£ 1 1 °C~ 3 0 0CV J: y U < It 2 0 °C~ 2 5 °C 

•e. 5ito. 5^~2 4^, #f£u<&o. 5^-8. 00m cty 

£?£L<&0. 50#f^~2. O0^rasj^^i±, i m 

T i if0|©T i 

*SgBJ^C#£iHftjb^7<f ^P7°U-h©*I^ 1 2iJU^fcy©*fgBJ^C# 

SS^-trCT i mm^U-SWt^mzm&m&T i m^V/^n . 0 ~ 

1 0 jLt g , Sf S u < 1 . 0 ~ 5 . 0 fM g , «fc y U < tt 1 . 0 ~ 2. 0 

ix g ttt5i§)S (0U Xtt P H 7. 0-8. 0. $f 3i U <tt 

7. 2~7. 6 T i m^> 

I|50^L~300/xL, B 

SU<«50jLtL~200jLtL% <fc y $f £ U < & 1 0 0 jit L ~ 2 0 0 ju, L £ 

t±v iit4. 0 °C~ 3 7 °C% £?£L<&1 1 °C~ 3 0°C% <fcyjfg 

L< £2 0°C~2 5°ct\ ilfO. 5 0^-2 4 0^ ifSLOiO. 5 0# 

^~8. oem j;y^L<(io. 5 0tr^~2. 00m ^wsizm&m 
ft-77^ - T<-iII^©77< -T^-IIt77^ -* 

^£^1"£*fgBj^c&£T j m^V/^S^077^-f^-^^i:^ 
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T i 

[0087] P#*(C <fc y £ H" £ $£> 

LT&, EfoyMU(Dl5}£lZti£^s i 

*fg0£lC&£T i m^>A 

* m. t *%m izm * in* £ i\ 
[0088] *%mzmz>T i m$y;<tnt*%mzmz>m*t(D&fo)&!k£Lx& 

, ®f2°C~3 7°C, fc?£L<&40C~1 TC-e&So 
[0089] *fg0£lC#£T i m$y;<tnt*%mzmZ>m*£(D&fo^m£ LT(i 

. 4 0tr^~480m fc?£L<&i 2 0tr^~2 4 0t^-e^^o 

[0090] *WmzmZ>T \ m$y;ttntbTte, *fPJ3lC#£}0fttfe-XCDif 
*3§Bmc#£|I<* 1 m g £&M£tt£*f&BJ^c;#£T i 

fitt, 51t 5. 0~50M9S 0-50^9^ J:y^L<(i 

2 0-5 0 yu, g -e&£0 ^P7°U-hOtf^u 10 

T i m ^ ifif 0 . 1 yu, g — 

1 Oyu,g% fcf j£ L < & 0 . 2yu,g~5yu,gN d; y fcf j£ L < & 0 . 5 yu, g — 2 

M g "e&'So 

[0091] fts -®(cs ttiiB^0fl(c#^T i m$yAtnt*mmzmz>$mt(D 
mmmmte, *mmzm%T \ mtyAtwz^tz&%i£*f%mzm 
z>$mt o £ iz£ y 

[0092] *f£BMzmz T i *fgB£lc#£ 

T i m ^ > / \° ^ g ft^ i± ̂  t (Z) T ̂  tlcJ: < , 

7X. 0!la.tfpH6. 0-9. 5, $fSU<tt7. 0-8. 0 

(WxtfMO P Sft^CD^v KMSi5t. PBS, T 

BS, HBSI) tfmibti&0 t/c, L 
Tte, 115-1 OOmM, fcftLOil 0 - 5 0 m MCDlBHfr 

£tU NaC I ^iM5i|^0;MliIi1 0 0~2 0 0mM, if S U < 

& 1 4 0- 1 6 0 mMCDlBHjb^i&tg^ft^o 
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tis -< Jio* £(o£ 

$>tll£s $J*.lillv NaC I ^©±klls ^liS'KJ, 

[0093] #fgB£l;:#£T i 

. mm%miz&yt^^tez>?3&(Dmi*m£UT&. 
m-fbtiZo 

ffiZT i *fgBJ^c#£}tt*:tf tT-XCDii 

*f£BMZ&ZlBfa 1 m g IZS T i m^>/^l^I|5. 0~50jiig 

, if£ L < tt 1 0 ~ 5 0 IL g , <fc y if £ L < tt 2 0 ~ 5 0 fx g 

($jx.tiitm*. m(ipH7. o~8. oommw.^*izizmzr 
®50ML~3 00ML, if 3i L < tt 

50yu-L~200yu,L% J; y ift L < £5 0 y. L~ 1 0 0 fx LgM^t, % 

<7U-?\/-h©if^1 OxJUC, T i 

0. 1 ix g ~ 1 Oyu,g% if^LOiO. 2ju,g~5yu.g% <£yifS 

u < ti o. s ixg~2 ixg^mt&wfa mz-ispHi. o 
~ 8 . i m^>/\^l^MtSi§!S) % 

51^5 0 *t,L~3 0 0 JLI,U if^L<ti50ju,L~200ju,L% <fcy$?SU 

<tt5 0/iL~1 OO/iLf^t, Sf2°C~3 7°C, if£L<&4°C~ 

1 1 "c-eiit4 Btra-4 8em ifs u < ^ 1 2 mm- 2 4 tt, 

*f£B%lz&Z>lafo£*f£B%lZffi2>T i m ^ 1±£ d £ (Ci: 

y. *3§B£(Z)T i 

[0094] i m|S{*(Z)Mli> 

fulB©J:9 IZ LT^t>tltc&f%B%Q)T i iSt ZLCDftUTfrtoft 

-5 7°P y > ̂ SUCft 
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[0095] fulE©i:9 IZ i 

<, *fm<nT i mii 

<£ y )9t/$~<t (iilTs rgfc&^j <h B§HE'^"'2)i#*n 

[0096] ^smci^in^ LT. mmt&0 

SI tulE©i:9 (C LTt#^tl/c^B^(Z)T i 

h3>^>K(Cf£SU I^]?:ffll\tfi[:^lB|©T i 

zmfLs mnt&o "torn. fu§E£^*mcfu§E#^£. 
(cissu mti*mv-cwmiz*f%w<DT \ tu§5#^ 

<&^C]^i;Ti&0£il<J^UT-3Tt 

<fcl\, L"a£. *3PB©T i m 
£telC£tt£*fgBJ^C#£T i m$yAtnt*W%(D$8fo£m%£ilzBW 
%^?Lte\,^fa-e$>ti&^tn-e:b£<s ^PH7. O 
~8. o, ifSL<(i7. 2-7. eizmmwrnzmtzmnm cmtfp 
BS, TBS, HBSI) tfmfbtlZo Ztcs Ztlb(DM.Wfe*(DM.W#\ 

)jiS£LT(i, I|5~50mM, U £ L < tt 1 0 - 3 0 m M©!BHfre>ig 

N a C I }j§jt&®f 1 00 — 200m M% L < & 1 4 0-

1 6 0 mM©!BHfre>ig:i:3i^£ft£o *$&BJjUc#£T i 

m*.&11 
m* NaC 1#©^ MS'M. B&H&k 

0jiliTween2Of^Wf)tl, 

at o. ooooi~o. 2%% us L < &a 
to. ooo5~o. 1 %-efe^o 

[0097] *fgB£0T i mjatefeElNfttf, -f 
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[0098] <6. um^commMn^mx&o-()isxmm?5)£> 
)\sx%%mtz>?5)£ (J^T. r^mm^L 

(1) limci^L/cT i m$y/OW£UH* 

tomtitUiiTs r^{* 

MISJ tV&UTZlm'&tf&Z) 

(2) mm-£wt.n,mt.%ftm.tz>T.i& UMT. ri^Miiij tm 
mr&m -&&$>%) 

&i<o\/7>%$mTz>T.m. (i-^Tv mmxmi t&BTzm&tf&z) 0 
[0099] <6 - 1 . 

tDUisOAUyfefeTs T i 

urn ̂  mm ̂ nt^x o 4 )v * t m%t>w & $ 1 
[0100] <*mm^mz>mn> 

)V7s^Mr^m 

1tA<S>i>:fc©©^t*ti"eS>oT:fc<fc^0 2i^B§(c<(££S&|sU£s £{*(C®3fcf 
£fc(DVts -f JU 

JM, Pi)Ss i, ?L>+> ^TK* 07jc#©^>ft% 

tfmfbtiZo 

UT&, *#PE£#£^^flg/j\^xt£rMJu:*£££&^"CS§ 

Ji^Cifc^L/cT i 
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H 7 . 0-8. 0, ^L<(i7. 2-7. 6 IzMffittm £*£»>$ ( 

iili'TBS, HBSi) ft. U >!£/<>> 7 7-(iiJk> 

S/c, 

MSMUt-h LT^ I|5~50mM, L < & 1 O~3OmM©iB0 

N a C I }j!Jt&af 1 0 0-2 0 0 m M, $?£ L < & 1 

4 0—1 6 0 m M(Z)|5HIAv'Q3S^3liR^ tl£0 

zatefctpizizs mmzm^LtcT i 

c i rnvm^s mmt nm 
LT^ MTwe e n 2 0f^W£>tU mt^WmzmZB 

to. 00001-0. 2% lUSKttatO. 0 0 0 5-0. 1 %V$> 

5 o 

[0101] <t>)lis0 A-f ^">)jiS • 

£1±£0 *fgBJ^C#£T i 

[0102] *fgB£lC#£T i 

ato. 5-100 

mM% L <& 1 . 0- 1 0 mM, J; y$?£ L < (£2. 0-5. OmMT 

«)5o fts i m$>Atn£*f%mzm2>um*<Dmmftm 
frmzuzo4IP*>. 
^ l&mtiW % #S£f 2>T.WZttt$.~Z(D% t Z )£$. ̂  IZ l£s 

tu IB LfctiD^ }ml£(DtJ tf&W V&Z Z tttW? £Vt,&^0 

[0103] t/c, M7Ll£i&lbtl)lis 0 A 

* TKIt'fb tui/i/OJx* m.WtfrMtiJi/i'OJx* BO it tu\z5/0Jx* ^iktui/is 

OA, Bflg&j A# $? S L < ttikiktiJli/ 0 A, 
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ti BO it tUli/OAUfoV. ti)lisOAs % 

[0104] ft, i )vx 

UTtt, -jM 

i m$yA<7W£*f%mzm%rn.w}iw&*<Dm&ft 
G1/.M&X& 0 4 )lXt >>j§Jt ̂ ±1B L /cl5 

IS £&z> <£ 9fC\ iPI®T i Mm. *fgB££&£ 

T i 

>$£, S/c, *$&BJjUc; 

juxt z> m® ±> juts 0 A -i x u tcwm £ & & j; e> ^ 
H£^§>$£*fgBJ!©T i m|I 

ti / IZ {& Z> Jlft £ >!"• 

LT(£, fu§B©*:PgB^C#3«^ 

(;^?X&M) ^*§-e&<<J. JM* 

0!lH t PO ^H"C <fo •!> o 

[0105] <tftft©fi> 

*fgB£©T i m^V/^gl yLgtm^teZ 

^0ltUtlt IiO. 1 ~ 1 00m I s L<(i0. 1~10ml 

, ^^JKtiO, 1-1. OmlffeSo 

[0106] <;^jt> 

*fgB£©T i 

LTtt, ®f4~3 7°C, SfS 

L Oi4 ~ 2 5 °C% <fcyjfSU<J£4~1 1 "CffeSo 

[0107] <0#^> 

*fgB£lC&aT i m*V/^f|£gim£©&M 

0#ra£UTl£. ItO. 5~2 4^f|, $?£U<ttO. 5-80^1 <fc U $? 
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SKliO. 5~40tfg-££>£o 

[0108] (1 - A) M©T i 

(Wt>. T i 

-&) (1 - B) *fgBJ^C#£T i m*V/^M£*#§B£lC#£}Sti5££ 

ffl* Izm^Z^GtCD 2z>(Di§'&lZfttf btlZo 

[0109] < (1 - A) [Z-D^X> 

(1 - A) i 

x&0'nu;*££&M£i±T. *f&Bj§ic#£fif*(c^LfcT 

i ax "Fx r 

tmBtzmstffcz) &Mm$-t£zj3%~e&z>o ( 
1 -A) IZ&^Ts tDbisOA-IXy&s *m%(DT i 

. *S&B£IC&£T i 

UU^iZtD\s^> 0 A-f ^§B£UC#£T i 

V,NT <ja\, 

[0110] -*f&Bj^c&£^N-GDfi-

(1 - A) (Cfc^T, *SPJ3©T i m}B{*1 

LTIt a^O. 1-IOOml, &SL<ttO. 1 - 1 0 m U J: y $? S 

L < «0. 1 - 1 . Oml T?&£0 

[0111] 

(1 - A) *S£BE©T i 

LTtt. a^4. 0 — 3 7 °C% &JL<tt4. 0 - 2 5 °C, J:y^L<(i 

4. 0-11 °ce&£o 

[0112] 

(1 - A) IZ&VTs M(DT i 

)\sX) £©^M0tr^£UT^ ato. 5-2 40m $?su<&0. 5-

8. 00m cty^fSKfio. 5-4. o&r^-e&So 
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[0113] T i 

(1 -A) -fcWR(DT i LTlt ^§0£UC#£*t 

^M^tSMiSlmL^fciJIlO. 1 — 2 0 m g % 

0. 3—1 Omg% ^ fcFS L < & 0 . 5~6. Omgt'ifeSo 

[0114] - 1 - ACD^ftflU-

(1 - A) *fm<07 i m|B 

0. 1~20mg> |ffJL<(iO. 3~1 Omg, Jl<(iO. 5 -

6. Omg £s 0 

5~1 OOmM, jffJKlil. 0-1 OmM, <fcy$? 

JL<(i2. 0-5. 

. *3§0£© T i mgftl mg^fcyitO. 1 - 1 0 0 m U IffJKliO 

. 1 ~i om u cfcyifsuoio. 1 ~i. omi (Dmn£%s at4. 
0-3 7 °C, &JL<(i4. 0-2 5°C, J:^tL<(i4. 0°C~1 1 °C 

. atO. 5-2 40m fc?£L<&0. 5-8. 0 0m ^JfcfSLOi 
0. 5-4. O0#F^£M£1±T, *f£mz&ZfemzH&<&Lt£T i m$>/< 

[0115] < ( 1 - B) (C-^T> 

d - B) *fm<07 i ™$yAtMt*wBizm&mi*t$:m*iz 
o *fgBJ3lC#£T i m ft £*fgBJ^C#£ 

J0 £fe~j7 ~P -f — 7~ -f !•*•" U X !•*•" ̂  "t!r •?> J^l~F (D {1 

B — i ) % ( 1 — B — i i ) % Xtt (1 - B- i i i ) ©J; 9 lZttl&£ 

O 

[0116] (1 -B- i) *fgB£CDT i 

-rJUX £ a 0A>T*>©#S"F-eiti0#tcgM^ 

•ttT. 
[0117] (1 - B- i i ) ^0^0T i 
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*%micm&£JFMS-tt 
S o 

[0118] (1 — B — i i i) )\s*t 

Xs 0 

[0119] - ( 1 - B- i ) (C-^NT-

(1 - B- i ) *fgB£lC#£T i m*V/^ft£*fgB£lC#£iSti5£ 

-rJUX £ oA-r^>©#£T-e^0t 

/7ft) -77<-r^-iS- (*fgBJ^C#£jStiO ] 

77<-T^-|1^ LTSWC£fffltt£^-t£2 

-J©77^ —=r< 

BRlzmZT i m^V/^ft (77^-T^-ilSS^T i m^V/^ft) £ 

51 ̂  CD 7 7 < — X'f —^S^ip-n L /cls-f* (77-< —X -f —^ftlcTn III*) 

BttCiSM^'tirTs 77 -f — x -f —:^ftlcTn T i m $ VA^ft^CD^^B^;:# 

•2> T i m^>A^ft£«^fll/JxJ®X&0^,'UX££i£l^1±££^C, 7 

7 <-tlftl^T i m^V/^1^077^-T^-ili:77^-

-t)fti^I{*^©7 7 < 

(*fgBJ3lC#£T i m^V/^ft) 

-77<-r^-iS- (*fgBJ^C#£jStiO ] fre>&£*fgBJ^C#£^ 

l*£JFM£i±£o 

(1 - B - i ) (C£^Ts ilJky^A-f T i m^> 

®M^1±£Pi(C#££l±ftt£<U\ *fgB£lC#£T i m^>A 
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i5T i 

[0120] -^wmzm&mmom-
( 1 - B - i ) IZ&^Ts *f£mz&ZT i 1 At 9 

te&mnvmt un*. ato. i~i oom u ^SK^O. 1-10 
m u cfcyifS L< (£0. 1-1. Omimo 

[0121] -*fgBJ^c#£T i m$yA$W<DM-

(1-B-i) IZ&^T. *^BJjUc#£T i UTtt, 

mL^fcUI^O. 0 1-20 

Oyitg, fc?£L<&0. 1 5-50/ig, J;^tL<tt0. 5~2 4jiig 

tfeSo 

[0122] -*fgB£lC#£iSti5©fi-

(1 -B - i ) iZ&l^Ts &f£VRlZ&2>#ifo<DM£ LTtes 

mL^fcUItO. 1 — 2 0 m g % L < 

(£0. 3-1 Omg, <£ y fc? S L < & 0 . 5 — 6. Omgt'feilo 

[0123] 

(1 - B- i ) *fgBJ30T i m*V/^ft£*fgB£lC#£iSti5 

LTtis a 

t4~3 7°C, JfS L< £4-2 5°C, «fc y L < 4 - 1 ^0CUfcZ>0 

[0124] -mmm-
*f%w<DT i 

jixtommmtLTtt. ato. 5-2 40m $?su<tto. 
5-80m <±:yfc?£La£o. 5~40t^-e^^o 

[0125] ft. *f%W<DT i 

at. *m%<D7 i 
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& £ izm&m* t gm* 04 j\sZ£tu\s*>OA<< 

[0126] *fgBJ^C#£T i *fgB£lC#£ 

T i *f£BMzmZT i 

£ *3§0£ (C# £ |I<* £ (£ U )lX £(Dmt>lkm \i ft IN fc © -e 

&tu£<fc<. mx.&mwkfrs ^PH7. o ~ 8. o, ^u<(i7. 2 
~7. (miiPBs, TBS, HBsm) tf 
mf>bti&o s/c, zn^(DmW)fc*(DmwMmfk£ u-ai, 1^5-50 
m M% $?£IX&1 0~3 OmMrotBHAN^iSijiiR^tU N a C I }j§Jt& 

1 0 0~2 0 0 mM, t&£. L < 1 40-1 6 0 m MCDiSHfr 

4R£ft£0 *fgBJ^C#£T i 

*f£B%lzmZT i 

m&IMl. Nacn© 
m%s MS'M. mmt gfi5t^#£tlTLNTt^N0 

LTtis MTwe e n 2 O^WbtU ^*fgBJ^C#£T i 

ato. 0000 1 

~o. 2%, fc?£L<&ato. ooo5~o. i %-es>i>o 
[0127] UTtt. 

IfUTCfc . JM* 

LTtis 

&*%mizm&®tui^oA^ty 
(DMfetfMM 0 . 5 ~ 1 0 0 m M% &SL<tt1~1 OmM, 

(i2~5mMi:45i©^Jk>^A'r^>^t'5M'efc5o 

[0128] - (1 - B- i ) CD^tefliJ-

(1 - B- i ) ^J^^"F©^-e^T^^<fclN0 gp^% *f£B%iz&Z 

mL^fcUatO. 0 1 ~ 2 0 0 /i, g % $?£ 

L < (i 0 . 1 5-5 Oyitg, <fcyifSU<ttO. 5~2 4Mg0^Ci 
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£T i 7. 0~ 

8. 0, fc?£L<&7. 2-7. 

£®t0. 5 /i, L ~ 1 m I % L < 

(£0. 5Atl_~100AtU <fcy$?£U<ttO. 5AtL~10AtL£% 

£*fgBJ^C#£T i m $yj^% 1 At g ^fcyilO. 1 ~ 1 0 0 m U $? 

SLOiO. 1~10ml, ctUlfSKliO. 1 ~ 1 m I *fgBJ^c# 

5 ~ 1 

OOmM, t&£. L < It 1 ~ 1 0 mM, <£ y L < »2~5mMt^iO 

*fgB£lc#£T i 

*fgB£ (C # £ |I<* £ £ 

i mL^fcyi 

to. 1~20mgs L<(iO. 3 ~ 1 0 m g , y L < & 0 . 5 

~6 m g©*fgBJ!lc#£$!ti5££, fit 0. 5 ~ 2 4 0m fc?£L<&0. 

5-80m <fcyifsu<tto. 5~40#r^M^-tt. *3§Bmc#£*t^<* 

[0129] - ( 1 - B - i i ) (C-^NT-

(1 -B- i i ) lts *f%W<DT i 

XltOJ JlsXtZs tiASyOA-ftXD^TVm^teZs &&BJKDT i 

X- (*fgB£lC#£T i m^>/^f|) -77<-r^-iS- (*fgB£lC 

mz$m) ] 
JM*B<HC&, -Ti -Mint LTKwzm%i&zGt2>2m 

IX±<DMlM&FB^fci§'£lts -J07 7 ̂  - f ^ -il#IS^LfcT i m $ 

yAOW (77^-T^-ilSS^T i m^y/^09.) 

'hBXltO^JVXtZs tiJUisOA-UyOfefcT-ZiMmteTs 77<-

x-f-tlft^T i m^V/^ft^CDT i 

^£-t±T. temmzmzT \ m$y/w 
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-J©77^ 4 Ltd§{* (77^ — =r4 

(*$gBJ^c#£T i m$> 

/^S-77^-f-f-ll) ] 1^077^-f^-feli:77^-

-^5ti^lI{*^(Z)7 7 < -x-f 

(*fgB£H:#£T i m^V/^1-77^-

•X'f—$?)Jt) — (77 4 —=r 4 — 

£l±£o 

S/c, ^x.^777 < -t)lt£ LT77^ 

i *fgB£lc#£T i m fy/WWt 

-fJUX££, 2J JU*> £ A>T :*• 

•ttT. *fgBJ3lC&£T i 

^-yrT, i m^>/^f] IS 

i m^>A^ft] *S^{*£77 <-tlSt^^U/cJll* (77^-T 

(C#£T i m$yAOW\ T i m^>/^li:77 

•f —X -f —^]Mia'a^W^(D7 7 4 —X -Y — 1^11 £ ̂ ripn" ̂ •t±'i) CI <h (C<£ -o 

T. [«^0%'bm5UZ0 4)\sZ-*f£mz&ZT i (77 

(1-B-i i) ICiJUT* tDlisO A-f %y&s *^(Cl5T i m^ 

n^J;lN0 ^CiST i m$>A<7n%^tZ&%LJUZ 

/RXfmn^iZ tjJls*/0 A >T * > *fgB| 

•2>T i 

yfct&fQi* tt<t^o 

[0130] -*fgB£lc#£gim©fi-



WO 2016/088689 51 PCT/JP2015/083505 

(1 - B - i i) iz&^Ts i m1 M g tmt 

mno. i~ioomu &ji<iio. 1-1 
Omu J;y£?£U<l£0. 1-1. OmltMo 

[0131] i 

(1-B-i i) *3§Bmc#£T i LT& 

. mL^fcyji^O. 0 1-2 

OOjLtg, ifSKttO. 1 5~5 0yLtg, <fc y i?3i L <&0 . 5~24/x 

g T'd5'i)o 

[0132] 

(1-B-i i) iZ&l^Ts ^§£$BlZ{%&$BW(DwtLZ&s 

mL^fcyitO. 1 ~ 2 0 m g % L 

< tiO . 3 ~ 1 Omg, <fc y U <&0 . 5~6mgm 

[0133] 

( 1 — B — i i) *fgB£©T i 

£(&©$&&fcUTfclU ®t4~3 7°C, £ 

£L<&4~2 5°C, i:yfc?£ LO£4~ 1 ^°CU$>Z>0 

[0134] (1 - B- i i ) *fgB£©T i m $ VA£ft£*iffl]&^I£/J\]!§X 

ti 0 -< JU 7s £ ©^ i± /c^, M (C ^ B£ (C # £ UW 

LT^ 4 ~ 3 7 °C% $fSU<(i4~2 5°C 

. <fcyj?SU<«4~1 1°C?£>Z0 

[0135] 

(1 - B- i i) LZ&^Zs ^§B£]©T i m ^ >A^ft£^§B£UC#£|I 

JjuTstvmmmt 
.51^0. 5~24^f|, »SL<(iO. 5~80m <fcy$fSU<ttO. 

5~4 0#F^"e£>£o 

[0136] (1 - B- i i ) *#gB£©T i m* VA£ft£*ffl]]§*Mg/]\]!§X 

(i^ <4 )U7s £ ®It-a M(C^BEIC#£ HI* 

££&M£-tt£&©0#FH£ LT^ ato. 5-2 40m $?£U<£0. 
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5~8Bm 5~40tr^-e^^o 

[0137] ft. at. *fgBJ^C#£T i 

-f *fgBJ^c#£T i 

* £ A^r X y^Mt d £ (Ci; y frfeft£0 

[0138] *fgBJ^C#£T i *fgB£lc#£ 

T i *fgBJ^C#£T i m$y/Wn 

tfte\,^(D-e$>tl&£<s mtfpH7. 0-8. 0, JfS 

L < (i 7 . 2-7. 6 izmffittm (0J ?L &s TBS, H B S 

m) tfmibti50 s/c, LTti, at5 
— 5 0 m M% L < (i 1 0 — 3 0 m MCDlBHfr ft. N aC I 

)j§Jt&at 1 00 — 200m M% L < (i 1 4 0—1 6 0 m M©§BHfr£> 

Z<Dfefa*lZ&, *fgBJ^C#£T i 

wm-v&m-z-tes xfsmzmzT \ mtyAtntxfsmzmzfefatMm 

i rnvm^s mmt 
LTtis iili'Twe e n 2 ^*fgB£lC#£T i 

m$y/wn*^-zi*:2>&mz£tt2>ftm%feft\<Dmmz. ato. oo 
00 1-0. 2%, »SL<(iatO. 0 0 0 5-0. 1 %V$>Z0 

[0139] LT^ 

IfUTCfc LJ. MW 
•f^y^t w\w.~£'&> z> o 

LTtis tiJli/OAj 

&izm&®tui^oA^ty 
©)j§Jt^at 0 . 5—1 0 0 m M% $?£ L < It 1 - 1 0 m M, 

li2-5mMtft5i©jbJk>^A'f^>^ttt5M"efe5o 

[0140] - (1 - B- i i ) ©^flsflij-

(1 - B- i i ) *fgB£lC# 
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mL^fcVMMO. 0 1-20 Ofu,gs ft 

t U < (£ 0. 1 5~50^g, J: y $f S U < 0. 5~24^,g 

i5T i mmiipH 7. 0 

-8. 0, $?SL<te7. 2 ~7. 6lcM®H^£^T£M»^C2^g 

mtmZT i «:IiO. 5/iL~1ml, $? 

£ L < & 0 . 5jLtL~100ju.L%J:yjfSU<tt0. 5ML~10ML£ 

. i m^V/^11 /xg^fcyilO. 1 -1 0 0m 

L lffSL<(iO, 1 -1 0m u <fcyifSU<ttO. 1~1ml£, UU 

BRlzmZT i 

t & mm t % u /c;§nt * & v -z % iz ̂  §mm mm 
5 ~ 1 0 0 m Ms $f 

SUOil ~1 0 m M% J:yiifSU<tt2~5mMi:^i,fia)^JJUS/^A-f 

®t4~3 7°C, L< £4-2 5°C, <fc y £F 

£L<&4~1 1 °C, StO. 5-2 40m £?SL<&0. 5~80m 

cfcy»SU<(i0. 5~4Bim^t, i»Tim^/^I^|ffll 

Jisztam-, 
. i~20m 

g, SSKttO, 3~10mgv iyjfSKttO. 5 - 6 m g 

St 4 ~ 3 7 °C% £?£U<tt4~2 5°C, J; y $?S U <&4 ~ 1 1 °C, St 

0. 5-2 40m fc?£U<&0. 5~80m <fcySfSU<ttO. 5-4 

0m ?#£ftfc*2&BJ30T i 

icm% 
*?) o 

[0141] - (1 - B - i i i ) IZ-D^X-

( 1 — B — i i i) 

M(C^;^B^(DT i m^V/^I^^Jk>CA-f^>0 

(*mmzmz>T \ m 
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B£ IZ {% £ I* £ ffM ISte&li&Xfo&o 

^Tj—yaMt UT5Wc$lffit4;£;piT£ 2ffi 

yL±<DytJM&H^Z>1M'£tes -JJ(D77 4 —T< (7 

7 4 -x < to^oiTst 

£1±\ fc^-^077^-f'f-iS^LfcT i m^7 

>/^ft (77 4 —=r< —MlWtl&a T i 

7 7 <-tllti^T i m 

ft^CDT i 

s 77<-x<-^Ki^T i m^V/^1^077^-f^-!|li:77 

< -^ltl^I{*^©7 7 < -^lt£ d <h(C<£-3 

Ts (*fgBJ^C&£T i m^>/^l-77 

-f — x-f — ̂ Jf) — (77 -f — x-f — WalS. — 

S/c, iili77-f LT77 -f 

-t^ft^/CT i mtfcftSrE IN £*§£•&, 77 4 4 -tfoWMt^LtcU 

<* (77Y-f^-iS^fi{« 

)X^X\ ^fgB£Uc#£T i tJUi/ 

0A'f#>&&-Fvmftlz&M$1t:rs *&BBizffiZT i 

B&ftm']^xte,?'rji'z£&&&$tt&£mzs ^mmzmzr \ m$>/< 
09. £7 7 -f -x-f H$3M^iSftc£fiD7 7 -f -tUt££i^£l±£ 

d£lC<fcoT, Mfl§^li/jNfl§Xtt^>rJU7>-^B^tC#i>T i m*>/^ 

«- (771 ̂ i -$m-*mmz{%%mm ] 
(1 - B- i i i) IcaiNT, tUl/t/OJx^Xyte. *fgBJ^C#£T i m 

-t**ltfJ:l,N0 *#gBJ§lc:#£T i 

*#gBJ^C#£T i m4*://^M£^-f 

^tt 0 -f JUx £ 2J JU *> 0 A -f * > %t Z> Jgjft £ % 
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[0142] 

( 1 — B — i i i ) T i 1 /x g £$£ 

ii^o. 1~100ml% JfSUIiO. 1 ~ 1 0 m 

I . cfcyifS L< itO. 1~1mlffe§o 

[0143] -*fgBJ^C#£T i m 

(1-B-i i \) IZ&^T. \ m$>/WW<Dm£[;~C 

its mL^fcUI^O. 0 1-

200jLtg, $?£U<ttO. 1 5-50/ig, J;^tL<ttO. 5-24 

ix g Xfo&o 

[0144] -*fgB£lc#£iSti5©fi-

(1-B-i i i) iZ&l^Ts &f£VRlZ&2>#ifo<DM£l>Ttes 
mL^fc^JIlO. 1 — 2 0 m g % 

LOiO. 3-1 Omg, fc? S L < (i 0 . 5~6mgTJ)?)o 

[0145] -SM/mjg-

(1-B-i i i) iZ&^Ts 

X&OJat4~3 7°c, 
(i 4 — 2 5 °C% L<&4~ 1 ^0CUfcZ>0 

[0146] ( 1 — B — i i i) ICfclNT. 

0 M£*fgB£©T i m 

®t4~3 7°C, JfS L< £4-2 5 °C, <-J fc? £ L <& 

4-11 'C-efeSo 

[0147] -mmm-
(1-B-i i i) iz&^Ts 

©&M0#F^£ UTtt. mno. 5-2 40m fcfSLOiO. 5-80m 
<fcyifSU<tto. 5~4 0#^-es>i>o 

[0148] ( 1 — B — i i i) ICfclN-C. 

0 4J\s*£%&M$-&tc&s MlC*fgBJ^C#£T i 



WO 2016/088689 56 PCT/JP2015/083505 

ato. 5-2 40m $?su<tto. 5-80# 
m. 5~40tr^-e^^o 

[0149] ft, j 

i m*wmzm& 

[0150] *fgBJ^C#£T i m * LT^ 

T i *f£BMzmZT i 

£ *3§0£ (C # £ £I<* £ (i 0 4 if ft IN fc © -e 
&tu£<fc<. mx.&mwkfrs ^PH7. 0 - 8. 0, L<&7. 2 
~7. (iiliPBS, TBS, HBSi) !&< 

#tf£>ft£0 s/c, dft^©MSi)^©MSi£y}j!Jt£ LT(i, Ii5~50 

m M% $?£IX&1 0~3 OmMCDtBHAN^iSijiiR^tU N a C I }j§Jt& 

1 0 0-2 0 0 mM, t&£. L < it 1 40-1 6 0 m MCDtBHAN^iSiji 

}K£tl£0 dCD^^d*. *fgBJ^C#£T i m4^V/^l^^ 

T?^a?$i4\ *fgBj^c#£T i m$yAtn£*f£B%izmziafa£Mmftm 
)ix£m%£>%tttfft^m-?fon^ m&iMi. Nacn 

(Dm%s mmt ga»^^#stiTiNTt^iNo 

£ L"Ois iili'Twe e n 2 O^WbtU mt*%mzmZ>T i 
ato. 0000 

1-0. 2%, »SL<(iat0. 000 5-0. 1 %V$>Z0 

[0151] LT^ fu§E©*:PgBmc#£«^ 

IfUTCfc LJ. JM* 

&iz\%&®tui^oA^ty 

(DMfetfMM 0 . 5—1 0 0 m M% &SL<tt1~1 OmM, 

li2~5mMtft5i©jbJk>^A'f^>^ttt5M"efe5o 
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[0152] - (1 - B- i i i ) (DMfaM-

(1 - B- i i i) &, 

i mI Mg^fcyi^O. 1 ~ 1 O 0 

m l% SfSKttO. 1 ~ 1 0 m u <fc lJ U < & 0 . 1 ~ 1 m I £s * 

to. 1~20mgs L<(iO. 3~1 Omg, L<(iO. 5 

~6mg £%s at4~3 7°C, L < It 4 ~ 2 5 °C, ^ U < ̂  4 

~i 1 °c. ato. 5-2 40m »tL<(io. 5~8Bm <fcyifsu 
<&o. 5~4 0t^®M^i±/cm, *mmzmzmn 
ttDUistizmz&fa£ £ £ 
lC*fgBJ^C#£T i 

£aJUy^A^*V©*lj£tfatO. 5~1 OOmM, ^tu<tt1. 0~ 

1 OmM, cfcyjfS L< &2~5 mM Ztl JbisO 

G&fotmn o. 01~2 00/xg, fc?£L<&0. 15~50jLtg, <fcy 

fc?£L<&0. 5~24yLtg(Z)^0^(C#^T i m 

m^pH 7. 0-8. 0, fc?£L<&7. 2-7. 

6 T i m $ y Z> 

mm i m L yato. 5 
IL L~1mL jffSKttO. 5jLtL~100jLtL%J:yjfSU<tt0. 5 

ML~1 OMLJQPLT, at 4-3 7 °C% fc?£L<&4~2 5 °C, <fcyjfS 

L < (i 4 ~ 1 1 °C, atO. 5-2 40m fc?£L<&0. 5~80m <fc 

yifSKttO. 5~4 0#F^£M£1±T. 

o 

[0153] <6-2. 

tl/c^0^(C#^|I{*(C|^L/cT i (*fgB£© T i m|S<*) 

UH t £#J& L. #S&£ fttc*f%BE (C#££I3tf§1" £ Ii'T?& £o 
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[0154] *fgBJ^C#£^*£gim 

t % #J® LT*f£n%lZ&2>t2>Z£tf~Z:$tl&¥<D&?ti:l5fe 

"C$> o T t <fc IN00x. l££l~F©<fc 9 

[0155] (1) LT 

KT>^> KtcissLs i^^ii-Ntii 

lc*fgB£ic#£^te£^;*-ti\ ±;i©§im£P&< d tc«fe y dfte>£# 

n-r^^io 

(2) *fgB£©£tetf kT-XJ|*-C£>£ii£\ 

Ls ITip ̂ -t±/c^s ± 

Ji©tijN-£l&< ZtlZ&V £ft££#sit" 

(3) ^B^©|S{*^^-X^-e^lN7°u-K^^'^ffllN/cif^ =s^© 

<^£P&< d tiz£ y 

©^^ft£gft&fcP©^lC<fcyi5tf# (0JIX) fft^<fclN0 

[0156] 

$^£te£*fgBj^c#£}tte£ Lxmi^m^s 
K3>^>K(cf£SU 

Bmc#£*t^<*£n^i±, ±m(Dmm*m<o 
[0157] <6-3. 

£ ti )i*> * A -f * >£m ̂x&;#• L T fc <fc IN (% rgfc 

m§Et£ii^£>£) o &>#}#mc<*:y, xmrnzmzm.w^m 

-e$&0 ±§E 

^^tCd3lNTffllNe,ni,^JU$/^A'r^>^gfe^>fti: LTtis 

^A^^v?;l|0. 5 ~ 1 OOmM, L < 1 ~ 1 0 m M, J; y 
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2~5mMMU Z ZMB ft 
4iixt*%mzmz>T \ 

ty^mno. 5 ~ 1 OOmM, fc?SL<&®t1 - 1 0 m M, <fcy$?3iU 

< 2-5 pH 7 . 0 — 8. 0 % £? S L Oi 7 . 2~ 

7. 6 ^ A£;;fcjg&£i±&^MSj^ (iili'TBS 

% HBS) r£k "J yW.Ay 7 T7— tetDlsi/O Atina LT;^ 

KC^©TfSl<^o s/c, LT 

(is I|5~50mM, fc?SL<&1 0 - 3 0 m MCDlBHfr ft 

, NaCI )j§Jt&®t 1 00 — 200m M% £?S L < & 1 40-1 60mM 

4j\sz£*f£mzmzT \ mtyAtnt^wm 
N3C im<om.m. nm 

mmt m 
we e n 20 ($0 M) iF#^f<QtU ^1^}^/#/^ 

mzsttznmfefeftwmmz. mno. 00001 ~o. 21 »su< 
&ato. ooo5~o. 1 %-e&£0 

[0158] *%mz\%z>m*ty.x, 
tz>o st\ m.tsWfimT.mz&vmbntc*%mz\%%m.tiW^$j^ 
mztu\,*/oAJmnt&o "torn, mmnmz 
, V7s$y KtCfSSU 
. z.ub(D)%m^mt, <&^c^i;Ti&0£iy 

Lfr^ T t <£ lN0 

[0159] -fc&mwvmfam-
st\ <fc y m*>titc*%miz 

12)1^0A'f(#y*.i& 12)1^0A'fty^M'B0. 5 — 
1 0 0 m M, fc?S L < 1 ~ 1 0 m M% <£ y fc?S L < 2 - 5 m M 

P H 7. 0-8. 0, fc?SL<&7. 2-7. 6(c3fSj^ffl£^ 



WO 2016/088689 60 PCT/JP2015/083505 

0 Ills 'J 7 T — 0 

) ZbUA-s mWTZo 

s VV h > K(CHXS US 

te£^£-t4\ fu§E#^©M£}£T£0 ctlf)0l5fe^^ 
i; Ti&0£i y 5§ UT o T fc <fc IN0 

[0160] <6-4. IXt#XfM(CdNT> 

ummm ^-otc^ mbntc*%mz\%%mMzmtiy.tcT \ m*y 

no-oisxzftmu, *fgs£izmzx &o^frxzwrntzj: 
fMT:' ifo 5o 

zniz£vs 4)ix%mtmzm§tz> 
Z£tfih&Z>0 

[0161] mmn^omwrnt LT&S 0y;Lfcm~F© (2-A) RX? (2-B) 
if e>ft£0 

(2-A) 

(2-B) 

[0162] < (2-A) : 

(2-A) ^Mll, 

-otcik, mbntc^wmzmzm^mz, ^yAowmm^n 
m^-teXs *wmzmz>m£>i**(D*%mizmz>T \ 

hz>0 dtuc^y, )ix%mtmzm§ 
TZZttfXZZo 

[0163] -fy/<?n&feM-
(2-A) -zm\>sibtiz>$>AtM&feM£LT&s zcDfimiz&\,^x— 

mz$yy\?w%^i^te&{k&ynt Lxm^btizbcox&n&^Ttix 
fc<fc<, SDS ( KxyMlibl- h U -5 A) , H-^OU^ )VV)V 
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^»|0|^>ftWM;CHAPS (3- (3-P^$ K7°Ptf 

JU) $ y — 1 — 7°P A>3JU7ft>ii£±nI) s Zwittergen 

t 3-12 (N-Kx>JHN, 1 -7° 

PA>3JU*:h-h) ; B r i j 3 5 (ftl? 

A-i ̂  ($fc) $^) „ Dodecyl—/3 — D — maltoside ( n — K 

f •y^-jS - D-7J1/hs> K) , J — h P — 4 0 % Octyl—/S — 

D — glucoside ^JU — /3 — D — -50UP :> K) .. T r i ton 

X - 1 0 0 (1 0) t <7^)17 — s 

Tween 20 (/ft 'J sj~ U y (20) V JU l^i y ^'t? U — h 

) K\ VT — h 

sDS^IC 
ifS IA\ 

[0164] (2-A) 

ftmz-tt&izlis (J2JL~Fs 
tmmtzm'Stffcz) t, xfsnmzmzm. 

mzm-sbtcT i 

ft. tyAowmm 

7 0-\tft, 3-=L — -J-Q 

&£*i^§) s (in*) (inw^-r 
^ P 7°U — k 3-3. —-?-£$>&f^) y^T9 £ £tf-Z%2>0 

[0165] -$yAOWM^n^M^teZ>mm-
(2-A) IZ&VZs 

7j<s btiz>0 ^ 
mmnmtLTtt, IIPH^6~9, ft£L<iz7~8izm&wmzGt 
Z>mmm (0!J;LtfT r i s, HEPESi) Ztcs Z.tlb(D 
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St 5-1 OOmM, 0-5 

0 m MCD|5S|Av'Q3S®3liR^ tlZo 

[0166] -*>/<? 

(2-A) IZ&^ZS Httjfi^6. 0-9 

. o, $?su<tt7. o~8. OffcSo 

—jl$(C Z. (£)%If (C 33l/NTl/N <Q tl'S/sSiBHT'S) tltict < s A. ti S D S (Z) 

StO. 1 - 1 0%, fcfSUOiO. 3-4%, 

5-2%-e^^o s/c, Nac 

1 ^©±mlls M£!k ^SfC^Sr^/vWrfccfclNo (2-A) IZS^X. 

\ mii^i mg^L-rsti o 

UL L-500/iL, £?SL<&20,IIL~200MU J:y$?3;U<tt50 

yU,L~ 1 0 0 yU, L 

[0167] -ftm (SM) £#-

(2-A) (&M) 

St 4. 0 — 3 7 °C% L < 1 0 - 3 0°C, J; y $? 

£U<&20~3 0°CT\ St 5 . 0-6 0#F^ if S U < 1 0-30# 

<fc y i?£ L < & i o-2 om$zfoz>o 
[0168] -T i m^yAOW-

oyAowmtn^m (&M) s-tt* (IP*> (2-A) ©) « 

iiu§E©*$&HJiUc#£T i 

Z>t)\ XfSmzmZT i m4^>A^ft&t/*;pg0^C#£T i m 1 

fttf$?£U<, *fPEKH&i>T i m4^>/^li)WS U<, S/cO-T 

^g0£UC#£T i m 4 $ yA$MRTf&f£WZ& 

•2> T i m3^y/^^gA^»C$fSU^o 

[0169] - (2-A) 

(2-A) IP*>. 
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m^ntc^wmzm 
ato. i~io%, $?£u<tto. 3~ 

4. 0%, cfcyifSUOiO. 5-2. 0%^t5i§iS Ottlkk, X&® 

tPH#6-9, ~8izmwwm%:mtz>mnm*iz$yAt 
\ m|B<*1 mg(C>tfLTat1 0 

ML~500ML% iftL<(i20ML~200ML% <fcy$?£U<tt50 

ML~1 OOMLiiU 

14 ~ 3 7 °C, Jf S L < 1 0 ~ 3 0 °C, «fc y L < 2 0 ~ 3 0 °CT\ 

mn5~6o#p^ ^u<iii o ~ 3o#p^ cty&sKtti 0-20 
#r^J5J&£H\ i 

[0170] < ( 2 — B) : t)JVisOAUymm%{&T$teZ>j5m> 
(2 — B) ^Mll, 

td$L, % b tltc*w% IZ # £ *t^{* £ ̂  L T ̂  ^ A -f ;*" 

iz£?Ts *3§0.mc#£*t^<*fr^ xmrnzmzmmftm^mxteo4J\S 
*£#S&£-t4-£:£&-C£>£o 

d*uc<fcy, mo>r 
ywv&Jb^-esxf#f £ d £tf-c$ &0 

[0171] <hd3T\ T i U >©i^(C33lNT(i, 

tDVi/OA'i ̂ y L T lN £ Zl <h <Q tlT lN £ (Immun i ty 

2007 Decembe r ; 27 (6) : 9 4 1 - 9 5 1 ) 0 

it, m^ntc*% 
*f£mzmz&<&fa*<D*f£BRlzm2>T i 

*f%mz&Z&'&fo<Dfe)&$ilZ0. 5mMU±(DtUUis 
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zm-sizit, 

uxt. 

Wfr b t) Jl *> 0 A -f t y 2fi§a} t Z>Z£itft<s &&BM (DUW £ 

BXltOJ )VX £ CD|p^i&{£/ctl£o 

[0172] ( 2 — B) it. *mBMlzffi&&G#t£'£LT^&j3Jls*>'5A'r*>frb 
&*>&£tlfc*JJl'Z''yA<f#>(Dm&&±§aLfcjia$&mBJllzffi&T i m$ 
>/<?W£aM*W£'.W&Xit0 4 JUXtm^lkU'DtctsblZij&m&>j§Jt {M 
&tilj£) <fcy<£"F;*-t±ae:£fc:<f:oT. ^%miz^m.^Wi^b, *f£B%iz 
{%Z>H&Xit 0 -f )\y X ££ it 3 d <h 'RTm t ft Z> o 

ni*&(cit. *%m(c&&ft & ̂  ̂ ^ A -r :* > 

©>fJt£ifitO. 5mMm $?SU<&0. 4mMm <fcy$?£U<tt 

0. 2 m M7^/11 <h lTftfc£<£ l/N0 

[0173] tU\,*/0Jx4X>(D (^) m&.*feT$-&Zl5fe£[;TlZ. m^T 

CD (2 — B — i ) „ (2-B- i i ) #jb^Mfe>ft£0 

[0174] (2 — B — i ) 

(2 — B — i i) fazm^zijfe 
[0175] - ( 2 — B — i ) : * A>T V* !•-

(2 — B — i ) it, ^Mll, 

T^HsfE£ fr n tci^k. % b fttc~fa%BR iZ\%£H"n {* £ $p-a L T lyi&t)Jl/i</rJ A 

<f#y%vt&'£#&$%TZJ&>&frb&%&£4ifcJjji/i''5A'{tyiztjji/ 

y^A^V^U- S£iJ£fEffl£l±/cm. *ftBmzffi&m&te£j&<£Lr\,\ 
yRtftUSW £ t & £> t ft 

-f^VCD (^) }j§Jt£€T£l±£ b^1±£) 

ztiz^-o X. *f£BMZ&2>m.GWfr bSffl]S*M£/W]&Xit 0 -f )VX %#8££ 

-t±£:£&"C£>£o 
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dtuccfcy, JR-DJ 
y $ *? K o 

[0176] -tUUisO A'f -%y5r U— h^J-

A'f K^U<h LTtis — K Lt# 

<, EDTA (lfl/Vy7$>H 

Mt) > NTA ("h UP HMO , DTPA (^yif U > K <J T $ 

It) , GLDA (L-yjU^$>i|-Ml) , HEDTA (tKPJri/Xf 

>Eilt) , GEDTA (if U > Ou) P-JU tTT. (/S-

7$ 7 x^JUx-^U) -N, N, N, N-0fti) , TTHA (h'Jif 

b>7h7ry-N, N, N' , N' ' , N' ' ' , N' ' ' -AW) . 

H I DA (2 - t: Kpdpyxf jU-r $ y~ (Ml) ) s D H E G (N, N -

tT*. (2 - t; KP^yxfjU) V 'J Ssy) s C y D T A (t r a n s - 1 , 

2 — Diaminocyclohexane — N, N, N' , N' —tet 

raacetic acid, monohydrate) i?tls 

EDTA, GEDTA, Cy DTA^J LUC d tl b(Dt>)l^ 0 A-f t > 

u - K £y £ iz m & t LT ̂ ztuiisOA^tyizftm^ 
ji)V*sOA<^y*\s- h£y£#^£i±/cM (J2TF 

Z>t) Jli/O A'f ^y A'f ty^is— A 

•i ̂ y5\s— K^y<h ;&sj^^-t±'2) c: t ic<t y frfc>ti&0 

ft, tUl/isO A-r ty^ls— 

its m*.it^mmmizmm%^w£fmtsi+^m mwtf^-xxh&m 
^§) s (Jl3-

s (in*) m 
P7°U-k 3-=L--j'Xfo&i^) y tT9 d 

o 

[0177] A'f ^->dp u— h^y#^)§)S-
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( 2 — B — i ) ICfclNT, 

<h L Tit* A4 ty5[s-vm$:mM^teZ>t(DXfotil£&<s M 
m^tbxit. iipHAn. O 

~8. o, 2-7. eizmmwrnzmtzmnm (mtfp 
BS, TBS, HBSI) ^ifSUlNo Ztcs CI ft £ ©*£»>$* ©M®^! 

I|5~50mM, JfS L < it 1 0 ~ 3 0 m MCDlBHfr 

jliRSft. N a C I }j§Jt&at 1 00~200mM, $?£ U <tt 1 40-1 

6 o mM©!BHfre>ig:i:3iiR£ft£0 tui^OA^ tyiPU- h£y#^M 
it. Nac B&n&k 

[0178] (2-B-i) tlJ\sS/0 A J *>*[/-h<DtlJl> 

*sOA4Xy*\s-t*#\(Dmg.£LT&s atO. 5 ~ 5 0 0 m M% JfS L 

< (£0. 5 ~ 1 0 0 m M% <fcy$?£U<ttO. 5~5 0mM-e&£o 

[0179] (2-B-i) IZ&^Ts tU\s*>0A4Xy*\s-t*#\<Smfefe(DpH& 
s at 6. 0-9. 0, fc?£L<&7. 0-8. 0, «fc y JfS L < it 7 . 2 
-7. 6-e&£0 

[0180] (2-B-i) ^mmzM^t^tDliyOA^ty^iy-h 

LTits lR^mm^(Dti)liyOA^ty(Dm^^WMJS. 
£ffit u 
fi"C£>ftl£<fciN0 

[0181] -wm (&M) £#-

(2-B-i) iZ&^Ts ^{*iZt))\sisryA-(ty5[s-\-M$:i/tm ( 

mm) at4. o~3 7°c, 1 o~ 

3 0°C% J; y Jf s L < it 2 0 ~ 3 0°Ceat 5-6 0#P^ ft£L<it1 0 

~3om <fcyifsu<tti o~2o#niT9o 

[0182] -T i mfB{*-

(2 — B — i ) *fgBJ^C#£T i m^>/^ft<h*;pg0.mc#£ 

Ufa t ©fp-n <h L T (is *fg0£«£|Ifa<h*;Pg0^C#£T i m$>/< 
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tWtMn-n A-fty*[s- h£0 

(wt> (2-B-i) 

corns) 
*wnizfc&m*tf*%mz®kz>T \ m^yj^^wosumzt^Ltcto 

^wnizfo&uwt^wnizfo&T \ m4^>/^i®sHi 
iZ$&-& Ltct(Dizus L 

[0183] - (2-B-i ) (DMWM-
(2 — B — i) 

mbntc*%m 
izm&m-smz, atO. 5~500mM, &SU<ttO. 5~10 0mM 
. cfcyifSKttO. 5-5 0 mM^U^A-T^VdrU-

M (ffM7K. XttiitpHtf7. 0-8. 0, ^L<(i7. 2-7. 6 

iz mwtt m £M t z> mmm ̂ iztu\,*/OA<<xy*is-^#\%^tz mm 
) £*fgB£0T i m|Bfa1 mg^fcyiit 1 0-5 OOjLtU &SL<li2 
0 — 2 0 0 yu, L % cfcyjfS L< (£5 0- 1 0 0 ju. L flflp U 

0 — 3 7 °C% &JU<(i10~30 

°c, ct^tL<(i20~3 0°C-eat 5-6 0#P^ Jf s L < 1 0-3 

0£ lJ US L < 1 0-20H\ *fgB£?> 

[0184] - (2-B-i i) : 

(2 — B — i i) &s ^ 

*y*^i£te^mmtm^tez>ztiz£<>js *%mz\%z>m.t>wtL 
T^&tuiisOAj*y(D (^) mfcZfeT-z-tez (mats) ztiz^ 

[0185] mt>. *3§Bmc#£*t^Mc, 
*wmzmz>m£>i**(D*%mizmz>T \ mty^tnt 
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*y(D (^) >j§jt£€T£i± (^IKL) . « 
*W£'.W& £#S&£ -tt £ d <h qTtg £t£Z0 

ft, tDli/O A-f 
^§£;£;S£mm%^W£fm3 i± 3^;£ (IIWtf¥-XXfcZ>mt; 

-7"-e&&ii^§) , (Ufa) (Ufa 
P7°U-k fn. —:/-?£>£*!•£•#) ^(Ci; y^T9 d <h;6*-e$£o 

[0186] — A'f ^">^:'a^^j:t\;§)^ — 

(2-B-i i) iZ&l^Ts 

LT(£, mmM%'}^5UZ0 4)\sZ%g.fe.-Z 

<, MTL&S IIMZKS W.WMMtf^ibU^>o Mim 

<h L Ttt, It P H^7. 0-8. 0, $?£U<tt7. 2-7. 6 
(mii'PBS, TBS, HBSI) t/c, 

z.tib(Dmnm^(DmnmmmtLx^ ii5~50mM, $?su<tti 
0-3 0 mMCDiBHfr^i&tjiiR^tU N a C I }j§Jt&®t 1 0 0-2 0 0 
mM, if ^ L < (£ 1 4 0 — 1 6 0 m M(Z)|5HIAv'Q3S^3liR^ tl'So tDUisO 

Nac i#©^, B&n&k w& 

[0187] (2-B-i i) iZ&l^Ts ?# b Z> tl)l> 

LT(£, tUlisOAjtyvmfk^®] 

)j§Jt IZ X $ £ mXh tltf & l\ 

[0188] - (2-B-i i) (OMfoM-

%bUtc^%^Z\%^%.^WiZ, tDli/O A-f 

BJ!lC#£^fa£^frM*©*JU*>£A^*:/©*lJt£jItO. 5mM^ 

fcftLOiO. 1 mMm <fcyi?£U<ttO. OlmM^li^^J: 

9 £ Cl <h (c<£ y tT^bti'So 
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[0189] ft. 

tis A-TtyJtikMt($y 

izfefctz*§£•&, Hit-^ A -f ^ >0*lJg ±§E L 

mztuisisotUlsisOA-t* 

> £ # £ ft(CS&X & * JU *>t7A-f;t>£#£&IZJ: y 

[0190] (fa;»i^P) 1A? 

, (2-B- i i ) (Djjtf (2-B- i ) J;y t%^Z.£frb, (2-B-

i ) CD^tfifS lA\ 

[0191] fu§E(C£^T, 

>& A-r ^->dp U—h^y-a^)§)Ss ^JJUS/'^A'f 

m *izizs in* m^m frbfim GSSD L/c«^ii/M®x 
IZ0 4 Jl/Ztf^LT^ZZLttteZo tit? Xs 

Z£tfih&Z>0 

[0192] *fgB£©T i mjattfeElNfttf, 

^<fc < P&£-e$, &$$i©'>&iNti£i-£f#£ 

[0193] *f%n%<DV&£i5fete. v-&fi&4ra#©t£3fe&'Ctti& 

£ L $-f < «B*HCP&£t" 

ZZttfih&Zo 
[0194] <7. iS^^©«^0i/jN^x(it7-r;ux(Z)P^i^)i> 

(J^T. 

(1) ^;U^t7A-r^>#ST, JittlC^UfcT i m^>/^ft<h§im^ 

©iffl^^ii/jN^xti* -< )ix t m%^w*m&-$-tt£M (J^T. r*t^<* 

<h B&EE^ £i§*n 1$lbZ>) 

(2) (JXTs r^fa^UxfMJ m 
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IBo 

[0195] <7 - 1 . 

*f%w<Dw.mi5fciz£tt2> 
v-e$>z0 

[0196] <7-2. ^fa#BIIg> 

s %btitc^mmiz\%^uwizm^Ltci \ m$yA<?w \ m 
Ufa) i^mmzmzm^ 
fa) ^r^il Ls tl/c§S^^:IXt:§'^"'2)XfM"T:'S)'2)o 

dtuc<fc y, -f d <h#-c 

[0197] 

iz & w- £ is^fa^llxfM «h m i; if e> ti £ o £ © <fc 9 (c L T 
©*t^fa «h «h £#s® L /cti, #s®$ utcu^£ s fa^niz 

<fcy ixt# (0JIX) ttu£<u\ 
[0198] d*UC<fcy, 

ft^ tm^ (i £ -f JUx %ffiJt <fc < «ft (c|&£ 1" £ d <h 
l±15fe^o 

[0199] t/c, tulB©^faffMX^mi^fa^ilX^^^0^y^LtT9d 
«h (c j: y, tm e> ^ ̂  -f JU* ©P&£ £ <fc y izn o 
d t A<-e$ So fu§B©*t^faffMl*M&mt^fa^itI*M££i y 3§ Lfr9 in 
izizs ii 
fa©Mffl(i, *f%w<D&ttfciz£tts^fa^nxfM-ep^iLtt%m 
(C#&*t^rfa£, tlJlisO A-f U— ^ A-f t 

( (2-B) tiJUis 

0Jx4x>mg.%&T$-&zi5fe) £mm<D®miztti±&&\,\ d*uc<fcy 
. *f%mzmz&'&fafrt>*f%w<DT i JJUX 
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*fgB£©T i PIJt*fgBJ3© 

INi £ 

[0200] *fgB£0T i mjatefeElNfttf, 

Jt <fc < im jSiS-e^ai 1" z> z t tfv $ z> o 
[0201] <8. 

en iifa(ci^L/cT i mtyAtntmn* 

) 

(2) (*i!±!I*M) 
[0202] <8 - 1 . ^f^Ig> 

*fgB£CD^HH(C d3 tf ££ Jl>*> £ A -f * y #£T. 

[0203] -*fgB£lC#£gim-
*3§BE (c#& tSJN-(is ©ixt#^)i(c a w- £ §im «h iwi*§-e& £0 

[0204] —A-f 

^^B^©^tl±l^")i(CfcslNX% A-f ;t>&^§B£UC#£ T i mflfa 

JFM£1±£^C#££1±£0 

[0205] ^^©^ai^tcaiNT. *f£BRlzmZT i m£te£*fgBJ^C#£gim 
^ ©»^01/JNJ®Xtt £ -f JUX <h £&M£ 1t £ Iff© £ JU*> £ A -f * >>lJttt 

. fit 0 . 5 ~ 1 0 0 m M% fcf £ L < tt 1 ~ 1 0 m M, <fc y $?£ U <tt 2 ~ 

5 mMf'fe^o ft, ^^BE(C#£T i mfBfa<h;fc^§BE(C#£§S^^©i|ffl|^ 
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fu IB Ltc£P$)m&(Dtitfij&WVfoZZttt 

[0206] t/c, ti)\,*/OA<(X>(D&%;l£ftlZWk%.-$tlts ^%^(Dm§l5)HZ^ 

W2>ti)\/5sO btl&o 

[0207] ft, *fgB£©T i 

•&zmzti)\,*/0A4XZJjfet LT(i, -flgftlCtt, *fgB£ 

(D T i 

*> 0 A-f * V*lJt ±13 LtcmmtteZ&olZs tmtctuiB L /C$P $ ti )\sis 

0 A-i 

LTtis fulB©*:PgBmc#£«^ 
;*1±£M£|f|jrc&y. Ufa 

^yiit w\w.x & z> o 
[0208] -|S^©M-

*fgB£©*£|±i;^£©*f^faJFMl^C£^TlS^(Z)m<h LTtis *$&BJjUC 

mz>$mt ^mncoi \ miifai mg^fcun 
0. 1~1 0 00m u USKttO. 1 ~5 0 0 m U J; y$f£ L < £0 

. 1 ~ 1 0 0m I % *fgB£lc#£iSfa£ LT^-f ̂ P7°U-

, 1 5 0ML~3 0 OMU $f£U<tt1 0 0 yu, L ~ 2 0 

0 /A L-efe^o 

[0209] -$££-
*f%W<D&&l5fc<D&'&faMJ&T.mz£V-C. *f%W<DT i mjHfa^gim 

L"Ois ®t2~ 

3 7 °C% JfS L< &2~3 CC-efe^o 

[0210] -mm-

*$&BJjUC#£T i m^>A 

tntmntvmmmt mno. 5-2 40m $f£u<&i~ 
2 0 0m <fc y ifs u < & 1 ~ 1 2 mm-?foz>o 

[0211] -T i m^y/^OW-
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G>^%B%\z%2>T i m^ Z 

s *fSmz&ZT i m4$y/<tntfftfclR£LVo 

[0212] -T i mjlfa-

^%BftlZ{%Z>T i m$ yA^Mt^WBlZ{%&&{%t(D^^§iZtLZl& 

FP^ t>& ® J&JS ^ x & ̂  -< JUx ̂ ai RTti-e& a 
i m^V/^StOS HglCiS^ 

L/ct©^?£ L<. *fgB£lC#££fatf*fgB£lC#£T i m4^>/^l 

©S HS(Ci^L/ct©^#(Cift IA\ 

[0213] - *fgB£©*f|±lJ5&IZ £ tf £-

<fcl\, 

HP"^>s :*^B|](c{^£|.Ifa<h LT tf—X £ lN £> J# n\ :*^§B£]CDT i mJSfa 

*PI0T i 

mCDM (^B^(C#^^fa^ffM^1±^^(Z)}^) 1 mL^fcyilO 

. 001~20mg%$f3iU<ttO. 0 0 5-1 Omg, «tyiff U<(iO 

. 0 1-6. Om g £s *^BJ]lzffiZm^tt$:JfM$ttZm(Dmm*(DjJJL> 
SyyAJJym&rfmMO. 5~1 OOmM, JfSKIil. 0 ~ 1 0 m M 

. <fcy$f3iU<tt2. 0-5. OmM^ft§l©AJk>CA^^>^t 

»©T i mfSfa 1 mg^fcU It 0 . 1 - 1 0 0 0 m U ft? 

SUOiO. 1—500ml% J: y $f S U < li 0. 1—1 00m I 

%s fit 2 ~ 3 7 °CV U < li 2 - 3 0 °CS ifit 0. 5-2 4 0^s $f S 

L < (i i - 2 o em <fc y $?s L < tt i -1 2 0#r^£M£-t±"c *&BMizm 
•2> IS fa (C |p "• UfcT i m^>/^K,hiS^^(Z)«^l/jN^X^t7-r;U7.i: 
©*t^fa£ffM£-t±&0 

*&BMlzffi&m#£ LXVJ ? n7ls - T i m^>/^ 

St^rS^b U/cx'-f ^ • 7°U — bO&^xJU C^mBM(DT i m}Ifa) (C, & 
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. 5 ~ 1 0 0 m Ms U£ L < it 1 . 0 ~ 1 0 m M% y if £ L < & 2 . 0 ~ 

5. *fgBJ^c#£ti 

1 ^xjU^/cyat 5 0ML~3 0 0 ju. U if £ L < 1 00/xL~2 

OOMLiiU at2°C~3 7°C, L< (i2°c~3 0°C-eatO. 5 
Btp^~ 2 4 mm, ifs L < it 1 Btr^~ 2 o 0m y L < & i ~ i 20# 

*fgB£©T i 

04iixtmn-gw temmzmz&'&fa) 
[0214] <8-2. *fgB£©&ai;&&lCfcH:J-£&d}Ig> 

sterns mt 
-otc&s * 

%m<DJ i (*fgB£ 

izm&m-sm ^ai-rsxg-efe^o 
[0215] 

[0216] xmrnzmz^fatum 

& / F ftWt Z>Z. £1f~Z^m££(D & 

9 WiW^tb o T t <fc < , d CD^lfeffl IN b tlZ B / F V & Z 

o £ CD <fc 9 <h L T (is *fgB£(C d3 £ III 

i;-c&£0 

[0217] -^te#Sllg©Jlte0iJ-

*%m(D$i&?5)£iz£tf£tt, d©^lfiZ£ tf£ttcft 

*.tf<fclNtf, *fgBmc#£|Ifa<h UT^tT-X^ffllN^jf^ 
h > K(CHxS Us fit&f] 
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izmz>in* L T -7 4 <7 • 7° i> - K £m ̂  z Ma. mt'gmz 
hfrbs WTtil£r?4 0 p tf^y sx& 

7°U- y ^-£ffl^T§im£P&<0 

[0218] <8-3. 

mbtitcxmtu^oA'T*>$&&&?&}&&%wft 
&LrbJ:^ (JilT. IW&fEj £IB&s3T £*§£•#&£) 0 %&&ftizj: 

<D&myn*&£T2>z£tf-e%2>o 
-fife iz & w- & tmm-v&Zo 

[0219] -gt)|^0lWJ-

*fg^C#£iStt£ 1 . 5 m zL-7"-etT9if 

iztuus/OAj*(m&; tu\,*/oix4x>%mno. 5 
— 1 0 0 m M% mS L < 1 ~ 1 0 m M% <fc y if S L < 2 ~ 5 m 

p H 7. 0-8. 0, if£L<&7. 2-7. 6(c3fSj^ffl£ 

M^&t})\zi/0U'fcftML'tSi±^V/NMffi)So i§U 'J >!£/<>> 7 7 

^A<hi^LT;«-t£d<hfr£>if£ L<&1\, ) SriStl 00ML~1 5 

0 0*tU if^L<(i200yu.L~1 OOO^LiiU i^tSo ^G>& 

. ra&su Mtizm^xmrnz^mn^ 

UTi&Sliy 51 UT-3 T t <U\ 
*fgBJ^c#£jStt£ LT7^ ̂ P7°b-£t\ 

HxfM tc <t: y f#<bfi/c (c # & zikfco ̂ Ji/iztuisi/O i±4 ty 
MilM (GOAtf. 5 ~ 1 0 0 m M% ift 

LOijItl -1 OmM, «fcyjfS L< (i®t2. 0-5. OmM^ti) 

, p H 7 . 0-8. 0, if£L<&7. 2-7. 6 £ * JU 

{I Us U > IH/ ^ y 7 7 — HJ] JUS/ 01* £ inn" 
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0 0/xL~3 0 0|ixL, U 

SL<(i200ju.L~300 /iLlin LJPX.S 

[0220] <8-4. &&I*M> 

. mi*. on^b^inA %m%-
p. 3 6-3 7, m 3 0 

US p. 844-845f) Ltcmfcfe. tt3 

9)i (#Jll±l«^tt i3 0i P. 8 5 1-8 5 3 

m s H3o® P. 8 

5 3 — 8 5 4H) =jV^41±J7v 

•£4% (R I A) (JUj^b^ltlA ^^b¥^i$IiJS5 

p. 5 7 - 6 U ^3 0® p. 8 5 

6-8 6 2m s h U vV7v\z4)£ ( I RMA) (#Jll±l 

SIS3 0J£ p. 8 5 6-8 6 2#K iv-tf 

4 A4 A7 TV4L4^ (E I A) (JHj£l Olb^A l^b^i$IiJS5 

p. 6 2-6 5, 

^3 0® P. 8 6 2-8 6 5, ^B§56-1 0 6 1 5 4§m ^0g 

58-2379 (ELISA) c&nai 

i3 0i P. 114 5-11 49f) , & 

ft • H3o® P. 

8 6 5-8 6 7f) , 7P-tK M 

j5mz±Tmfbtis @*lS¥ffiftrai:£& (EL I SA) x^yn-V4 h 

^ h'J IA\ 
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[0221] (EL I SA;i) X&7P-

KP< hu-^c^y^jf^ tt&ttzmviz 

-f LTi^-rtfcr>-r 
ffl^TI ^Kfa£*I!eiL/c*I^i1 ̂ irCfa, X(i^§£ 1 &irCfa£^B& 1 &irCfa 

lCttUT^^t"£^IS2;&ijifa£ffllN£^#^ifP,n5o ^§£*I!ei1 &irC 

fa&tflllSI 2 )%mt £ L T (is E L I S A )£X& 7 • -+M h ;< h "J -&© 

^IS^fa IC IN P, ft "?=&<£<* ^J^.(iCy3% Cy5 

, FITC, P-y$X PEf0MltIHlfcM» 

^dpi>y--tr\ U 7^X7 7 *— 

, fifc^kT—Xfls^/Cfa, ffcMII$in;fa###lfbtl£o Ztlb(D^WM^WiZ 
iMMM) icftjfc-f £gfa&fcQ©;£ 

& iz <fc y )iy £I- ft ti <fc IN o 
[0222] 

^^©^ai^tcaiNT, *fgB^C#£*t^fa<hJ5J^£l±£*I!ei 1 ^trc 

fas X(i 1 &^fa&T^I$2;&^fa©^^>$£ LT^i, >£ 

(D^Wt^^WtCD^^if^tCDXhtlit^ <, 0!l*.tf7j^ pH 

7. o~8. o, fc?£LOi7. 2-7. 6izmmwm%MTzmmm m 
pUi'TBS, HBSI) ft, U 7 7-(iiik>^ 
A,hi^LT;»^^i;^(Z)-e»t L < ^IN0 t/c, d 
Si^O/jiS £ L T (is I|5~50mM, JfS L < li 1 0 - 3 0 m M©§BHfr 

•si&tjiiRStU N a C I }j!Jt(i®t 1 0 0-2 0 0 m M, JfS L < it 1 4 

0-1 6 0 mMrolBHAN^jSlljl^^nSo d©M^(C(i, *$&BJjUC#£ 

T i rn^mtun^commftm^mxito4 
^m^htiits m^imm. Nac i rnvm^s mmt ga 
It^tf^SftTlNTfc&lN,, LTtis MTwe en20| 
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at o. 00001-0. 2%s &£ L < 

ato. ooo5~o. 1 %-e^^o 

^>j§Jt&at o . 5~100mMs KL< &at 1—1 0 m M% <fc y $?£ 

L<ttI|2~5mMtS>l)o 

[0223] *fgB£lC#£^fa£J5]&;*1±£^I§g1 &trC 

fa, X& 1 ^/CfaS.^Iiel2;^fa(Z)^IK{n^(is #cfa©;£tt"PISCCJ;^ 

at 1 0^-1 ooooooi^ sL<iz 1 ooog-i o 

0 0 0 0{&•?£>£o 

[0224] *fg0£«£*t^fa<hJ5J^1±£il^1 ̂ JrC 

fa, X& 1 &^fa&t^l$2;&^fa^$©^Ri£>$©fi&% ^g0£UC#£|I 

fa^ tr-X©Ji^ *fgB£lC#£iSfa 1 m g (C>tf L®t 0 . 1 m L - 1 0 0 

OmL% B£L<teO. 1 mL~5 0 0mL, «tyjfSU<(JO. 1mL~ 

1 00mLt\ *^UC#£fiifa#-7'f ^P7°U-hOif^u 1 

fit 5 0/xL~3 0 OMU ^SU<tt50ML~2 0 0|xLN <fcy$?£U 

0£5 0ju,L~1 0 0 jot L-efe^o 

[0225] -£]& (&M) ^iS-

*f|0.mc#£*t^ifa<h*l^i 1 ^trCfa, XI* 1 

^/Cfa&mit^ 2 ̂ trCfa©J5J^^iStt. at 2 ~ 3 7 °C, L < IZ 1 1 ~ 
3 3 7 °C% <fc y jif S L < & 2 0 ~ 3 0X>~C$>&o 

[0226] -SJ^ mm 0#^-

*f|0.mc#£*t^ifa<h*l^i 1 ^trCfa, XI* 1 

KfcfoRxfmm,2^/cfa©sj»p^ ato. 5-120m »su<ii 

1 ~4 0m <fc y ifs u < & 1 ~ 2 0#r^-es>So 

[0227] *1^1 &irCfa£ 

tcj:y, ^fa^P^i-rsd^^-e^^o t/c, i^trcfa^ 

ttmmzmz&'&fat 1 ^fa©^fa^^2^fa^sj^^i±/cm(c 
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, %t&&ttiz<fc y, I 2 ̂ /cfa£P&£t" & d ttfz 

ZZo %&fi)££LZit, 

A4\^zits tuv^o 

A^^V^IIO. 5 ~ 1 OOmM, JfS L < &at 1 - 1 0 m M, J; y $? 

SL< &at 2~5mMMU 

'JMSXtt^JU*£*fgBJ^C#£T i m*V/^ft£*fgBJ3©£te£©!|g£-

<* tu^>0A4t> 

£at 0 . 5 - 1 0 0 m M, Jf s L < &at 1 ~ 1 0 m M% J; y L < it 

I|2~5mMM1"^ pH 7. 0-8. 0, fc?£L<&7. 2-7. 

(mii'TBS, H 

BS) r£u lJ yW<y 7 T7— ittUUi^O A t tin's LZ )%$§•& 

£UZ<DZtff£L<&l\ Ztcs Ztlb(DmWm^(DmWMmJkt[,Zit, 

I|5~50mM, JfS L<&1 0-3 0 m tl, N 

aC I }j§Jt&at 1 00 — 200m M% $?£ U <tt 14 0-1 6 0mM©i 

t (D^ ̂  if ^mzhtlit, NaC I moikm. 
Ms mmt wMtLTtt mpiit 
t we e n 2 0 (ffl^cM^XH ($0 Wk) ^S£$fc&S§i£lC 

at o. ooooi~o. 2 %, $?£ L < itm 
to. 0005-0. 1 %V$>Z0 

Bmc#£|Ifa1 mglCftU atO. 1 m L - 1 0 0 0 m L, $?£ L < it 0 

. 1 mL-5 0 0mL, «tyjfSU<(JO. 1mL~100mLT\ *fgB£ 

lZ$h%>$tWtf^?-f 0 • 7 U—hrolfp", 1 0 x</KCfJ^^"'2)/7lc/^-5^(Z)M(ia 

t 1 00yu,L — 300yu,L% L < & 2 0 0 ^ L - 3 0 0 ^ L T\ ML 

Lfr^ T t <£ lN0 
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[0228] -&&-

Jim 
nwi2)%m*(bmm%t t?\ ]J 7*X?T$-
-tziFIf btl&0 ZUb(DmIStl IZDYcgft&£P<D 15%IZft 

-2T*i^£tTA.W:<n\ 

[0229] fgfe&aHC£tt£fgfefflSft&£ LT^ ^tl 

—TMB (f MXIWPD (^ 

tl'So 

[0230] f§fe&aHCfctt£#gfefflSft©fi£ UTtt, ^fgBJ^c&aiatetfkT-XfiD 
*fgBmc#£|Ifa 1 mg(C>^L®tO. 1 mL~1 000m L, JfS 

L < & 0 . 1 m L ~ 5 0 0 m L% <fc y $?£ U < tt 0 . 1 mL~1 OOmLt 

. ^P7°U-h©if^ 1^x;KC, ®t50yLtL 

~ 3 0 0 M LN $?£L<tt50Ju,L~200AtU <fc y $?3: L < 5 0 At L 

-10 0 yu, L-?£>£<, 

[0231] 

56o&tL<iii oftm~4o 

[0232] f§fefflSSf>&<b(Z) 

JS^Jt«®t2°C~3 7°C, »Sl<(i2 0°C~3 0°C-e^)^o 

[0233] 

i±3/c&Jx£S{f±)&<h UTv ®tv 1 m o I 1 m o I / V-lUt 

t£Z(Dim$:s fgfeSft>££#fij!Hi*.x fgfe£j££teit£-t±£o 

[0234] 

tmtmusfos 1 :x$iWjkx?mml2ftm*t(D 

4 x d<D#m--zm^%> z t.#-c$ 
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bXlt, ti 

Jls*>0 2x>r#>&m%0. 5 — 1 OOmM, £?g;L<&St 1 -1 0 m M% 

<fcyu< &at2-5 mMMu ^m%t>mzrniz>*%mz\%z>m 
4j\sx£*f£mzmzT \ m$y/<tn£*f&w<DfeW£ 

-f ^VfejfitO. 5-1 OOmlVU fc?£L<&ifit 1 ~ 1 0 m M, «fcy$fS 

L< &®t2~5 mMtttS, pH 7 . 0 - 8 . 0, $?£ L < 7 . 2 

~ 7 . («IMTB 

S, HBS) tfmibtiSo fts 'j 7 77-(i^;U^r^A<hi^LT 

sti® £ i; £ © -c$? s L < & i\, £ fc, d *i e> ©MSi^ut u 
Ttt, It 5 — 5 OmM, L < tt 1 0 - 3 0 m MCDlBHfr 

tls N a C I }j§Jt&®t 1 00 — 200m M% L < & 1 40-1 60m 

izmzmmftm^mx&o4)\sxt*mmzmz>T \ m$ys<?w£*mrn 

vmm. BS Amow&Mm^ztiT^x&gk^o 
£ L"Ois ween 2 0 ($0 M) btl 

s ®to. 00001 ~o. 2 

%. fc?£u<&at0. ooo5~o. 1 %-efc£0 

*fgB£©&di&tfE L i sA;it\ *wmzmzfe 
0 P7°U-h(Z)Ji^ 1 5 0 jLt 

L — 3 0 0 ju- L% $fSL<tt5 O/AL-2 OO/AL-efeSo 

tii&tf7n—tM KP< h'J-;^ *^BJ!lC#£$ift:#fc:-X©i§£\ ^ 

Bmc#£jBfa1 mgtc^uato. 1 mL~1 000m L, fcftLOiO. 

1mL~5 0 0mU <tySfSL<ttO. 1 mL~1 00mLtfc5„ 

[0235] - *fgB£CD&ai;&&ic & w- nmn -
0Rtf*fgBJ§ LT?^ ̂ P7°U-h^ffll^TE L I SA^tC 
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mttiim&mttkfi-itcm, mbntc^mmzm&T \ m 
'Mit Ltc^4 <7 P7°U-

1 1 &ircte£ato 

. 5 ~ 1 0 0 m M, ^L< &at 1 ~ 1 0 m M% &at 2 ~ 

5 Wtlf 1 0{£~1 OOOOOOfS 

. if £ L < it 1 o o o{£- 1 o o o o o1 o xjufe 

fey 1^5 0ML~3 0 OjuU iftL<(i5 0ML~2 0 0ML% <£ y if 

£ L < 5 0 /A L ~ 1 0 0 /A L » U fit 2 ~ 3 7 °C, if £ L < it 1 1 ~ 

3 7°c-eo. 5~ 1 20m iftL<(i 1 ~4 0tr^j5j^^i±, )X^x\ tuu 

7 7~ at 0 . 5 

~ 1 0 0 m M% if £ L < &at 1 ~ 1 0 m M% J; y if £ L < &at 2 ~ 5 m 

M^iU 

fg0J^c#£T i m$y/Wn£*f£W<D&te£<D&'&iz&W*J3-z.te^te 
) £0 ^1^1© 1 )X#ifa%:l&mtZ>t§'git, 
IZA15isy-lzWMLtc 2 )X$n.fo% 1 
ft, A-f 7 T7— (JjJI/i/01x4 

tO. 5 ~ 1 0 0 m M, if t L < &at 1 ~ 1 0 m M% J; y if £ L < &at 

2~5mMMU 

JU*£*fgBJ^C#£T i m^yA^7Mt^BE(Dm^t(D^iZ§m^^-X. 
^at 1 00yu,L~300yu,L% iftL<(i200yLtL~300 

jLtL-effllNT^-^xJU^gfe^-rSo TMBMXliOPD^i: 

0fgfefflSft&£1 ̂ xj^/cyat50^L~3 00/iL, if ̂  L < & 5 

0ML~200ML% j:yifs u< «5 o ML~ I oo/iL^^ijKciin 
U at 2 °C~ 3 7 °C% ift L< it 2 0°C~3 0oCe5^^~6 0£f^ if 

SKttl 0^~4 0£f^J5J&£-t±£o *(D&s 1 mo l/L^Xttl 

mo I /L^It^:i:(Z)SJ^{¥iJi>S;&^'feSS>S<h^MJPA.s 

£H\ -74^P7°u- h u-y--ep«s;&}iy^'r^o 
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UTkr-X£ffllNT7P-+M hP< h 'J ~}£lZ 

^-rnfcflt^fa#sin£©m. ^ biz 
mttum&mttkfi-ot^ mbtitc*mmzm&T \ m$yAtn*m 
feit Ltcif-xizMbx. 1 ^faxi***!^© 1 
tO. 5 ~ 1 0 0 m M, if £ L < ttjlt 1 ~ 1 0 m M% & y if £ L < ttjlt 

1 0{£~1 OOOOO 

Ofe, if£LO£1 0 0 0^-1 OOOOOfe^Ufc^i^ *W8 

£#£iSfa 1 m g (C^LfitO. 1 m L ~ 1 0 0 0 m L, if £ L < It 0 . 1 

mL~5 OOmL, <fc y if 3; U <tt 0 . 1 m L ~ 1 0 0 m L fSflp U It 2 

~ 3 7 °C, if £ L < It 1 1 ~ 3 7 °Ce 0 . 5-12 0#^ if £ L < It 1 ~ 4 

0#iaiJ5Jfc£-t±\ )X^X\ ^Jk>7t>?:ttt'>77-

Jk>^A^^V^ItO. 5 ~ 1 OOmM, if £ L < ttjlt 1 ~1 OmM, 

<fcyifS L< (i®t2~5 mM^iU ^^falC£tt£*fgBJ^C#£«ffl 

i m*v/^ft£*fgB£©iafa£ 
(D%^izBm%5-7Ltz^mm) %m^x£-x%m)$tz>o ^^©i&irc 
faL ^ ^ tC^^1^1 L tc 2 ^JrCfa£ 1 ^tfcfa <h |f| *£©;&& 

tuii/OAy77- (^JU^ 
A^^V^ItO. 5 ~ 1 OOmM, if £ L < ttjlt 1 ~ 1 0 m M, J; y if 
SL< ttilt 2~5mMMU mmtiWlZ&lj £*fgB£lc#£«ffl]]&*Mg 
'JMSXtt^JU*£*fgBJ^c#£T i m*V/^ft£*fgB£©iafa£©!|g£-
izmm^T,*fgBj^c#£ 
flfa 1 m g (C^LatO. 1 mL~1 OOOmL, ifSL<(JO. 1mL~ 

5 0 0 m L% cfcyifSUOiO. 1 rn L~ 1 0 0 m L 

^-x^iiifdi 7P-+M 

[0236] m*(D$n.WslZttt&%mmt-mz 1 0 n M~ 1 0 0 p M 1^/<JU©K d <h 
^totlT^£0 —JJ. T i m4^>A^ft<h*X7:p51:v?,lU-tz U yt(D^S 
^](iKd =ft2 nM (Nature (Impact Factor: 4 

1.46). 12/2007; 450 (7168) : 43 5-9. D 
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0 1: 10. 1 038/n ature06307) tiX Iffl 

xmcomm^Ws izntz mt 
>s<n-711^®0/1x7. 

7 7f^nrui mtyAtnmomn'&tm^-z-fo&iz. 
t\ J/Cfa£IN•T£/c&^ < )lX<D&l±l#£fr9ft5fe 

^Cjzb^T. *fgBJ^C#£T i m ^ 

£> O fco 

[0237] 

i c r o R N A=f CD^It^r^/rt"%> Z t (Cffi 

^%zt>ps o4j\sx<ommm^<o&^mm^zm^zz 
ttfxzzo t/c, mmM^mMFa^WTytezizmmtzztt-ei** 

o 

[0238] <9. )\sX(DM$m*y K> 

*fgB£©*fflJ&*M£'jN]]&Xtt* -f JUT.©MtEffl + f h &s 

1 . *3§B,BIC#£T i m$ y/-\$M%:1kA,-Z'tZ&UMRZ?^%BftlZ{%&$BW 

frls/vXte&UMs X&, 2. ^^0^0 T i mfIfa£#A,-e&£§S^ £J* 

J5£^H<h ITtAtft^o 

Ztib(D5'y Mi* Mlc* A-f 

A-f h^y-a^^jto Z>Ml£tlZ '> 

&< tt Hfi£#A,-eLN-rt<UN0 iftLiNtj^i 

^(C"Ol/NX(i% tuHB L/c®l) X$>Z>0 

[0239] tfc, Ztlb>5-y h (C"a Z (Z)^If "Cffl ^N 

urn. mmt imsim ra^y 
A, y-v^jisM, , s^b^y yuyjy 
s y^m\^=>3-y. mmm) . ES&k «#ii©iiffl 
, :Z(D\&Z(Dfimxm^btlX^Z>t(DX&-oX, ^#1" ̂ ISH-h 
%miL/cy, *fgBj^c#£T i m^yj^^wtuw, *%mizmz>$Bmz 
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tt^iilyfcy L^^t©^LT^Ttct^o t.tcZ.tlbUMW^(D 

[0240] 

• Jin • rn^m. 
h©Wl^0^», ffittXWs $>ZV 

\XAy-j\sv h (U-7by h) #£Ei£t"£o 

[0241] J^-FIC, mmm. 

zt>\ *f£m&ztibiz&yfa^PS^ft^tami&iNo 
&fc\ *%mizmz>T i mfy/itntTMBft&ynyvy • Af> K 

(T i m 2) (JilT, TT i m2r^U 

^lEt" £*!£•#£>£) <h£#H±T, TT i m77$'J-^>/^Sj <hB& 

EEf •2>^'n^S)'2>o 

njfeffii 
[0242] jg,MI 1 . F c * tm&m T i m 4 * >/itW(DiMM 

J^TFCD^lCcty, F c ^ ̂ ib^§y T i m4^>A^ft£ilML/c0 

[0243] < (1) • t&m> 

9u~t\ Miyanishi et a I . Nature 2007, 

Vol. 4 5 0:15 lZBH,Wl<Dj5felZli£\,\ i m 4 £ y/^9 

ft© N 3^1 ~ 2 7 3 7$yiHI±i£=l- KtSc DN A (IB?U#^2 6) 

t\ pEF-Fc^^-©Sa I I -Ec o RV+M 

F i (£IT, Tp E F-T i 

m 4 — F c J ^IHglEf £*§£•#&£) £liHL/c0 

-15. 2 9 3 T« (iiBRC) £, 1 5 OmmWSi|f^r>i 

2 5#n?1 0 % F B S (/^^7xXhttl) tiDMEM (t^)7^fT, 

^ (tt) M) 2 0mL^ffl^t;enftii ariiSiufco ^*ven 
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V ^=L[Z-D^X, 1 0%FBSMDMEM25mL^ F B S 

J^DMEM2 5 mLCiiLfco 

Polyethylenimine "MAX" ( 

pEF — T i m4 — Fc 2 0 M g £ 2 9 

3 3 7 °C, 5%C02M 

TT'lfefiA Lfc2 9 3 tlftl4 01giLfco 

[0244] < (2) ffM> 

tfbtl/cafe^A L/c 2 9 3 f 

L (8 0 0 X g % 5£f^) . tlftlMU 7P-JHfc0 *§£> 

tl/cip#±;W^:s Rapid Flow 0. 2/Aim7'i'JU •£-••- — 

It —^7^ 7< y 

<hT\ 

)X^SX\ P B S 2 0 m L IfcnP rot e i n A Sephar 

ose 4 Fast F I ow (G P r o t 

e i n A&Fc $ Z>) 7 0 0 fx L L/ctf U 7°U v 

7°t) => A (AV ̂  7 y KttM) IC, m b tltc.mm±m )JlM& 5 00mL^| 

JQ Ls ip#±;f Fc^ ySJ-nSy T i m 4 *? y/^OW.^: n P r o t 

ein A Sepharose 4 Fast Flo w^fp-n ̂ -t±/c0 

fit, ̂ |n Protein A Sepharose 4 Fast 

Flow^ 2 0mL©PBSt;lfUfco f©t, 0. 1M fjisyik 

iI»)S (pH3. 0) 6 0 OyLtL^f tlftlffilNT, WM5 1M 

K (p H 8. 0) 1 0 0 M L 5 0}§!±i U 6 0 0Atl_-f^© 

mbUtcb-DOm^m^Z-D^X, t8 0 n m 
)iy^U ^VA^Ittf^i^UtrL/co 

IPII, —0. 5 mL 1 0 KJ|I/L>^7 < —"7 A 

PBS40/xL(CiiLfco f LT, P B S 
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p BS£ffllNT*V/^ft©*lJt£8 8 Atg/ 

m HCllSU F c $ 0 i ( TF c$<f 

ll^imT i ^ttt5PBSi§ 

( rFc^^imT i m4^>/^S^PBS^J t^T2>m 

&%tc0 

[0245] jg,MI2. FLAG^^JT i m4^>/^W(Z)ilM 

J^"F0^tC<fcy, FLAG^^iT i m4^>A^ft£ilML/c0 

[0246] < (1) • %m> 

9uts F L A G $ 0 i m 4 cDNA (x"t77>fi5fcT 

1 m4^>/^l©N^a1 - 2 7 3 7$yit$I±i©C3«(C 1 X F L AG 

£S^L/c7$yillB?U£=l- Kt5c DN A, 3 3 (3«(Cit± 

=l K> (t a a) RXfl X F L A G £ =1 - Kt" £J&SSB?U£^fc\ (IL» 

g^+M , 777T.^y^ttM) %s pCAG 

-Ne 0s<t$- (t) 1) 0Xho 1/BamH l^h 

FLAG^^iT i (J^~F 

, r pCAG-T i m4 — FLAGj miBl" £liHL/c0 

2 9 3 TlfflJ® (IIB RC) 2 2 5 c m27^X=|-e 1 0%F B 

S (B i o s e r a *±M) MDMEM ($0 U) 5 0 m L 

%m^Ts 0-9 0%z\yy)\sJiy \*izte2>l:?iz 

SSL, 1 S^ipSL/co ^fCD&s Li pofectami n 

e 2000 (^-^7 < ^ i/t-lf'f iVf-f 7 p 

CAG — T i m4 — FLAG 6 0 ^ g 1 ai^SUfc2 9 3 T*^ 

IfefiALfco 3 7 °C% 5%C02£#~FN HsfiAlfc 

2 9 3 T»1 ariiSiUfco 

A L/c 2 9 3 PBS1 OmLT'2 U Opt i - M 

EM (t-f 7 -f ^ S/ ft'f X>T -f 7 -f 5 0mLlc£&U 

3 7 °C% 5%C02mm3Sf|^iUfco 
[0247] < (2) mm> 
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3sriisst©iiEmLfc2 93si/t>#si4rau 
(3 O O X g % 5£f^) , %m±M*\5\W.[stc0 

(C30^^HMiI (1@@:300Xg, 3 20@ : 1 2 0 0Xg 

, 2 0m 3@@: 1 0 0 0 0 X g % 2 0^1) U ^Mt)£^itL/c± 

m*mtc0 mbtltc±m^. V i V a s p i n (#®#?fi3 OOOO, G 

EttM) 1 ofeizmmu 0 
PBS TMLfc ANTI-FLAG M2 affinity gel ( 

tsf vttM) 5 0 0 ix L (ip#±;§/®$fs)SCD 1/1 Ofi) %btltc$HWk 

±;f/jils>S 5 m L IZJpXX 3 PtP^lzHill/fbffl L, ip#±;fFLAG 

^^iT i m4^>/^ltANT I - FLAG M2 affini 

ty g e I £J5J&£H-C\ FLAG^^iT i m4^V/^l^AN 

TI—FLAG M2 affinity gel ̂ $p"n ̂ -t±/c0 /%lsX\ 

^^ANT I - FLAG M2 affinity gel£PBS5jiiL 

X 3 L/co 

200yu,g/mL FLAG^^f M (DYKDDDDK^ 

7°^K ®) i) ^PBSxmabtc^m 250^L ( 
L/c ANTI-FLAG M2 affinity gel ©¥# m) 

^I^ANT I —FLAG M2 affinity gel iZtWXXA 

°CX 3 0 Us (4 °CS 8 0 0 0 X gs 1 0 

ti. ±;f 0§tM) ^SJlXUfeo 0J]XL/c±;f 0§tM) ^©FLAG^7° 

f K£P&£t£/c<!s/)(C, ^§£±;f 0§fcM) (CPBS20mL ̂ :l]Pz.TPS# 

/JEJ^LS /®^s5S^rt#/c0 t#<Qtl/c)®^s)S(C% PBS^:;|sJPLTs )Sm^:5 0 

0 ix L IZSt>tes F L A GfVM-aM'7CXfi^T i m4^>/^l ( TF 

LAG^ySJ^rSymT i m4^>A^f|j £IB&§Et" £*§•••#£>£) 

5PBSM ( rFLAG^^imT i m4^>/^l^PBSM 

J tmEt£ii^£>£) (^1^2) £?#£„ 

[0248] mmm3. H i s*vm&mj \ m4*y/ww<pm& 
J^TFCD^lCcty, H i s^S^^T i m4^>A^ft£ilML/c0 
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[0249] < (1) • %m> 

H i s i m 4 cDNA i m4^ 

V/^ft© N^1 ~ 2 7 3 7$yi£SI±i©C3«(C6XH i 

Lfc7$ yi£lB?U£=l-K"T£ c D N A, |B^#^34 K> 

(tga) M6X H i s ^*£=1- Kt"£ c D NA^tW ) 

•P T, pCAG-N e ($0 1) ©Xho l/B 

a m H I +M H i i 

0 9- (J-MTs TpCAG-T i m 4 — H i sj tm?,t Z>Wit;t>i&Z>) % 

mmLtc o 

2 9 3 T||^ (ilfiJfBRC) 2 2 5 c m 2 7 7 7> =1T? 1 0 % F B 

S (B i o s e r a *±M) MDMEM ($0 M) 5 0 m L 

1 S^ipSL/co Li pofectami n 

e 2000 (Ht-f7'f iys>t~It-f 7 <iy^ttl) p 

CAG — T i m4 — H i s 60/xg^ 2 9 3 T«A]|{^XL/C0 

3 7 °C% 5%C02£#~F. IfefiAUfc2 9 3 T«1 

ariiSiUfco ®{s^AL/c2 9 3 Ti|ffl 

J®£P BS 1 OmL^20MU p t i -MEM (-9—^7-f 

«r>i'-t'fi>T'f7'f'^til) 5 0mUc£&U 3 7 °C, 5%C02 

^m-ssmssufco 
[0250] < (2) mm> 

3sriisst©iiEmLfc2 93Tmm<D%m%i*. si/t>#si4rau 
(3 0 0 X g % 5£f^) , %m±M*\5\W.[stc0 \5\i&[stci&m±M*s 

(C30^^HMiI (1@@:300Xg, 3 20@ : 1 2 0 0Xg 

, 2 0m 3@@: 1 0 0 0 0 X g % 2 0^1) U ^Mt)£^itL/c± 

I^fifco mbtltc±m^. V i V a s p i n (#®#?fi3 0 0 0 0, G 

EI±M) 1 ofeizmmu 0 

Ni Sepharose 6 Fast Flow (GE ttM) 2. 7 

mL^N i Sepharose 6 Fast Flow CD 7°P h 
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tl^AlZ&Ltco 3S5I$Jl mL/m i nfOD28 

0 n m ti 7 lxiZ%naAy 7 7 — (5 OmM Tris —H 

C I , 5 OOmM N aC I , 2 OmM imidazole) D 2 8 

0 n £T?gS3]P Ltc0 f# b)1« 5 m L £ 

a^Aicgsap btc&s 7 s-c+^icgsflp L 

&># L/c0 7 7- (5 OmM Tris-HCI, 500 

mM N aC I , 3 0 OmM imidazole) ?:1]7A1C ̂  JP L, 1 

ml_-f^di®#£1 O®^0JjXL/co 

[0251] < (3) • mm&> 
5MLr-Dft^LLs m 

) m) s 9 
2 OfjuL^t7>-A-izy 7°X-X 5-20%^ 

in ($o M) tc^§£«E)7i<Kffl(Z)§imi 5/xL^fn^nmn-T. 25 
mAt'6 5 L fc0 

SSIfefe 1 I K7=i- ($0 M) g 

5'D(DW\'fr%:MA,~£70—)\/Ltc (—-DlzM&tc 

) ft, )§!±!5^C#3;tl£ imidazole P B S£2 

0 m LJPX.TV i v a s p i n (»ff3 0 0 0 0, GEtti) 

TPS^MjEi/il L, /®^s5S^rt#/c0 t#<Qtl/c)®^s)S(C P B S LTs 

5 0 0 yu, L IZS t>tes H i s fVM-aM'i ( T 

H i s^ySJ^rSymT i m4^>A^f|j 

5PBSM(THi s^^imT i m4^>/^S^PBS^J 

<hB§HET&&>£>) *k%tc0 

[0252] jgjftfln -s. \ m4ta<t»ffliNfe«flflft^i»i/iNflft0at^ (*mn 

£ITCD<£ 9 l/Z^%Bft(D T i m 4 L, tl 

«^El^OTt#£tT-3/co 

[0253] < (D tu\,*/0A4xy%mt&m±Myy7)\s<Dm§k> 
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t; 5 6 2 IffllS 1 x 1 o^M 

J® £8 0 m L (DX-V I V01 5 igjfe (L o n z a *±M) 7 °C, 

5 %c o 23 a mt%m Ltern. si/t>#si4ra (3 0 0 x g, 5 
±;f£P&£L/c0 «L/c«£, 1 0/iMf^Vi/ 

Vth'JCA (MP Biomedical s *±M) #^X-V I VO 1 5 

lgi60mLt'« 3 7 °C% 5 %C 0 2^#T"e 2 4 L/c0 

(3ooxg% 5^) Us 

JJX L fco 0JIX L /ci£#±;f 60mL^^e,C3 (101: 3 

0 0 X g, 3 fims 2@@: 1 200Xg, 20 30@ : 10000 

X g „ 2 0^f|) LT±;i£t#/c0 ?#£tltc±MIZtt LT 

, V i v a s p i n (®ff3 0 0 0 0, GEtti) 6 m L£l 

"RC&'I) /®^S5S^rt#/c0 t# ̂  tl/c>J|$fs;S(C 1 OAIM^E 

h'J^A (MP Biomedical s *±M) #^X-V I V 

0 1 5i£ite£MUT&fi£6mUC^fe-ti\ 1 0 L/c K 5 6 2 B 

mmmmmmv-yfju (J^T, ^m±mv->^j\si 
) £?#fc0 

t/c, t#£>ft/ci£#±M+f>7^UCit}j§]t^2mM(h&£<*:9(CCaC I 2 

»JPL. 2 m M C a C I 2#^ K 5 6 2 > 7°JU (J2TF 

tc0 

[0254] < (2) F c $ 0 i m 4 $ y 1~yWM> 

H®l0!l 1 |t|^©^tc<fc y mm L/c F c ^ vm&mm T i m 4 y/it 

ft#^P BS}^1 14/iL (F cfVm&MmT i m4^>/^11 0 ^ 

g#^) £, h-NH2 mut 

h(C^{\t£tlT^£7°P hP-JKC^T F c * m T i m 

4^>/^l©NH2Metf>iiL, N H2Str^f >^F c^^it 

j ( TN HzStr^-^y^i^F c^^ib^sy 

mT i m4^>/^lJ <hl§jlE"t'£>i§n'A*&£>) 3. 8 yu, g £t"•& P B 
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OOML ( r N H 21f Vii F c ^ m T i m4 

^s^tPBs^j *mtc0 

t /c, 11 mmco^mz cty-iiufc F c ^ m T i m 4 * 

>/^lt^PBSMl 1 4/iL (F c $ 0 Zm&T i m4^ 

>^I10/xgM) £. h-SH 

M) %m^Ts h(C^{\t£tlT^£7°P S=l—JUCftoT F c $9 

S^gHv^T.E&T i m4^>/^l0S Hg^kr^VHslSU SHStT 

c i m4^>A^ft ( rs Hgtf^f 

VliFc^^imT i m4^>/^U 5. 

9/ig^tttSPBSMl OOML ( TS HStf^f VUfgg F c 9 <m 

^ImT i m4^>/^S^PBS^J £m?,tZ>^ti1ffoZ>) %%tc 

o 

[0255] < (3) F ctVm&mvOxm&T i m4^>/^S^PBS»# 

IK> 
mmn^ £<fcynufcF c ^vm&mmT i m4* 

1MPBSM1 1. 4ML£, PBS188. 6|XL^U tr^l-f 

>#IiFc^^imT i rn4^>^mi MgMt^PBS^ 

2 0 0 M L £?#fc0 

tulB-eiiML/cN H2Str^f >^F c^^imT i m4^>/^l 

MPBSM26. 3^L (NH2I^fViiFc^^imTim 

4*V/^f|£ 1 yitg#^) <h P B S 1 7 3. 7 /xL^^U N H2gtf 

^f>IiFc^»imT i m4^>/^l^ 1 /* gMt§PBSi§ 

ift2 0 0 /i L *k%tco 

t/c, tulB-eiiML/cS HStf^f >^F c^^imT i m4^> 

/^IMPBSMI 6. 9^L (SHl^fViiFc^^im 

T i m4^V/^l$: 1 /xgM) <h P B S 1 8 3. 1 /xL^^U S 

Hl^fViiF c^^imT i m4^>A^ft£ 1 /xgMtl)P 

BSi§i200/xL^ffco 
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[0256] < (4) tr-X©2fc&> 

3 0 /x g / ix L Dynabeads Protein G PBS 

- 7 - I VT ̂  7 ^ttl) 2 0 ix\- (Dy 

nabeads Protein G 0. 6mg "a^) 3 i^(D 1 . 5 

mLfa-7' IZ* PBS 5 

OOlxL^I. 5 m Lf ZL-^IZ* tlftlJPTU iS#Lfc&, 1. 5mLf 

J. — ^ K7v^> KtCfxSLs D y n 
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v i d i n C 1 ("t — "E7 -f "V s>t-"t'f iVf'f 7 -f "V ^£t§!0 "a^ P 

B S 60yu,L (Dynabeads M — 2 7 0 St reptavi 

din C 1 0 . 6 m g #^|) 1 . 5 m L J-=L — 7° (tf—lASM 

m) P BS 5 o oixL^m^Tmrntrnmizmmmikfi-itco 
[0257] < (5) F c fVM-aM'i m 4 ^ V/^l© 

3 i^(D Dynabeads Protein G(0. 6mg) 1 . 

5mLfi-7*0?^ 1 fulBTllM L/c F 

c^^m^gymT i rn4^>^mi Mgtit§PBSM200/iL 

LT, 8 °Ce 1 H\ kT*f F c ^ m 

T i m4*V/^fttf^LfcjStt (m T i m4|Bfa) ^ttt^PBS)# 

2 0 0 ix L £:t#/co 

^lJ©2 ;$;(£> Dynabeads Protein G(0. 6 m g ) "a 

^ 1 . 5mLfi-7*0?^ 1 ItJlBTliM L/c N H 2££t 

f>^F c^^m^gymT i rn4^>^mi ^gMt^PBSM 

2OOML^MLT, 8°c-e 1 NH2ie^f>iiF 

c^^m^gyrnT i m4^>A^ft;6<i^L/c|Ifa (mT i m4jlfa) 

tt§PBSi§!200ML *mtco 

t/c, 1 ItJlBTliML/cS HgkT^VHISF c ^ 
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ImT i M g P B SM2 0 0 M L 

LT, 8 °C-e 1 1±\ SHlWf F C ^ vm&m m T i m 

(mT i m4|Bfa) ^tt1"§PBS^2 0 

0 /i, L ̂ rt#/co 

1^©Dynabeads M — 2 7 0 Streptavidin C 

1#^1. 5mLfa-yoiNT^ fuIE<h|W]*§CD)£(;:<£yiiML/cS H 

c^^imT i m4^>/^11 Atg^#^1-^P B 

S mm 2 0 0 At L LT. 8 °C-e 1 >*It^ 

F c^^m^gymT i m4^>A^f|;6^1^L/c|Ifa (mT i m4jlfa) £ 

PBSM2 0 0/iL ttmtc o 

J^±JC<fcy, "FIEI11 (C^1-4ffl|I(Z)mT i m 4 tl?tl 0 . 6 m 

g $mt2> PBSM2 0 0/iL £?#fc0 
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1 2 3 4 
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TOXSife 
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[0259] < (6) 

fulET't# b tltzM. 1 (ClEtfcCD 4 fflllCD m T i m 4 fSfa 0. 6mg^P BS 

5 0 0 At L -ef tlf tl3 Ltc&s ^ M^HtCDftlf tlCDm T 

i m4|Bfa(C, fulE (1) 

JU2 0 0 fx Limits 8°C-e3 0tP^J5J^1±/co 

JSJ^tiCDmT i m4flfa£% 2mM CaC I 2MTBS-T (T r i s 

buffer, 0. 05% tween20, 2mM CaC I 2) 5 

OOAtLTfftfft3 0&)#}#^L/co 3®S©^^©0#^ 4mm<D 

mT i m4jSfa£f tlftl2 5 OAtLf^ 1 . 5 m Lf a-7" 2 L 

tCo 

^ U >> 4 fflU© m T i m 4 0 . 3 m g LT 1 % 
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S D S 1 m M E D T A £ 20/xLiil fc&s 

1. 5 m 

L J-=L — V y KtClxS Us MJj&RWs^TiSlil/Z m 

T i ±;f 0§di&) £0J]XL/co 

fpk T i m 4 $ y WJktf^WOM^ mT i m4 

rnxfiztrnt 
y-71 -f U->#-^-£T=eil2 (C^1"o 
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mmw\ mmm2 SffifcO mmm mmm 56J6H6 mmtm 5IJ6W8 
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01 icfclt %>Vs—V 1 2 3 4 5 6 7 8 

[0261] < (7) y</> 

^JfeflJI -8-et#^tl/c^±;f 0§fcM) 7. 5ML(C4XiS^fflMii)S 

($0 M) 2. 5ML£3JP*T9 8t>T5#mif&U 

X—A —-tz v 7°x-7> 5-2 0 
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1 :0. 3M T r i s/2 0% Methanol^ Anode Bu 

ffer 2:0. 0 2 5 M Tr i s/2 0% Methanol, Ca 

thode Bu f f e r : 0, 025M Tris/0. 04M 7 $ J 

tl 7°P>l£/2 0% Methanol) P V D Ffll (M i I I 

i p o r e ttM) (C1 mA/cm2t60 L tca 

PVDFlCPBS-T (PBS buffer, 0. 1% twee 

n 2 0) -e^lKL/c3%7>drA$>/U^^:JPA.T 1 0tP^^-eJ5J^£l±T7°P 
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P BS-T-C2 5 0 {SHIR L/c J/Ct: hLamp-1 

0 •— ̂ vM/tfa (BD Biosciences J^IT r^t: h L a m 

p-lirCfaJ £IB&§Er£*§£•#&£) 2 m L^8°C-e-^J5J^^1±/co 

J5J&&0P VD Fll^rP BS-Tt30M L. PBS-TTl 

0 0 0 0{£^fKL/c2^/[fa gG (H + L) , I gG 

trl^/Cfa} ($0 M) £^£-C10# 

PBS-Tt50;m 4JxJ7>$—tf-f (fflftMUl 

H ($0 M) »JPL. LAS — 4000 (GEtti) 

Jl>&&ttiLfc0 fts SbhLamp-1^(t i^VV-A©?-^-^ 

1 -DV&Z L a m p - 1 

[0262] <3£H> 

tf^tl/c^xT^V^P 1 £^t"0 ^1 

& i> - y fcm~F (Dm. y T? $> z> o 
u - > 1 : 1 ©i£H (tr* ̂  ymwM F C ^ m T i m 4 * > 

/^I^P r o t e i n G tf—X(C|p-n ^"ti/c m T i m 4 jBfa^r^l l\ 1 

%S D S7K}#5^^)#lil5^<^ LTffll^fc^p'©ip^:) 

U - > 2 : mfefll 2 ©isn (kT* 51 F c * ̂m^§y m T i m 4 * V 

/^I^P r o t e i n G tf—X(C|p-n ^"ti/c m T i m 4 jBfa^r^l l\ 1 

mM E D T A}#HH£ LTffll^fcifp'©!p^:) 

U->3 (NH2I^fVilFc^^imT i m4 

•9 y/S^WG: P r o t e i n G tf—XlZ $p"n ^tfcmT i m 4 J0 fa ^ ̂  

% 1 %S D S7K}#5^^)#lil5^<^ LTffll^fc^p'©ip^:) 

U->4 :^Wy4©iSm (NH2I^fVilFc^^imT i m4 

-^VA^Jt^rP r o t e i n G tf—XlZ $p"n ^tfcmT i m 4 fS fa £ ̂  IN 

% 1 mM E D T A%k)#HH£ LTffll^fcifp'©!p^:) 

U->5 :^Wy5©ISm (SHltf^fViiFc^^imT i m4 

•9 y/S^WG: P r o t e i n G tf—XIC $p"n ^tfcmT i m 4 fS fa £ ̂  IN 

% 1 %S D Stij>&<h LTffll^fc^p'©!p^:) 
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ls->6 (SHl^fViiFc^^imT i m4 

$ yJ^VfdtkP r o t e i n G tf—XlZIPCT^tfcmT i m 4 J0fa£^IN 

% 1 mM E D T A}#>(£HHt LTffll^fcifp'©!n^:) 

\s-yi -.mmmKomm (SHS^^>*i^Fc^ys^§ymT i m4 
K U7°h7^^>^-X(C|^^1±/cmT i m4jBfa£ffllN 

% 1 %S D SLTffll^fc^p'©in^:) 

U->8 (S Hl^fViiF 

T i m4^>/^ft£x h U7°h7^^>^-X(Ci^^1±/cmT i m4jl 

1 mM EDT A t U X ̂  1>N /c^*n"(Z)ip^:) 0 

[0263] m 1 <fc V. 1 - Q(Dntl(DmSlZ^Xt, 1 OOkDa^Ci 
^VV-A7-il-tJ)5 L a m p - 1 CD/O K A*?# btltcZ. tfrb-. 

mtcj:tui\ X^VV-A£#£ixt#RTfgT £> £ 
(^JfefliJI -8 : U->1 -8) o 

^»y2, 4, 6, 8(Dbtmttimt[sTt>J\sisOA-(*y 

^-is-^M^m^tcmSlZlZ, T i m4^>A^ft<h|Ifa^\ Tim4^v 

A^JtCDS HS^rlT L Tip •" L TIN'S (IUfe0!|8 : U->8) , N H 2 

S^rlT LTlpn" LTIN^ ^ © (^»y4 : U->4) ^77^-7^-^* 

^LTi^LT^t© (^«y2 : U->2, ^JfeflJ 6 : U->6) (C 

(mmm2 •. u->2 
. ̂ «y4 : U->4, ^wy6 : U->6, ^ JfeflJ 8 : U->8) 0 

[0264] jgMI9-1 6. *mR(DT i m 4jBfafrffllNfcffl)flftm/|N)lftg)SM3 (*3S 

£ITCD<£ 9 lZ^%Bft(D T i m 4 jSfa^rlMlM Us il 

[0265] < (D t%m±.ny-yX)\s(Dmw> 
^wyi-8© r en t%m±.my-yX)i(Dmm\ tmm^miz^^n-^ 
tCo 

[0266] < (2) F c $ tm&m-? 0 xm&T i m4^V/^l©^f>li> 
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mmn 1 r (2) F c$oxm&T \ 
ymmi tmmfDumz&vmgkbtcF c$vm&mmT \ 
^tPBSMl 14/xL (Fc^^imT i m4^>/^11 0 ^ g 

^Itl^ro^tCcfcy, Fc^^imT i m 4 

mTim4^>/^13. 9 ^ g & P B 1 0 0 ^ L (J^T, 

rSHStr^^y^Fc^^m^gymT i m4^>/^l^PBSM 

J <hl§HB"f"'2>^'n ^^>•2)) ^rt#/c0 

[0267] < (3) F L A G * i m 4 ^ 

HH^y 2 <h If|^©^tc <£ VIMIM LfcF LAG^ rn T i m4f> 

/^ltiPBSM99ML (F L AG^^m^gymT i m4^>/^l 

1 Oyitg#^) h-SH ( (fa) MCit 

) h(C^{\t£tlT^£7°P S=l—JUCftoT F L AG^ 

Vm^MmT i m4^V/^l®SHM^fVliU SHgt^fV 

Hf$F L AG^^m^gymT i m4^>/^14. 6/xg^t^PBS 

mm (J-^Ts rs Hl^fViiF L AG^^m^gymT i m4^>/^ 

I^ftSPBSMj m§Et£il^£>£) 100/iL^ffco 

[0268] < (4) Hi s i m 4 * kT^VHISD* 

^1^3 i s^^mT i m4^>/^ 

ltiPBSM5 4ML (H i s^^m^gymT i m4^V/^H 0 >u. 

g#^) £. h-SH ( m) *m 

i^Xs K(c^^tiT^^7°p hP-JK:f^tH i s*ys^gy 

mT i m4^V/^l®SHM^fVliU SHl^fViiH i 

s^^m^gymT i rn4^>^17. 2M9^ttt§PBSM (J^~F 

, rSHStr^^y^H i s^^m^gymT i m4^V/^ltit^P 

B S <h BS=Bf ££) 1 0 0 AI, L £?#fc0 

[0269] < (5) ^yS^gy^Xfi5fcT i m4^V/^I®^> 
nn^y 11<fcymwkbtcFc*vm&mmT i m4*y^o 
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1MPBSM1 1. 4^L i 

^lUgM) £. PBS 188. 6|XL^U WfV#llFc 

0 i m4^>/^1^1 /xgttti>PBSM20 
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fu§E (2) -eiiML/cS Hl^fViiF c^^imT i m4^> 

/^IMPBSMI 6. 9 At L (SHl^fViiFc^^im 

T i m4^>/^11 M 9 ^ PBS 1 8 3. 1 /xL^^l 

, SHS^fVliFc^»imT i m4^>/^11 Atg#^t& 

PBSM2 0 0 AtL£?#fc0 

t/c, fulE (3) -eflML/cS Hl^fViiF L AG^^imT 

1 m4^>/^ltiPBSi#l2 1. 6fxL (SHl^f>iiFLA 

G^^S^SymT i m4^>/^n At 9 <h P B S 1 7 8 . 4 M L <h 

£51^ U SHS^fViiFLAG^^imT i m4^>/^ft£ 

1 Ai9^t5PBSM2 0 0AiL?:ffco 

fulE (4) -eflML/cS i s^^imT i m4^ 

>/^lt^PBSMl 3. 9^L (SHit'^fViiH i s * ?!4£-

ImT i m4^>/^11 AtgM) <h P B S 1 8 6. 1 /xL^^U 

S i s^ySJ^rSymT i m4^>/^1^1 fxg^t 

5PBSM2 00/iL^ffco 

[0270] < (6) tr-X©2fc&> 

3 0 At- 9 / M L Dynabeads Protein G PBS 

- 7 t - I VT ̂  7 ^ttl) 2 0 At L (Dy 

nabeads Protein G 0. 6mg 1 . 5 m Lf 

ZL-7" (^-lAll^il) 1*lC#£U PBS 5 0 0/xLi&ffl^t, M 

Mtiy 1 - 8 <D r (4) j <h £ y ^ /c 

o 

1 0 At- 9 / M L Dynabeads M — 2 7 0 Strept 

av i d i n (^-^7^ ̂  s> 7-f MPB 
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S60jxL (Dynabeads M — 2 7 0 Streptavid 
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-X©8fc&J <h y f M tc0 
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0 M L ^t#/co 

^lJ©2 ̂ ©^l^ii'P'Etil©^ U y ht£it© Dynabeads M — 2 7 
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JQ UTs 8 °CT 1 H\ SHlt^f VjifggH i s ^ ?!4^Mm T 
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r^«yi -8-zmbtitc&±m 0§HH&) 7. S^LJ ©ftfcyic 

Jfe0iJ9-1 6 (fulE (8) ) 0§fcM) 7. 5/xLj 

HJis^yi-8© r (7) £|fUH© 

<fc 
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[0276] <3£H> 

y2 iz^kto M2. 

& i> - y km~F (Dm. y T? $> z> 0 

u - > 1 : 9 ©isn (tr* 51 ymwm F C * ys^gy m T i m 4 * > 
r o t e i n G tf—X(C|p-n m T i m 4 l\ 1 

%S D S7K}#5^^)#lil5^<^ LTffll^fc^p'©ip^:) 

u - > 2 : ^»y 1 o ©isn (tr* 51 >#*1^ F C * ys^gy m T i m 4 ^ 
>A^Ji£:Prote i n G tf—X(C|p-n m T i m 4 l\ 

1 mM E D T A}#>(£)#HH>(£t LTffll^fcifp'©!p^:) 

U->3 :^«yi 1 (D^m (S Hl^fViiF c^^m^gymT i m 

h U7°h7^^>^-X(C|^^1±/cmT i m4jlfa£ffl 

1 %S D S7K}#5^^)#lil5^<^ LTffll^fc^p'©ip^:) 

U->4 :^Jfe0iJ1 20ISH (S Hl^fViiF c^S^gymT i m 

4*V/^ft£3> h U7°h7^^>^-X(C|^^1±/cmT i m4jBfa£^ 

L\ 1 mM E D T A}#>(£^}#HHt LTffll^fcifp'©!p^:) 

U->5 3©i£H (S Hl^fViiF L AG^^m^gymT 

i m4^>/^S^7 h U 7> 7 ^-XtCi^r£1±/C m T i m4fBfa 

^ 1 %S D LTffll^fc^p'©ip^:) 

U->6 40ISH (S Hl^fViiF L AG^S^gymT 

i m4^>A^ft£7> h U7° h7^^>^-X(C|S^i^1±/cm T i m4flfa 

^ 1 mM EDT A }#)4£^:}#!il>(£ t U X ̂  /c^*n"(Z)ip^:) 

U->7 5©i£H (SHit'^fViiH i s^^m^gymT i 

m4^>/^S^7> h U7° h7^^>^-X(C|S^i^1±/cm T i m4fBfa£ 

1 %S D S7K;#>K£:}#HH>f&LTffll^fc^p'©ip^:) 

U->8 6 0ISH (SHit'^fViiH i s^^m^gymT i 

m4^>A^ft£7> h U7° h7^^>^-X(C|S^i^1±/cm T i m4fBfa£ 

l/\ 1 mM EDT A t U ~C 1/^ /c^*n*(Z)fp^) 

tl^fo 
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m 2<fcy, HMJ9-1 1 00 k Da iWZ 

i^VV-A07-^-^>/^S"eS>5 L a m p - 1 CD/O 

(^»y9-1 6 : U->1 -8) o 

t/c, ^0^0 T i m4|Ifa£ffl^tU;£\ mmiZMt> 

(^«y9-i 6: u-> 

1 -8) o 

^wyi o, 12, 14, 1 6©J;b$$fr^ LTtl)\s*>0Jx4X 

h^T^E DT T i m4^>A^ft<h|Ifa 

T i m4^>/^l0S (^JfefliJ 1 2 

: U->4, ^JfetfiJI 4 : U->6, 1 6 : U->8) , 77^-f 

(^JfetfiJI 0 : U->2) (Cjzb^ #< 

[0277] jgjftfllll 7-18. *mm T i (* 

£ITCD<£ 9 (C^^0^(Z) T i m 4 Us il tl^rffllNT^^0^(C#'i) 

[0278] < (1) 

^«yi-8© r (D t%m±.my-y-J)i(Dmm\ 
•O tc o 

[0279] < (2) kT^V^MIsg&F L AG^m^SHv^GSfeT i m4 

CD^rfK> 

2 <h in *£©;&& (c i; y MM u /c tr* 51 ymwm FLAG^ 
mT i m4^>/^15/ig^Mt§PBSi§i4 7^L (£^>#*1 

I$F L AG^m^SHv-^GSfeT i m4^>/^lMPBSM) 

P B S 1 5 3 yu, L ,h;Fb^ U i^t^y$mm F L A G ^ m T i m 4 

^ V/^ft£ S fxg PBSi§l2 00/xL £?#fc0 

[0280] < (3) tr-x©2fc&> 
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1 0M9/ittLSDYKDDDDK^»IEe-XM5 0 %^'J-fe 

($0 M) 50/xL (JrCDYKDDDDK 

0. 5mgM) ^ 1. 5 m Lf a-7' (tf—xA 

mm±m) PBssoo^L^iNTMiMitc0 

[0281] < (4) F L A GfVM-aM'i m 4 $ 

> 

[,v Kwm<DmDYKDDDDK^tf 
-XlC, FLAG^^imT i m4^>/^1^5 ̂ gMT^P BS 

!§i2 0 0ML©^MIiinLT, 8°C-e 1 0#^J5J&£1±\ mT i m4gft 

£ PBSi§l2 00/xL £?#fc0 

J^LJz. (C <£ lJ, TIEII5 m T i m 4 JS fa 0 . 5mgMti)PBS 

2 0 0 /A L £?#fc0 

[0282] [^5] 

1 

Tim4ffltfc 

wnrnm FUAG^ 

Tim4ffltfc 
$<fa 

Tim4^C//^® Tim4ffltfc 
ffitt JjtDYKDDDDK#^ fit ft 

If—X 

[0283] < (5) 

rll 1 (ClEf^CD 4 SH® m T i m 4 fBfa 0 . 6 m g J CDftfo l) (C T|| 5 (C 

lEtfcCDmT i m4fBfaO. 5mgJ ^Jfe^U 1 — 8 CD T (6 

) £|tun©:£&£fTi\ &± 

/f 0§HH&) £?#fco 

fpk #^M!JtffilNfcmT i m 4 $ >A^K^t>'IIfaCDffl§jL mT i m4 

llfafrICffl 

7x7>^>7°P lx —V#-^£~F§E^6 lC^t"0 

[0284] 
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[H6] 

3gJfc0M7 31^18 

womm FLAG^ 

•nm4gft Tim45lV/^M 

fii;DYKDDDDK^fii;fr 
tf-x 

1% 
SDS 

1 mM 
EDTA 

H3[ -fcf'J'&L'— 1 2 

[0285] < (6) 

r^«yi -8xmbtitc&±m 0§HH&) 7. S^LJ ©ftfcyic 
«yi 7-1 8 (tuiE (5) ) xmbntc&±m o§tM) 7. S^LJ & 

^wyi-8© r (7) ^IWJ^M 

©^)i-etT^/co 

[0286] <3£H> 

%btitcO±x$y-Jn y</(D^^msiZ7jkto ^3 
& U - > fcm~F(DM y T?& £o 
u-> 1 : 1 7©iSH (kT*51 FLAG^mT i m 

4^>/^l^SDYKDDDDK^^t-X(C^^tfcmT i m4 

fS. fa ^ ^N% 1 %S D S7K}#5^^)#lil5^<^ LTffll^fc^p'©in^:) 

U - > 2 : mfeflij 1 8 (D^m (kT* 51 F L A G * m T i m 

4^>/^l^SDYKDDDDK^^t-X(C^^tfcmT i m4 

fS. fa ^ ^N% 1 mM EDT A}#>(£%k)#HHt LTffll^fcifp'©!n^:) 

^3<fcy, ^wyi 7-1 8(Dmn(DmS^^Xt. I OOkDaffi 
ICi^VV —AV —2J—"C£>£ L a m p - 1 CD/O K#s§#> btitcZ. tfrb 

s trC^^trC^^fMTT i m4^>/^I^| 

^b L fc Jifa £ IN 'T fc x £ y y - A £ £IX*§ RTf^ & £ 
Ztm\-otc (^JfefliJI 7 — 1 8 : \y — y\ —2) 0 
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[0287] ggMi 19-20- tmm 1 - 3 vmbn 

J2TF©<fc9lC, SDS)%&lZ£Z>*m%(Dm.mj5:& (^JfefliJI 9) . ED 
TA)^I±Iiz£z>*%m(Dm§j5% (^wy2 0) , jgsi/t>#si& (tmmi 
)%Exo Quick (Jzblx^y 2 ) „ RXf Total Exosome 

Isolation (Jzblx^y 3 ) y tMtit#^ 

Jt©J:b&£fTofco 

[0288] 1 9-2 0) > 

rt}Jl>i/0 A'f 2 00/i.Lj CDftfo y T 

5 00/xLj £/c, 

LT r i % s D S7j<;^ 2 o M L j (Di-tt)y tc r i % s D STK 
50/xLj , r 1 mM EDT ATK^JS 20/xLj (Dftt) y (C I" 1 

m M EDT ATK^)S 50/xLj 1 3 - 1 4 <h 

HI <fc y, VUfgg F L A G ^ m T i m 4 ^ > 

/^I^Dynabeads M — 2 7 0 Streptavidin C 

1 ("t — "E7 -f "V s>t-"t'f 7 -f "V ^ttM) (Cfp^^t/cmT i m 

4^yA^mttu[siyOA^ty^mm±mv-yy°A^(Dmmftm^mt 
£J5J&£1±\ m&m£LT^% SDS«M'1mM EDTATK^JS 

*ven^di£-t±\ ±M 0§tM) %=£n^nmtc0 

%butc±.m o§tM) ^ti^nv-yy^i (1% SDSTK^-C 
Mi £-t±fct§£0 . y-yy°Jl/2 (ImM E DT A7K;^-e}§l±l^1±/cii^ 
) £ L/co 

ft. ^«yi 9 — 2 Ot'|l^/cmT i m4$yj^VWJkX$m.W(DWm. M 
THC m T i m4|Sfa^^«^|l/jN^^IXt#'r^/cto(CffllN/c}§|±l5S©ffllI 
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IW1 

31^20 

Tim4ffif* 

wvmrn FLAGW 

Tim4ffif* 

wnk-sm 
Tim4^V/^^ 

(SH*) 
Tim4ffif* 

fit* e-x 
mm®. 1% 

SDS 
ImM 

EDTA 

[0290] Ub&flJI) > 
1 £ mm(D?5mz <fc y L /ciM±;f> 7°JU 1 m L £ 

Mil (2 0000Xg, 3 0^1) LT^Mt)£^itL. ±;i£t#/c0 ^ 
T\ m>btltc±m 1 m L ( 1 1 0 0 0 0 X g , 7 0£f^) 

Ls VzMWft*mtco 1 mL PBStHl 

fco (1 1 0 0 0 0 x g % 7 Oft 
m) ?#e>ftfc$fcfi»#£PBs 50^1:111^ m^n 
tcfmm*y-y-?)i3£ L/C (imm 1) 0 

[0291] (ExoQu i 

c Mc<££«^!/jNj®OTt#) (bmm2) > 
1 ^ mm(D?5mz & y mm L tc.mm±mv- y y°^ 1 m L £ 

Mil (2 0000Xg, 3 0^1) LT^Mt)£^itL. ±;i£t#/c0 ^ 

T\ % <Q tl/c_h;it 1 mL^ExoQu i c k-TC Reagent (Sy 

stem Biosciences^) 0. 2 m L <h /ftcf L s 8 °C T ̂  §£/ft; 

L/Co it^HS L/c^l^^-n^^jS/O^HMil (1 

5 0 0 X g , 3 0 £f^) TZZ£ Ti# h tltdfcWLWft* PBS 100/xL 

ciSL/co mbtitcfmm%y-y-J)\s4£Ltc {tmmz) 0 

[0292] (T o t a I 

Exosome Isolation (C J; ̂ Iffl^^El/J^CDlXt#) (J:b$&0y 

3) > 

^wyi £mm(Dj5:&iz£vmmLtcK 5 6 2«i«±;t)ji»Ht>7° 
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JHmL ( 2 0 0 0 0 X g , 30 ftm) LT^Mt)£^it L 

s -t)m $k%tc0 #JlNT\ %btltc±.M ImL^rTotal Exosome 

I so I at i on Reagent ("t — 7 < "V :> i? — tf'f iVj-f 

7-fV^ttlO 0. 5mL^;Fb^U 8 °CT 1 B P^ffS L/c0 

( 1 0 0 0 0 X g , 1 mm) tZZt Tf# £>ft 

PBS 1 0 0 /A L (CM Lfc0 ?# e>7°JU 5 t Ltc (J:b$$ 

0J3) o 

iX^>7*P'yT<> <?RXf$R3k& I (C O l/N TTIBII8 (C 
TF'to 

[0293] [^8] 
S16W19 H16M20 itKfiiJi itKM2 itKW3 

(1% SDS|z«tS 
s§aj) 

(ImM EDTAI^J; 
•asaj) 

git-C^Silfe Exo Quick Total Exsome 
Isolation 

^>^1,2 +h>^5 

u->s^ 1 2 3 4 5 

[0294] 
<fc i)%butcvyX)v 1 - 5 B c A)iT)iy^ 

Ls )iy£i£H£S(C, tiftiBE)7i(S!](Z)S^M«h LT, 7 

x7^y7°P^T^ V^fT^fco IPtu Ht>7°>'H - 5 yj^OW 

o. 25/ig^PBs^37. 5^Lt4xmnmmmm m%mm 
II ($0 M) 12. 5 u.L£**n?nm&&s 9 8lCT5^rML, 

4 y<fm(D&UPt5 o \x L tlf tlt#/c0 

;^^T\ *-/*—fev 7°x-X 5-2 0%^ ($0 M 

) (C, f tlfc ̂  17 ̂  > 7'• T ̂  2 0 yu, LT-3>£ 2$ 

CD^r\MC^1±T, 2 5mAT6 0^]l^iLfco %btltc2fa(D>f)WD 

9 1 &s "iz $ K ^ -f 7° • "V *? — £ $1/ ̂ ''>7 7- (Anode Bu 

ffer 1 :0. 3M T r i s/2 0% Methanol, Anod 
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e Buffer 2:0. 025M T r i s/2 0% Methano 

U Cathode Buffer:0, 025M Tris/0, 0 4 M 

7$y^7°P>It/2 0% Methanol) PVD Ffll ( 

Mill i poreftl) (ClmA/cm2t6 0M¥Lfco PVDFfll 

(CP BS-TTltfKLfc3%XdrA$,/U^£iQA.T 1 0#Fai^"CJ5Jfc;*-t±T 

p BS-T72 5 Ote^UfctrCt: KL am p- 1 -7 0 7, 

^ J 7 • — (BD Biosciences £t§?) 2 m L 

1 tetc0 PBS-TT3 0}^}f ti, PBS-TT1 0000M 

fKL/c2^#[fa {fc^O* I gG (H + L) , 0^5, I gGM 

mmm^rn m) m) } £^-ei 
0 PBS-Tt5|HI5tMx ECL prime (GEtti) U L 

AS-4 000 (GEtti) L/co 

t/c, t?1 SSIfefe I I dp-y h7H- ($0 

M) ^rffl^TfiS^feL/co 

[0295] <3£H> 

4 — B IH4 - A $.?>'[§] 4 - B (C£l\T, & U — Xi^lTCD 

u->1 :^»yi 9©i£H (SHl^f>IiFLAG^yil^imT 

1 m4^>A^ft£7> h U7° h7^^>^-X(C|S^i^1±/cm T i m4flfa 

1 %S D S 

^*n"©ip^:) 

U->2 : mmm^ocomm (SHg£;^>*I^FLAG^yS^§ymT 
i m4^>/^s^7> h U 7° h 7 £-X(C|^i £1±/C m T i m4flfa 

^ 1 mM EDT A t U X ̂  X ^fr 

O /c^*n"(Z)ip^:) 

tc ̂  *n" (D $p ̂ ) 
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L - > 4 : imm 2 ©iSH (ExoQu i c k(C y 
•fT "O /c^*n"(Z)ip^:) 

[s — y 5 : (iJzblx^U 3 (D%(Total Exosome Isolat 

i o n tcms(D%^) 
04-AJ;U, *W%<DM%l5lk~21bZ>^M®\ 1 9 - 2 0 (Dl^t tllZ&\,^ 

Xts 1 0 0 k D aftjfiici^y y —AV —2J—"££>£ Lamp-1 CD/O 

Ktfs§g>£ftTi>y, i^VV— 

(^JfefliJI 9-20 : L->1 -2 

) o 

-J5s ^4-A<fcy% (SSI/t>#SI& (tb$$$yi) , Ex 

o Quick (Jzblx^y 2) „ JkZf Total Exsome Isola 

t i on (J:b^J3) ) Vis 1 0 0 k D aftjfElCi^VV —AV —2J—CD 

Lamp-1 (D;<y K&. ji< t>f frlZ btl&fr^tc (ib&flij 1 -

3:U~y3-5)o 

£tcs HI 4 — B J; y % *mJWm§J5)£ (^l^l 1 9-20) l£s l^ftl 
(Dmmi (imm i). E X O Quick (imm 2), 
JkZf Total Exosome Isolation (J;b$:&$y 3 ) ) <£ y 

ts &m$yAtn^tzm%iT2>'<>\ztf>j>tj:fr?tc (^«yi 9-20 : 

L-> 1 -2, tb&fljl -3 : U->3-5) 0 

[0296] iX±<D&Mfrbs (HMJ1 9 JkXf 2 0) ^tU(D 

titmik ( (jgsi/t>#si& (imm 1). E x o Quick (tmm 2), 
JktfT otal Exsome Isolation (Jzb$X^y3) ) <hJ;b$X 

LTts (U->1-5) 

o 

[0297] jgjftfl!l2 1 . 
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[0298] < d) T-^t^±Mv-yy°)\s(omM> 
7-is%%z>tctsb, 3%51^yj =i u-(y)^tiUM 

ttM) 2mL^8I®0^7©C5 7BL/6J7^7, (B*x*iJU*>-

m) <fcy»A) 6En©si^(C)EitL/c0 3am. ism^P77-i; 

^[°]JjXLs 0J-IX L/c9 • 7 T7 — 1 5 0 m V "> J. 4#t 

TH 0 % F B S (/U^^xXhttl) tiDMEM (Jfc 

) M) 80mL^lNT2ariiS#U iM±;f£0JJXL. V**V*P7 

T7 — Via S±/f'+*" > 7°)U £ ?# /co 

[0299] < (2) T i m4jSfa©flM> 

Dynabeads MyOne Streptavidin C 1 (+f 

— "E7 -f "V s>t— "t'f X>-^'f 7 -f "V 0. 6 m g CDftfo Dy 

nabeads MyOne Streptavidin C 1 (V~~ ̂ 7 

-f Ht'fx>T<7'f ^ImgfJ^Ls S 

lei F c 9 ystn rn T i m4^V/^I 1 /i,g £ P B S)^>S2 OO/i 

(CS Hl^fVtiF c^^mT i m4^>/^11 0 0 

ix g §PB S)^)S 1 0 0 ix L Ls Dynabeads<hSH 

SWfViiFc^^mT i m4^>/^l^t^PBSM^ 

1 mmvi-tfrv iz2mmt L/C^&, ^«y 1 1 -1 2 tm 
y% S c ^^ib^§ym T i m4^>/^l 

^Dynabeads MyOne Streptavidin C 1 (C $• 

p^tfcm T i m4|Bfa£ilML/c0 

[0300] < (3) T i m4|Sfa^ffllN/c«^ll/jN^(Z)IXt#> 

vmm±my->7°JU3 2mL(1 0 s 
: 8 0 0 X g % 1 0£f^ 20@ : 1 2 000Xg, 3 0^1) L. ±M* 

mtc o ?# ^ tl/c±;f (C, Ij&lJg 2 m M £ &£ <fc £ C a C I 2 »JP L/c ft 

s fulETllM L/cm T i m4fSfa1 m g ISt' 1 L/c 

o gSTI 0tP^i#;f^L/cmT i m4|Bfa£0JJXL. «2m 

M CaCI2tiTBS-T5mLT3 ^ L/cfi, £ <^C 1 m L T? 
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2 ImM EDTAtiTBS 1 OOML-e30)g|±lL 

JC[l]J|X-ri>fe«), ^jSJ^"F©^tC<fcy, 1 mM EDTAMTBS1 0 

0 ^ L T 3 0}§!±1 L /eft © x' ^ 7> • 7 7 - > ~J)l fr b IfflJ® 

*W£'JM&£®JIXU fj,L^mtc0 imM E 

DTAtiTBS 1 0 0 fj,LT:'3\E\mitil;tcm(D^0X^9n7 
±My-y-?)MZ.s mm&ZmM I 2»JPL/cti, 1m 

M EDT A#^ TBS 1 0 0 yu, L T 3 0}§|±l L/c ft© m T i m 4 flfa 1 m 

g £M/Ls ^-e 1 mmmnmsLtz0 )x^x\ ^-e 1 mmmmsLtz 
m T i m 4 |Ifa£0JJX Ls lt>j§Jt 2 m M C a C I 2#^ TBS — T5mL"C 

3 L tcm. £ b (C 1 m L T? 2 L tcijk, 1 m M EDT 

AMTBS 1 ooML-e3[i]^aiL. 
o 

W.mzmjtZ>t£tb, ImM EDTAMTBS 

1 0 Oyu,L-ei+60)§|±lL/cti(Z)^r>7>^^P777-^#±;fHt>7o>'U/)v 

e>«fflJ&*M£'J^£[I]J|X Ls «^Ei|/M®®^3 OOML *mtc0 

fu§5 9 yt#^tl/c«^ll/jN^®^I+9 00/XL^7$ 

HV^Jl/h^-O. 5mL 1 0 KJS/[>^7 < >/U^ —^ ̂  6 0 yu, 

L(C}MsL. B?lMtB(ci;^IE^ffl©iS^^t#/co 

[0301] < (4) 

©iEH> 

?lMtB(Ci;^IE^ffl©iS^^}«-eP^^lX^/co ^'JvK£7.kSfc 

Ls Mtt7^-t7A7K)^(ci;^^fe^20tT^/cm. 

lNT^tl?- -f 7°^fe)i(Ci; •SiEH^rfr^ /cQ 

fts ^ISte^!J2 1 t'll^cmT i m 4 9 y AO WJkl$^W(DW*k-. MtHCm 
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[0302] 

[0303] 

%bntcn%mm%(DWimm%ikm5^to 
6i5 0~1 5 0nm*MJt©«^ 

[0304] ix±(Dz.tfrbs -<y$<7 hmmxmmft 
0g'.W&£S5tf#'e $ £ d t A<¥U O tco 

[0305] jgjftfl!!2 2-2 5. *mmj i m4wtc<*:zmtiwrn'movm (*3S 
Bflq>gK#:&£) 

Hhfi5feT i m4^>A^ft££-;C^®^bL/c|Ifa (J^T. ThT i 
m 4 fSfaj <hB§IEt"'2)il'n 1ffo%>) t m T i m 4|Bfa<h 

[0306] < (D t&m±Myy7)\s<Dm§k> 
^wyi-8© r d) tmm(Dj5:&iz£Vfi 

•O tc o 

[0307] < (2) i m4^V/^I®^> 

^^>#*I^£F Kfi5feT i m4^v/^l 

H ($0 Ms IB^S^7 (t; Kfi5feT i m4^>/^I®NS25~3 1 

5 7$ JWffiffi. (G e n B a n k NP 6 12 3 8 8. 2 ) IZ F c * W 

Kfi5feT i m4^V/^I) ) ;^i^#pnp 1 OO^g^PBS 

1 m L izfefr U 1 0 0 ju, g/m L F c ^ h T i m 

m 9 

[H9] 

31^21 

Tim4pft 

FcW 

Tim4pft Tim4$C//^7l; (SHS) Tim4pft 
fflf* xhi^^hre^v 

e-x 
1 mM EDTA^WTBS 

<MJH> 



WO 2016/088689 114 PCT/JP2015/083505 

T i m4^>/^lMP BS^I 0 AiL<h P BS 1 9 

Wf>#t!SFc^»ihT i m4^>/^ft£ 1 /xgMt^PB 

Si§i200ML^ffco 

t/c, t^t^ymwmF ctvm&mvoxm&T \ m4^>/^i (a 
ftftfiUlil ($0 Ms i m4^>/^l©NS 

2 2~2 7 9 7$ yi£$I±i (G e n B a n k NP 84 8 8 7 4. 3)) 

IZF c$*f tl/c m T i m 4 0 yAOM) ^$n$£'J:#nn 1 0 0 ix g £ 

P B S 1 m L U 1 OOju,g/mL F c * m 

T i m4^>/^lMPBS«MLfc0 ^^>#*1^ F c 

^ImT i m4^>/^lMP BSi£&1 0 ^ L <h P B S 1 9 0 AiL<h;Fb 

kT^V^MIISF c^yi^SymT i m4^V/^l$: 1 ^gttt 

5PBSM20 0^L?:ffco 

< (3) tr-x©gfe^> 
3 0 yu, g / yu, L Dynabeads Protein G PBS 

- 7 t - I VT ̂  7 ^ttl) 20ML (Dy 

nabeads Protein G 0. 6mg "a^) ?ks 2^01. 5 

mLfa-7" (^-iASffil) L. PBS5 00/xL^ 

T &;# 

< (4) tT^V^MIISF c fVff&'SMT i m4^>/^l©^-X^©@ 

2 ;$;(£> Dynabeads Protein G(0. 6mg) 1 . 

5 m Lf 2-7*09^), 1 ItJlBTliM L/c kT^V^NII^ F 

c^^ihT i rn4^>^mi Mgtit§PBSM200/iL 

LTs 8 °C-e 1 1t, kT*51 F c ^ Vm&M h 

T i m4*V/^fttf^LfcjStt (hT i m4|Bfa) ^ttt^PBS)# 

ift2 0 0 /i L £:t#/co 

$§ y © 1 ^(Z) Dynabeads Protein G(0. 6 m g ) "a 
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^ 1 . 5 mL^zL — y'lZ-D^Ttt, fulETllMLfc^^VlMileiF c W 

ll^imT i ^ g P B S}^2 0 0 At L 

» LTs 8 °CT 1 -tt, tr*51 F C ^ vm&mm T i m 
4*V/^fttf^LfcjStt (mT i m4fiw ^ttnP BSi§)S2 0 
0 /i, L ̂ rt#/co 

< (5) 

fulETt# b titc h T i m 4 lifa&TJ* m T i m 4 fSfa 0. 6mg^P BS 

5 0 0 At L V*tl?tl 3 L /cfi, ^ U >> h ttH© h T i m 4 Ufa 

WmT i m4jBfa(C, ^ Jk>7 A^ ̂  2 0 0 At L 

8t>T3 0#F^ft^ftJ5J&£l±fco J5J&&CDhT 

1 m4fBfa&t/mT i m4flfa£% 2mM CaC I 2#^TBS-T 50 

o M L T^- ti^ti 3 isifc&mw L fc0 

3 [H] @ CD}7fc/#CD <h $ (C h T i m 4 fSfa^-T/m T i m 4 Ufa^r^ 2 5 
0 AtL (flfaO. 3 m g ) tO 1 . 5 m L 51 n.— 7° 2 L/c0 ^ U V 

m T i m 4 iifa&tf h T i m 4 |Bfa£- 0 . 3 m g lCS§di>$£ LT 1 

% SDS Tk^&Xtt 1 m M EDTA TK;^£ 20/iLiiL tcM, tfUU 

T1 v <fc y^T i O^F^I^L. 1. 5 
m L —KTv^ > K(ClxS Ls lNTlilt(C 

hT i m4fiMtfmT i m4|Bfa£H^1±% 0§tM) £ 

0JIX Lfco 

ft. ^WJ2 2 - 2 5Tffl^fcT i m4^V/^«MW0lli T i 

P^j-f U-VS-^-^TIB^ 1 0(C^1"o 

[0308] 
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imm 
Hifc0l|22 mmm23 11^24 mmm25 

V!7Xa5fcTim4tift 
Xli 

thfi5fcTlm4tift 

71m4Sl>/^® 
Fc£^iifr£-® 

thfi5fe 
Tlm4£>/^7K Tim4£>/^7® 

(tf*^>3MII$) 

Dynabeads Protein Gtf—X 

j§tUjg 1% 
SDS 

1mM 
EDTA 

1% 
SDS 

1 mM 
EDTA 

06[C&|-M> 
u— 1 2 3 4 

[0309] < (6) 
r^«yi -8-zmbtitc&±m 0§HH&) 7. S^LJ ©ftfcyic 

mm22-25 (tuiE (5) ) xmbntc&±m 7. S^LJ & 
mmm^-8(o r (7) tmm 

(DJ5:&IZ£ 
[0310] <isn> 

%btitcO±x$y-Jn y<f6 iZTjkto MQiz^x, 
&[s-yte£XT(Dm['JXfoZ>o 
Is-y 1 : mmmz 2©i£H (^fV^llFc^^ihT i m4^ 
>A<^Jf£:P ro t e i n G tf—XlZ ^tfch T i m 4 J0 fa ^ ̂  l\ 

1 %S D SLTffll^fcifp'©!p^:) 

U->2 :^Wy2 3©ISm (tf^fV^UFc^^ihT i m4^ 

> / ft P ro t e i n G XlZ ^tfch T i m 4 fS fa £ 1\ 

1 mM EDT A7K}#5^^)#lil5^<^ LTffll^fcifp'©!p^) % 

U - > 3 : 2 4 ©i£H (kT* 51 F c * m T i m 4 ^ 

>A^Ji£:Prote i n G tf—X(C|p-n m T i m4|Bfa£:^l\ 

1 %S D S7K;#>K£: }# HH )<& LTffll^fcifp'©!p^:) 

U - > 4 : 2 5 (D^m (tr* 51 F c ^ ̂ m^gy m T i m 4 * 

>A^Ji£:Prote i n G tf—XHcfp-n m T i m4|Bfa£:^l\ 

1 mM EDT LTffll^fcifp'©!p^:) 
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mmnz 2 - 2 100 k Daft 
3fici^yy-A7-^-"es>5 L a m p - 1 (D/<y FMEsbbtitcZtfr 

(HWJ2 2- 2 5 : U-> 1 -4) 0 

[0311] t/c, T i ™4$y/<0Mtem$k(D^mmz£bt*%m(DT i m4jlfa 
izm^zzttfxzzzt M ̂  tca 

[0312] jgflftflll 2 6 - 2 7 -J;b&fl!l4-9. T i m 4 ftfcTkTf P S * y M 

T i m4flWt PS^V/^1 (t Kfi5feA n n e x i n V% tl hfi5fc 

MFG-E8, St/7CXfi^MFG-E8) tl^'tl kT-X^S^fb L 

[0313] < (1) PS^>^St^PBSM©t«?> 

H i s 0 ̂ S4 n* M t; hSJAn n ex i n V (Creative Bi 

o M a r t TH i ^14 •* M hAnnexin V J <h B&IE'f" 

£•#£>£) 20Mg^200yLtg/mL^:^^i;9(CPBS 1 0 0 ^ L (C}§ 

U H i s ^ hAnnexin V^PB Si§il^#llfco 

H i s h A n n e x i n 1 M g P B SJ§>ft5 

yu, L <h P B S 1 9 5 yu, L LTHfK btca 

H i s 0 t h ®5feM FG-E8 (R&D Systems ttM, 

TH i s h M F G- E 8 J tm £>£) 5 0 ^ g £ 1 

0 0 ix g /m L t &•!> <£ 9 (C P B S 5 0 0 /x L Ls H i s 0 VUkSW. 

hMFG-E8MPB S^^#llfc0 H i s * Vm&M h M F G - E 

8^V/^11 /xgMPBSMl O/xL^PBS 1 9 0 yu, L LT 

HfKL/co H i s^^i77^fi^MFG-E8 (R&D Syst 

emstl, TH i s^^imMFG-E8j £W&§Ef£*§£•#£>£) 

5 0 ix g t£ 1 00yu,g/mL<h^'2)ct9(CPBS500yu,L lZ:mi)x Us H i 

s ^^imM F G - E 8tt P B SSiS^iLfc0 H i s $ 

77XSl5MFG-E8^>/^11 /xgMPBSMl 0 m L t P B S 
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1 9 o M L L T mai; tc0 

[0314] < (2) JrCH i s ^ 

3 0 yu, g / yu, L Dynabeads M — 2 7 0 Carboxyl i 

c Acid (it — "E7 -f v :>i? — +M 7 -f v 

I 0 0 M L (Dynabeads M — 2 7 0 Carboxyl ic A 

c i d 3mgM) £ 1 . 5mLf2-7' (tf-iAi^il) 

. JSJ&/<v7 7- (0. 1 M MES, p H 5. 0) 

~o tc o 

\''>77-49 0/iL lfc6xH i s trCti* 

II ($0 M) mmQOfjiL (6 x H i sj/tfa 6 0yLtg#^) £JPx.T^ 

K30MMU ̂ ©m6mg/mL WSC 

) ^50/i L iPz.T^/m"C4 L/co %i.\3\W^W/ik(D D y n a b e 

ads M — 2 7 0 Carboxyl ic Ac i d^TBS-T 

mw L/cm, 1 0 0 IL L PBS LTftH i s ^ ̂ irCftS^b tT-X 

3 m g %%tc.o 

[0315] < (3) T i m4|S{«t/^fflPS^>/^»^g^bL/c|Ifa(Z)IiM> 

i s ^tjiftS^fbt:—X£^"T£ P B SS§& 1 

OOjilL (ifC H i s ^^trC^S^btr—X3 m g#^) 4^01. 5 m 

L^ZL-7" (^-lAll^il) lC^*veft20Atl_ (JrCH i s^irCteS 

^btr-XO. 6mgM) 5 0 0/iL PBSTMiiM 

fco 

4 *©&&u v H i s * b tr-

XO. 6 m g 1 . 5 m L 51 n. — 7°CD 9 "*3s 1 ^IZ.'D l^X (is fulE 

XmmistcH i s^^imT i m4^>/^lMPBSM2 00/i 

L (H i sWmSMmT i m4^>/^l 1 /xgM) »JPLT, 8 

°CT 1 0#^J5J&£l±fco 

$blZs 1 ^iCDl^Xtts ItJlBTliML/cH i s^^ihAnnex 

i n V Jt"s^ PBS 2 0 0 yu, L (H i s ^S4n" M h A n n e x i n 
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v »JPLXs 8°CT1 0tP^J5J^1±/co 

fu§ETilML/cH i s WrnSM h M F G- E 8#^P 

BSM200/xL (H i s^»ihMFG-E8 1 /xgM) » 

JP LT, 8°CT 1 0t^J5J^^1±/co 

tulBTliML/cH i s^^imMFG-E8^P 

BSM200/xL (H i s^^imMFG-E8 1 /xgM) » 

JP LT, 8°CT 1 0t^J5J^^1±/co 

£LtlC<fcy, TIB^1 6mg^t 

5PBSi§)ft2 0 0/iL^ffco 

[0316] [^11] 

1 2 3 4 

•7^XS3lETlm4ffitt 
X[± 

7NX^T^V;HrU>3££ 

TNX^TTV;HJU> His^ik^a 
tl-ss 

Annexin V 
thS3(E 

MFG-E8 MFG-E8 
•7^XS3lETlm4ffitt 

X[± 
7NX^T^V;HrU>3££ 

Si* 

[0317] < (4) 

fulETl# b tltc 4 o. 6mg^t^PBS^2 00M 

L^PBS5 00/x I T^ft^tl3 L/cti, ^ U >> 5 ffl 

isoiimc, ^«yi -8tmm<Di5feiz&i>)mwk[;t£ti)\'*>0Jx4xys 
^#±;fHt>7°;U2 0 OyLtL^^tl^tlJPA., 8°CT3 0t^^tl^tlJ5J^ 

*(om. ^m%m±my-yy°^*$n-tc4anon 
2 m M C a C I 2#^ T B S - T 5 0 0 L T^ tl^'tl 3 }# 

WLtc0 

3®S©^©0#^ 4ffl§I©|Bfa£^ti^ti2 5 0/iLfo 1 . 5mL 

^ZL-7"2*(C^>£L/C0 ^ U >> M*fi© 4 0 . 3mg(C}!§!±! 

LT 1 % S D S7jC^&Xtt 1 m M EDT ATK;^£ 20/iLiiL 

/cti, ^x $ 5v— iz£ y ^T 1 otr>y^ > L/CQ 1. 
5 m L J-ZL — tl~? 7 v VX^y KtClxSLs Itl^S^Tfi 
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izmbtitc*n?n±m o§tM) ixufc0 

ft. &mMmxm^tcPs$y;<onjkx?$m(Dmms 
/j ̂  ^ ixt# I- ̂  /c ̂  ̂  IN /c i±i © an, M z/iz tt t" & o x x o y ? • 
>>7^ U->#^£T§Eil1 2(C^-To 

[0318] [^12] 

SSS0I27 tt&«4 ttmt5 ttJ£«6 Ytrnmi ittms it£HH9 

7<i>X®3|ETlm4Bft: 
XliPS$>/^H 

BSItStt 

PSSlZz/^B thfti 
Annexin V 

His^it^ 
thftjfe 

MFG-E8 

His 
v^xa* 
MFG-E8 

7<i>X®3|ETlm4Bft: 
XliPS$>/^H 

BSItStt 
Stt -X 

?ga;® 1% 
SDS 

1 mM 
EDTA 

1% 
SDS 

I mM 
EDTA 

1% 
SDS 

I mM 
EDTA 

1% 
SDS 

1 mM 
EDTA 

H|7lCi3l"f-&L/— 1 2 3 4 5 6 7 8 

[0319] < (5) ^17^ >7°P *>T4y<f> 

r^«yi -8xmbtitc&±m 0§HH&) 7. S^LJ ©ftfcyic r^ 
2 6 — 2 7, Jzblx^y 4 — 9 (tulE (4) ) Ti# 0§tM) 

7. 5 yu, L J ^«yi-8 (D T (7) 

y^T-^/co 

[0320] <3£H> 

tf^tl/c^xT^V^P v=r<< iZ^kto Ml (Cfc^T, 

& U - > fcm~F(DM y T& £o 

u->1 :^Wy2 6©iSm (H i s^^irnT i m4^V/^l^ 

H i 1%SDSTK^>$£ 

LTffll^fc^p'©ip:^:) 

U->2 :^Wy2 7©ISm (H i s^^imT i m4^V/^l^ 

H i s 1 mM EDTATK 

)#5^^)#HHt LTffll^fc^p'©ip^) 

U — > 3 : Jzblx^y 4 CDipiH ( H i s 0 VWkSW. hAnnexin V H 

i I%SDSTK;^£;£ 

LTffll^fc^p'©ip^) 
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4 : 5 ( H i s * hAnnexin V £trCH 

i 1 mM EDTA7K;§ 

HHLTffll^fc^p'©ip^) 

U->5 : Jzblx^ 6 ©i£H (H i s ^ h M F G - E 8 H i 

1 %s D S &&&*&&)& t 

U X ̂  l/N /c^*n"(Z)ip^:) 

U->6 : Jzblx^ 7 ©i£H (H i s 0 VMSM h M F G - E 8 H i 

imM EDTATK;^^ 

LTffll^fc^p'©ip^) 

\s-yi : btmn8(D^$k (H i s^^imMFG-E8^H i 

1 %s D S &&&*&&)& t 

U X ̂  l/N /c^*n"(Z)ip^:) 

U->8 : J;b$$$y 9 ©ISH (H i s 0 m M F G - E 8 i 

imM EDTATK;^^ 

U X ̂  l/N /c^*n"(Z)ip^:) 

i7 <£ y % MM®\2 6-2 7©{pItl(Z)ii^(Cfc^NTt, lOOkDaj^ 

ICi^VV —AV —2J—"C£>£ Lamp-1 CD/O 

(^wy2 6-2 7 : U-> 1 -2) 0 

US 7 <£ y % £b&0iJ4 - 9©{Rltl(Z)ii^(Cfc^NTt, 1 0 0 k D af^t 

j£C L a m p - 1 ©/<> b tlt£t>x-o tc Z. tfrbs T i m4^>/^ 

W1XMP S$y/<OW (Annexin V, MFG-E8) £@^fbb 

tc\ifaTii. i£ y d £ 

•ptc (ibt&^y4 — 9 : U->3-8) 0 

[0321] jg»!2 8-3 3. m&tm 

tfLJinvfem 

tc0 
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2 8 - 2 9 1 3 - 1 4 <h <fc y IMIM LfcSH 

gkT^VHISF L A i m4^>/^st^ 

£^C§im£jQ7lT. 

®tf#£fTofco 

3 0 - 3 Hi, 1 3 - 1 4 <h mmCD^mz <fc y IMIM LfcSH 

gkT^VHI^F L A j m4^>A^ft<h§ii:^<h 

WMZ'fj^tco 

^lli 3 2 - 3 3 1 3 - 1 4 <h mmCD^mz <fc y IMIM LfcSH 

gtr^vniSF LAG^ys^sy^^xa^T i m4^>/^st% 

[0322] <tr-x©2fc&> 

1 0|itg/jxLD y nabeads M — 2 7 0 Streptavid 

in CI (Ht-f7'f #^P BS}§ 

ifi6 0,LtL (Dynabeads M — 2 7 0 Streptavidin 

CI 0. 6mgM) %s 3-D(D-\. 5mLfi-7" (If-iAS^i 

M) ^)IU P BS 5 0 0 

tCo 

[0323] 1 3 - 1 4 <h |W|^©^tC <fc y. H i s ^ Vm&m T i m 4 * y/i 

OW^MP BSM2 7 0 yu, L (Hi sWmSMmT i m4^>/^15 

Oyitg#^) S Hl^fViiF L AG^H^SHm 

T i m4^>/^139. 2|xg^1"5PBSM2 0 0ML^|fco 

mbtltcS Hl^fVtiF LAG^^m^gymT i m4^>/^11 yu, 

g^ttnPBSM5. ULCPBSi§ifi194. 9ML£JQTU S 

Hl^fVliF L AG^^m^gymT i m4^>/^11 Mg 

5PBSi§)ft2 0 0/iL^fifeo 

[0324] <S Hl^fVtiF L A G ^ ̂ m^§y m T i m 4 * 
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zms mmm2 8-2 9) > 
-otc^ \y V ht^CD Dynabeads M — 2 7 0 St r 

eptavidin C 1 0. 6mg 5 1 . 5 m Lf 2 - 7°(C% 

SHi^f>iHF LAG^^imT i 

t"S P B S /§)$[ 2 0 0 ix L fkj]\\7LXs Dynabeads M — 2 7 0 S 

treptavidin C 1 (h S yWM, F L A G 0 ̂ 14 n" M m 

T i 8°Ce 1 mT i m4g 

?# b tltc m T i m 4 PBS 5 00|iLT3 0&;f 

}#fEU ^iMt©mT i m4gfrO. 6mg^ttt^1 . 5mLf2 

-7°(C, mfeflijl 

;fHt>7°;u2 0 OML^jpA.T8°c-e30t^j5J^^i±/co ;b;u^ 

A^i ty^mm±MV-yy°A^jKlt^a:tcmT i m4|^ *$*lJt2m 

M C a C I 2^JP T B S - T 5 0 0 M L T 3 L/c0 3 0 g (Dfc& 

CD 0^ tC v m T i m 4 2 5 O/xLfo 1 . 5 m Lf 2 - 7° 2^: 

Li}2Lito ^ iy SCO m T i m 4 JB. fai§" 0. 3 m g Lfab)f&<^1 U X 1 

% SDS 1 m M EDTA 7K)^£ 2 0 ix L flflp L /eft. 

tcj:y^-ei o#p^;f^u 1. 5 
m L51zL-7^^n^tlx'^^>> KldtSSU 

mT i ±;f (}§!±!M&) lXUfc0 

[0325] <S Hgtrtf^VjU^F L A G ^ ̂ Sh^SUm T i m 4 * V^ft-h^Bj^C 

(HW!|3 

0-31) > 

1. SmL^-^C, Uli 1 tm^(Dl5^Z^ "J U/c^JU v ̂  A 

-rty>^2OO^L^U sHi^fymmFL 
AG^yS4-a§ymT i m4^V/^I 1 ix g £r"a^f •& P B S 5 . 1 ix 

I.%1)\\7LX, y<am%m±my-y<omm^ s 
HS^fVliFLAG^^imT i m 4 * V/^ft££gM£l±\ 
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8°C-e3 0^JxJt^1±/co 

tc^ U V M;£© Dynabeads M — 2 7 0 Str 

eptavidin C 1 0. 6mg 5 1 . 5 m Lf a - 7°(C% 

tDlsS/OA'T* > 7°)ls*£ SHS^f> 

iiFLAG^^imT i m 4 * yAOM £ £ 8 °CX 3 0#^J5J&£l±fc 

)^»JPU 8°Cei 0#^J5J&£1±\ *fflJ&*M£'.N&£mT i m4|B\*£(D 

msw^mtco ^(D^s mbtlfcM®ftm'h®£rnT i m4jfl^i:0^ 

lt>j§Jt 2 m M C a C I 2^iJP T B S - T 5 0 0 M L -e 3 L/c 

o 3 [•] @ CD $;/#(£> 0t(C% mT i m 4 ©Un" 2 5 0 yu, L t* 

O 1 . 5 m L J-D- — 7°2 ̂ MC^JEE L/c0 Kttl©mT i m4JH^ih© 

*tl^£0. 3 m g LT 1 % S D STK;^X& ImM EDT 

A 7_K;^£ 20/iLiil /cti, v 0 7 $ dp +J— (C <fc y 1 0 # 

P^Fb^L. 1. 5mLfa-mtlfn7^y hx 

^>K(Cf£SL. $U:£ffl^TWlt(CmT i m4j|^^$ti:% ±;f (}£ 

tM) £^ti^ti0JJXL/co 

[0326] <SHl^f>iiFLAG^»imT i m4^>/^lt% *fgB£ 

«£§im<h, (HMJ3 2-

3 3) > 

/c^ U v M;£CD Dynabeads M — 2 7 0 Str 

eptavidin C 1 0. 6mg ̂ 'a^T 5 1 . 5 m Lf a - ~ZlZs 

mmm^ £ic <t y iiii L fc * JU ^ A >r *y^m^m±mv-y7° 
jU200yu,L(hS Hl^fVliF LAG^^imT i m4^>/^ 

11/ig^ttnPBSM5. 1 fJiL£^1]UXX, 8°C-e4 0t^J5J^^ 

i±/c0 JxJ^tilCD^ U v M;£(Z) Dynabeads M — 2 7 0 Strep 

t a v i d i n C 1 2 m M C a C I 2^JQ TBS — T 500 

At L X 3 L/co 3 0@©)7lc/#CD0t(C% m T i m 4 

2 5 0AtLT^1. 5mL T ZL-7* 2^lZft)±Ls mT i m4flM0. 3 

m g £ LT 1 % SDSTK;^X& ImM EDTATK;^£ 2 0 
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i o#p^f^u xtr 
>#0>Ltco 1. 5 m bzfy KtCfSSL 

s INTWH(C Dynabeads M — 2 7 0 St reptav 

i d i n C 1 ±;f 0§tM) L/c0 

ft. mT i A>T 

£fc&lCffllNfc^di&©ffill£T§S^I 1 3 IZ^to 
[0327] [^13] 

Jftt©|gg ;§£?£ 

Hi£#J28 (1) ffifttVOXi 3feTlm42>/ \^S£t£M 1% SDS 

Hi£#J29 
(1) ffifttVOXi 3feTlm42>/ \^S£t£M 

1% EDTA 

(1) VOXa^Tim45i>/^Mi!r 1% SDS (1) VOXa^Tim45i>/^Mi!r 

1% EDTA 

(1 A-<7i->aiflatss±^>^u<tv!?xs^ 
Tlm4$>/^S<t£l^B#lcJitt£i±.S 

1% SDS (1 A-<7i->aiflatss±^>^u<tv!?xs^ 
Tlm4$>/^S<t£l^B#lcJitt£i±.S 1% EDTA 

[0328] <o^xoyfu^^^y</> 

r^«yi -8xmbtitc&±m 0§HH&) 7. S^LJ ©ftfcyic r^ 

wy2 8-3 3Tl#^tl/c^±;f 0§fcM) 7. 5 /i, L J 

HMJi-8(D r (7) p^T-fV^j £|fUH©^icj;y?T 

•P fco 
[0329] <3£H> 

^u-v^mT^ay-e&£0 

u->1 :^wy2 8©ism (fil^mT i £ £ 
(C £ Jl *>^ A -f * +f > 7°;u £ mm ̂ te%j5:&lZ£ y «^E1 

'JNJ&£SX?# Us 1 %S D S7j<^>$£^di>$£ 
U->2 :^Wy2 9©ISm (fil^mT i m4^>/^l^Mt, £ £ 
iz ti )1 *> 0 A -f * tr > 7°;u <h &M £ -tt & ̂  (c j; y «^E1 
'JM&£IX?#U 1 mM E D T A7jC^&£^ai>$£ 
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Ls-y3: |Ufe0!|3 0 (mT i m4 

mim±mv-y7°ji'Zmr&s $bizmttmn^^^mz^ 
'JNJ&£SX?#Us 1 %s D Lxm^tcmsmsw:) 
U->4 : 3 1 (mT i m4^>/^l^^)Jk>^A^^>l 

'JM&£IX?#L. 1 mM EDTA7K;^^;§l±l5S«hLTffl^/ciI^(Z)iSm) 

ls->5 : 3 2 ©i£H (Ufa <h £ )\sis 0 A -f X tt > 7° 

j^mT i ™4$ 

Ls 1 %S D LTffl^/cJf^OiSII) 

U - > 6 : 3 3 ©i£H (Ufa <h t) )\s^ 0 A -f * > 7° 

j^mT i ™4$ 

S5tf#U 1 mM EDTA7K;^^;§l±l5S«hLTffl^/ciI^(Z)iSm) 

^8<fcy, HMJ2 8-3 3(Dl?miZ£>^T&s 1 OOkDaf®Ci^ 

7 7-A -?-t)-XfoZ> Lamp-1 CD/O K/)^#£>tl/c (^Wy2 8-3 

3 : L-> 1 - 6) o 

£/c, HMJ2 8-3 3©^m<fcy. |Sfa(C|p-n L/cT i m4^>/^ft 
(^faMU) 

*fgBj^c#£T i m4^>/^it *mmzmz$mts 

J£'JM&£©&MT£JllJ^C<fce>1\ l£H<hLT. JifalC^LfcmT i m4 
oyj^o mt ©iffl^^ii/jN^(Z)^fa^ffM^ nn^ <fc ^ z ̂  t>m ^ 
tc o 

[0330] ggMI 3 4-3 5 • J;b&fl!l 10-13 *5Pfl01K#:&££%5fe£0]:b& 

J2TF©<fc9lC, SDSMHC<fc£*fgB£©S5tf#;£& (HMJ3 4) , ED 

TAMHC<fc£*fgB£0S5tf#;&& (HMJ3 5) , SCD6 3Kfa@m 

(iblx^U 10— 11), Exosome — Human CD63 I so I 

at i on/Detect i on (Jzblx^U 1 2—1 3 ) (C <£ lJ % b ft £>$01 lc!l 

ftWk>mmm^-otc0 
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[0331] <T i 

1 0 yu, g / yu, L Dynabeads M — 2 7 0 Streptavi 

d i n (it —^7-f iM 7 1 5 /x 

L (Dynabeads M — 2 7 0 Streptavidin 1X1 

OMlMtS) £1. 5mLfi-7'(tf-lAWl) PB 

^lNT\ Dynabeads M — 2 7 0 St repta 

V i d i n 1 . 5 mLfa-yiC, 11-1 2 

^(C^yiiML/cS Hl^fViiF L AG^m^SHv^XG^T i m 

4*V/^f|£0. 2 5/igti1"SPBSi#l2 0 0 M L JPPLT 

, )%E-ei 0#^J5J&£1±"C. mT i m4fi^PBSi§Mfc0 

[0332] <trCC D 6 3}/[fa (H5C6) 

3 0 yu, g / yu, L Dynabeads M — 2 7 0 Carboxyl i 

c Acid (it — "E7 -f v :>i? — +M 7 -f v 

5 0 M L (Dynabeads M — 2 7 0 Carboxyl ic Ac 

id lXl08itit§) ?:1. 5mLfi-7' (lf-iA«tti) (C 

J5J^/<f7 7- (0. 1 M MES, p H 5. 0) 

tCo 

—Us tree D 6 3 iritis (H5C6) (BD Pharmingen *±M) 

3 0 g (60/xL) JSJ&/<v7 7- (0. 1M MES, pH5. 0) 

4 9 0/xL TUfK Ls 7 T7 — HM/LC D 6 3 

^lNT\ Dynabeads M — 2 7 0 Carboxy 

lie Ac i d ^r'a^f'2) 1 . 5 m L 51 ZL — 7°(C% #u SB J7& / ̂  l> 7 7—% 

M/CC D 6 3 5 5 0 M L Jpx.T^St' 3 0 L/c0 ^ 

(Dm. ^f)[:3mg/mL WSC (|fKz<b^ffi&m*tlO £5 0MLJPPL 

T^-e 4 Us T B S - T 5 0 M.L P B ST 

trCC D 6 3}/[fa (H5C6) P B S^&£?#tc0 

J^LtlC <fc y, TIE^ 1 4 2ffl|I©|Ifa^t#/co 
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[0333] [^14] 

1 2 

t^>^m(SHS) FLAG^m i/tCD63fij;tfc(H5C6) 

Dynabeads M-270 
Streptavidin 

Dynabeads M-270 
Carboxylic Acid 

mmxmbtltcmJ i m4^MPBSM200ML (mT i m4|B 

fa1 X 1 OMItt) £P BS 5 OOMLt30MMLfct, ^ U >> M* 

l©mT i m4|Bfa(C, 1 - 8 

A-(*y^m%m±my-y7°)\'5 o 8°cx3mm&^tetc0 

^(D^s J5J^ti©mT i m4jlfa£, 2mM CaC I 2tlTBS-T5 

OO/iLtSlslMi^Lfco 3 (•JgCD^fCDBt^ m T i m 4 JS fa Ik^tl 

5 0 ix L 'f'D 1 . 5 m L ^ZL —7°2 L/Co h^I©m 

T i m 4 fS fa 0. 3 m g t^^C, L T 1 % SDS TK/^fc&TJ* 1 m 

M E DT A7K;£5S£^tl^tl2 OjaLijinLfdl ^dp^-

iz£y^-e 1 u x>L/CQ 1. 5mL?i 

— KTv^ > K(C|xS Ls Sit^^rffl^TlilttC m T i m 

4j0fa^i?t, ±;f 0§tM) ^SJlXUfeo 

[0334] <trCC D 6 3 irCfaS^b&lC <fc £«^Ei|/J^OTt#> 

TmT i m4|Sfa#^P BSM2 0 OyitLj ©ftfey IC, rtfcCD 6 3 

JrCfa (H5C6) Jlfa#^PBS)^5ML (#Sfa 1 X 1 OMltt) J 

^)i(cj: y, a A>T * •+r>£ix 

?#U 1% SDS7XMX(i1mM E D T Afr&mz £ y 

±;f 0§di&) £®JlXUfco 

[0335] <Exosome — Human CD63 I so I at i on/Dete 

c t i o n 

r m T i m 4 Jlfa#^ PBS 2 0 0 fx L J y IC, TExoso 
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me — Human CD63 Isolation/Detection ( 

1 m L (Jlfal X 1 07{®# 

>tmm(o?5)£iz& y, iix**yyy°^* 
0g'JM&£S5tf#U 1% SDS7XMX(i1mM EDTA7X^tC<fcy«ffl 

J&^0g'.N&£^di£-t±\ ±;f 0§di>$) £0JJXL/co 

U->#^£T§Eil1 5(C^-To 

[0336] [^15] 

Hffi#j34 Hffi#|35 tf&tfclio tfc£t#Jl1 &M&U 2 £k$5#Jl3 

JJWL tuCD63tn;ft^ 
Exosome-Human 

CD63 
Isolation/Detection 

gft^s^t-f-s 
$>*vnxi ±Kft "nm4$>/^7gt 

(SHg^tf^XIlt) 
taCD63taft(H5C6) t;tCD63tnft 

eft Dynabeads M-270 
Streptavisin 

Dynabeads M-270 
Carboxylic Acid 

-

j§Hb;t 1% 
SDS 

ImM 
EDTA 

1% 
SDS 

ImM 
EDTA 

1% 
SDS 

ImM 
EDTA 

@9|Cfc(+-&L'— 1 2 3 4 5 6 

[0337] <l5xx^>yp,y71'f>^> 

r^wyi-8Tl#^ti/c^±;f o§tM) 7. 5/i,Lj ©ftfcyic r^ 
Sfe^y 3 4-3 5, btmn 1 0-1 3Tl#£>tl/c£±;f 0§tM) 7. 5 At L 
J HMJ1-8© T (7) <h 
mn©^ic <t y frofco 

[0338] <3£H> 

tf^tl/c^xT^V^P >y©i£H£^9 iZ^to M9 1Z&\,^T* 

& i> - y fcm~F (Dm. y T $> z> o 
U->1 :^Wy3 4©iSm 

U 1 %s D LT 
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U->2 : 5©i£H 

U% 1 mM EDT A7K}#54£^)#!il54££l LTffll^fcifp'©!p^) 

ls->3 :bmmi O0ISH (^CD6 3trC^tCj:y«ffl^li/jNfl§^# 

u 1 %s D s t Lxm^tcmsmsw:) 
U->4 : imm 1 1 ©ISH (tree D 6 3trCte&lC<fc y£IX*§ 

U% 1 mM EDT A7K/#5^^}#lil5^<^ LTffll^fcifp'©!p^) 

U — > 5 : Jzblx^U 1 2 (Z)|p^: (Exosome — Human CD63 I 

so I at i on/Detect i o n (C <£ y Ls 1 % 

S D STK;#)^HHLTffli^fcifp'©!p^) 

U — y 6 : Jzblx^y 1 3 (D%(Exosome — Human CD63 I 

so I at i on/Detect i o n (C <£ y Ls 1m 

M EDT LTffll^fcifp'©!p^:) 

m 9 <fc y. <fc y 3 
4-3 5Tii. 2 5 -6 0 k D attiff(CX^ y y —A"7 —2J—0 — :3"C£>£ 

CD6 3©/<>^ff)tlfc (HMJ3 4-3 5 : U-> 1 -2) 0 

^9<fcy. KCD6 3Kfa)i(Ci;y«^ll/jN^(Z)lXt#^tT^/cJ;b 

$&$! 10—11 J&.TJ*Exosome — Human CD63 I so I at 

i on/Detect i o n (Ci: y /c.tb$$$y 1 2 

- 1 3-m, 2 5 - 6 0 k D attifilCC D 6 3©/<> 

frofc Ub&flJI 0-13: U->3-6) 0 

J*LtjbN£>* JrCC D 6 3trC^^ E x o s o m 

e — Human CD63 I so I at i on/Detect i o n H© 

yAOMIfZ-MTy 

Aomtmtoyy ̂  y t 
# < mmmwm^m^mmxh^z. t M ̂  tca 

[0339] ggjfcfl!l3 6-3 8. 5% 

J2TF©<fc9lc, (J-^Ts 
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IZJ: U• EtfiLfcgmtCfcf LT, 

[0340] < d) 

FBS (CORN IN GttM) 1 5 m L (1 0 0 0 0 X g 

, 2 0ftm) LT 
FBS fc%tc o AK^S T\ % <Q FBS^5mL 

(1 1 0 0 0 0 X g, -m (4 5 

OOOOXg, —Bft) Ls ±)f Ll/N513. —7°(C^ LT^S^s/l>^Sl$[kII ( 

1 1 0 0 0 0 X g ) FBS (450000Xg) 

^.FBS^5m Lff/co 

[0341] < (2) tr-x©&&> 

1 O/ig/jxL Dynabeads MyOne Streptavi 

din CI (+f-f7< 7-f P BS 

1 80/xL (Dynabeads MyOne Streptavid 

in CI 1. 8mgM) ^ 3 L/c0 ft 

INT, PBS1 5 0 OML£^-7*«ft^tU]Q;U iS#Lfc&, 

hx$> K(Cf£SLN D y n a b 

eads MyOne Streptavidin C 1 ^-t±% =f-ZL 

- 7"^v h T^T/c (£IT. &;#}#^ «h B§§ET &£> £) 

o 

[0342] < (3) F c 0 i m 4 ^ >/^St©£— 

U y h^H© Dynabeads MyOne St re 

ptavidin C 1 1. 8mg(C% SHSlf^-^1 Fc^ ̂ Sin" 

i m4^>/^13/ig^t^P BS)^1 500/iL 

HtlftlSJllt, 8°CT 1 0#^J5J&$1±\ SHSWfVliFc^ 

^U^SHmT i m4^V/^Ii)^ L/cfefa (mT i m4jSfa) 

£ P B S)^)S 1 5 0 0/iL 

[0343] < (4) 
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%b>tltc m T i 1. 8mg£PBS1500 M L 3 0 

h»mT i m4tlfa£t#/c0 3*©1 5 m 

L iaftW (CORN I N GttM) B S, 

if (1 1 0 0 0 0 X g ) ^FBS, (4 5 0 0 0 0 X 

g) ;^FBS#5mL L. ^ L >> mT i m 4 Ufa 

£ 1 . 8mgilinU 8 °Ct 2 1 5 m L mttWZ 
ft "7-?^ y KTv^ > K(C|xS Ls m T i rr^tlfa 

&±M (§FBS) SrfrLlM 5mL^W£^ft^ft[I]J|XL 

fco h»mT i m4|Bfa£, 2mM C a C I 2# 

^TBS-T (Tris buffer, 0. 0005% tween2 

0, 2 m M CaC I 2) 3mL X"t ft^ft&;# ^ L y h Vm® m 

T i m 4 tUfa (C2 mM CaC I 2#^ T B S - T ft^fft 1 mLilMlt 

ML. 1. 5mL^zL-7^CK^££*^L/cm, ^^20^ 

^L/co 

^l/!V m T i m 4flfa 1 . 8 m g LT 1 mM EDT 

A#^T BSJ§^5 0 <7 X$5V—lZ 

ctU^Stl 0#P^;!^L. Xtfy^VLfco 1. 5mL^zL-7"£^ft 

VXO y K(C|xS Ls m T i ir^tlfa^:^ 

^£1±\ Mi&£®JlXLfc0 SlImM EDTAMTBS»50/x 

L^JPLs ftllBTUffl LfcmT i m 4 tlfa^rffl l^X 

JlXLfeo 

}§!±!^£2]t0JJXLfc^C{£fflLfclf-X£, 1 5mLSi*fcWlC 

0JjXL/c^±;f (§FBS) ICPiJtgSflD L. rnUbtcCDtmmo^mz^^ 
s £±;i (§FBS) 

L&^di&£^ft^ft?#fc0 

[0344] < (5) >7°P 

0 0ML£3 0 V I VAS P I N 

5 0 0 (MVC0 10, 0 0 0) (W h'J^XttM) £ffl^TPS^3®L 



WO 2016/088689 133 PCT/JP2015/083505 

) M) 5 ML£JQPIT9 

(D&mwmtc0 5 — 2 0 %/f JU (fQftfflMxM ( 
m m) iz%mo^z*>7nyT<(>vm<D&nn2oitLzm-QT. 2 
5 m A X 6 5 L tc0 ?# b tltc%Ml*f)\,iz $ K^'f 7°P v 0 

— t. $1/ \*7 7 7~ (Anode Buffer 1 :0. 3M Tri 

s/20% Methanol^ Anode Buffer 2:0. 02 

5M Tri s/20% Methanol^ Cathode Buffe 

r : 0. 02 5M Tri s/0. 04M 7 < S tl 7°P>It/2 0% M 

e t h a n o I ) P V D FflU (M i I I ipore ttM) IZ 1 m 

A/cm2-e6 0^Flfe?Ufco VD F|1(CP BS-T (PBS 

buffer, 0. 1% tween20) L/c 3%7>drA$,lU^ 

10#r^a-ej5j^^n-Typy^>^L. PBS-TT1 ooois 
L/ct/L1^ N>CD9 t/bfa (Novus Biologicals 

~F is CD 9 tfC-Hsj tmtt Z>mStffoZ>) 2 m L %m&X 1 

3-tetc o J5J&&GD PVDFJI^PBS-Tf'3 L. PBS-TT10 

0 0 0fe^|KL/c2^fa {^0X\ gG (H + L) , -^3% I g Gft 

mmm^rn m) m) 
J5J^^1±/co PBS-Tt5|HI5tMx tt.0isCD9mfa%&fc$1£tc*> 

-J \yy\z4 A J xO-^-isv 0 (fflftMHili ($0 M) tfc F I Ot 

1 I I i n-2$n,W%jRffo^tetc*yy'[syiZ-( A; m%n 
in m) m) LAS-4OOO (GE*±M) 
Zftytistfj-)]/%&& l,tc0 fts tfiOisC D 9^fa«ht/CF I ot i I I i n 

-2}/[fa&s I^VV-A©7-A-^>/^IT'I)?IC D 9 <h F I ot i 

i i i n - 2 

[0345] < (6) X(omfe> 

<Q tl/ci§-/§!il)$i 1 0 0 yu, L JS/CA 7 -f — (0. 45ju,m% PVD 

F) (M i I I i po rettl) 7j<-e 5 L. j~ J V~y( K L 
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M 1 0 (NanoSight 

TNanoS i g h t }±0 "7 — =L 3 dOMJ^ Ls (P 

art i c I e s ) X (M e a n Size) ^rll^/co 

IXt#^)i^(CdNTTIE^ 1 6 

[0346] [^16] 

ms#j36 iy£flj37 11^38 

ts**©®g:£i£ 
@5i<i>3-9l& 

— o 
(llOOOOXg) 

O 
(450000 Xg) 

+ 

untp<Dm& *§tm(D 
®f§:fri£ o o O 

m i oicfctt^u— 1 2 3 

[0347] <3£H> 

^btitco^xoyy'u v^4 y<?(D^^m 1 o, -fjy-4 

mi^Rmmt^v-4X(D]ly^en^i 7(c^ti^ti^t0 ii cue 

U->1 :^Wy3 6©ISm *f%W<DW.mi5fclZ 

U-> 2 : ^»y 3 7 ©i£H U 1 lOOOOXgt 

ii L /cti, i; y z 

/c ̂  *n" (Z) |p ̂ :) 

U - > 3 : 3 8 (D^m U 450000Xgt* 

i L /cti, i; y z 

/c l|s *n" (Z) |p ̂  ) 

[0348] ii 0 <fc y, U 1 1 0 0 0 0 X g X&4 5 0 0 0 0 

X g ii L /ctt, ^0^©IXt#^)i(C <£ y £ 

(HIi3 7 - 3 8) Cfci^VV-A7-^-©CD9^F 
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I ot i I I i n - 2 CD/O (C# 

(®tf#) L^nts 
I&wmtz>z.t£>m-itc (HIi3 7 - 3 8 : U->2-3) 0 ^ ^tC. 

(ixtf) 

'm*s xm§ (P&£) R( 

^WJ3 7 -3 8 : U->2-3) 0 

[0349] 7 J: y % ti£l-£^/t>#SI4ra U 1 1 0 0 0 0 X g X&4 5 0 0 0 0 

X g ii L /ctt, <£ y £ 

Z.t£^tcmS (HIi3 7 - 3 8) *$m<D 

(^«y3 6) tz. 
izmmv-e&^tco m 

[0350] [^17] 

Particles Mean Size(nm) 
mMme (D*mm 2.04 X 10~9 155 
mtkm7 @110. OOOXg 1.36 x 10"9 162 
mMM38 @450. OOOXg 1.20 x 10~9 159 

[0351] 39 — 40. Total Exosome Isolation (/f 

mm. 
£XT(D£?IZS o t a I 

Exosome Isolation (<|\ 'J "7 —;;fcj^) T'P££ (.£lTs r 

) [;tcu&tztt[;-c. o 
[0352] <(1) Total Exosome Isolation (TJ\ 'J "7—jfrlS 

FBS (CORN IN GttM) 1 0 m L £jg/t>#SI4ra (1 0 0 0 0 X g 

, 2 0^f|) LT^Mt)£^itU F B S £?#fc0 
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s % i? F BS 5 mLCT o t a I Exosome 

I so I at i on (f rom se rum) (V~ — 7 < "V :> i? — 1j"-f I 

^ImLllMU )§nz3 

1 (1 OOOOXg, 2 0£f^) LT±;i£0JJXL. Total E x o s 

ome Isolation F B S 6 m L £ %tca 

[0353] < (2) tT-X©^> 

1 0 yu, g / yu, L Dynabeads MyOne Streptavi 

din CI (t-f 7 ̂ r> t 1 ̂ x VT O ttl) M P B S 

1 80/xL (Dynabeads MyOne Streptavid 

in CI 1. 8mgM) 2 -D(D^ L/c0 ft 

IN-e, PBS1 5 0 0ML£^zL-7^C^ft^tU]Q7U 

K7v^> K(C|xSLs D y n a b 

eads MyOne Streptavidin C 1 ^ 3-

- 7" ftv h T^T/c (£IT, &;#}#^ <h B&IEt ££) 

o 

[0354] < (3) F c fVM-aM'77XSJT i m 4 ^ V/^l© 

U V K^H© Dynabeads MyOne St re 

ptavidin C 1 1. 8 m g 5 — 8 t <£ V 

mmufcs Hl^fViiF i m4^v/^l 

3 At g P B S^jft 1 5 0 0 M L LT, 8°CT 1 0£f^J5J& 

£1±\ SHS^fVliFc^»imT i m4 Lfc 

Ufa (mT i m4|Bfa) ^nPBS^I 5 0 0 jx L tl^tl%tc 

o 

[0355] < (4) 

%btltc m T i m4flfa 1. 8mg£PBS1500 M L T^ 3 0 

h»mT i m4|Ifa£t#/c0 ^ ̂  V M*H 

©mT i m 4 Jifa ̂  1 . 8mgfo, 1 5mLMf (CORN I NGttl 

) (C^>)3E L/cjs/O^HMlI/^^ F B S 5 m LX&T otal Exosom 
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e I so I at i o n F B S 6 m L (C^ Ls 8°CT2 

0^JxJ^1±/Co 

sj&m. 1 5mrassu mtiz 
fflLNTWlt(C^Xfi;£T i m 4 (§FBS) £ff 

1AM 5 m L^W(C^tl^tl0JjXL/co SsftWlCggo fc'* ^ V M*H©m 

T i m4flfa£% 2mM CaC I 2MTBS-T (T r i s b u f f e 

r, 0. 0005% tween20, 2mM CaC I 2) 3mLTf 

bVtmCD m T i m 4 |Bfa(C 2 m M CaCI2M 

TBS-TH tl?tl ImLSIltllU 1 . 5mLfi-7HcK)S 

z^m&Ltcm, 
^l/!V M;£H©I§-ITI T i m 4 1 . 8 m g IT 1 mM ED 

T A#^T BSJ§^5 0 

(C^J^T 1 0#P^;f^U 1. 5mLfi-m 

K7>^> KICKS® U Wit ICm T i m4flfa£ 

Mi&£[I]JlXUfco SUmM EDTA^TBS»50 

Atl_;fisJPU tuiBTUffl Ifcm T i m 4^NT 

®J|X Ufeo 

t(Om. )§!±!^£2]t0JJXLfc^C{£fflL/cmT i m4|Bfa (tT-X) * 

, 1 5 m L^W(C0JjXL/c 

&±m (§FBS) iznfemnbs mmbtcotmm^mz^^, &±m 
(§FBS) 

ft ̂  ti tit# tc O 

[0356] < (5) >7°P 

t#^tl/c^|±l5S3 0 0ML£3 OjuUCfc* V I VAS P I N 

5 0 0 (MVC0 10, 0 0 0) (+fJU h'J^XttM) 

fco PS^3®Ufc&Mi>$3 0ML(C4X|S^ffiMii)S (jfc 

) M) 1 o yu, L Jtrnxz 9 8°CT5^^JPiiLs 7iX^>7*P'yjry^ 

ffl©£-§im£t#/c0 X-/*—fevXi-X 5-2 0%yjl/ (fflftMUlli 
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($0 m) nL%2<rpRt 

"D5fc-teXs 2 5 m AT6 5^P^BE)7l(S!] L/co ?#btitc)?!(#]?)\,%:^ "tr^K 

"y -i 7° • V 0 — t. W.J \*7 7 7~ (Anode Buffer 1:0. 

3M Tri s/20% Methanol^ Anode Buffer 

2:0. 0 2 5 M Tri s/20% Methanol^ Cathode 

B u f f e r : 0 . 025M Tris/0. 04M 7 ̂  J tl 7°P>It 

/ 2 0% Methanol) P V D F EH (M i I I ipore 

ttM) [:lmA/cm2f6 0^rilE?Lfco P V D F 0£lc P B S — 

T (PBS buffer, 0. 1% tween20) THIR L/c 3 % 

1 7°P Ls P BS-T 

"CI 0 0 0 {n^lK L tc^KO N>CD9 t/bfa (Novus Biologica 

I sttl, J^"F r#c^>c D 2mLXttP 

BS-TT2 5 Ote^JBRLfctrCb KF I o t i I I i n-2ftft (BD B 

i osc i ences S F I o t i I I in — 2£n]faj <h 

B£§Et£il^&£) 1 0tr^J5J^^1±/co J5J&&© P V D Fll^ P 

BS-Tt3 Ls PBS-TT 10000 L/c 2 )%mt {trCV 

I gG (H + LK ^3% I gGM tzi^/Cfa} 

($0 M) £^"C1 0t^J5J^^1±/co PBS-Tt5@;5t 

trC^C D 9trL#&£j&$ttfc*>7ls>lZ4ASZ*-'<—>>y 

o mmmjiM ($o m) £. tfcF i o t i i i i n-2j/cfa£sj^i± 
tc* y?\syiz4 AS7.$—(fflftMHili ($0 U) 
JPL. LAS — 4000 (GEtti) </1~ A L/c0 ft 

s trC^S/C D 9}/[fa&s i^VV-A(D^ —1)~#y/<?W<D 1 Otfe^C 

D 9 y s irCtl h F I o t i I I i n —2 i^VV 

Otfei) F I ot i I I i n - 2 

w-zhz>o 

[0357] ft, 

/SMtHC 0 IT, 0 y 7P V =r -f y (C <13 U £> L — >#-*§-(C "O lNT "FEE 
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1 8 

[0358] [^18] 

^^140 

tt»©»a^a 
Total Exsome 

Isolation 
(PEG2£J$)S£ 

O 

+ 
*§£W<DJjmz&& 

untpomft 
#Ufe*Ug/Mfe©IKf§ 

*51 m<D O O 

@111-tJlt-SU— 1 2 

[0359] <3£H> 

^ j y 1 wc^i-0 ii 

~CS i§" \y y 

u->1 :^wy3 9©ism *f%W<DW.mi5 
)£IZ J: y £ z.tz^ tcmS(D^W:) 
ls-y2 :mMm4 0(Dmm 
tcijk, *f%W<D$mi5felz<£ y Z fto 
) 

[0360] ii 1<fcy% 

(HMJ4 0) ictx^v 

y — l*~? — t)—(DC D 9 <h F I ot i I I i n - 2 CD/O KtfiHs§£ tl/c £ 

tfrbs Total Exsome Isolation (TJ\ 'J "7—jfrlS) 

(ixt#) L^nt\ ^ 
c^«y4o : u->2) 0 

^ bl/Zs Total Exsome Isolation (TJ\ 'J "7—jfrlS 

) %-eimz (ixt#) *%m<o 
iz £ o T Rlffiv fcZZt t>m o fc (^WJ 40 : U - > 2 ) 

o 

[0361] ggMI4 1-47. To t 

al Exsome Isolation (TK'J "7—^,1%) ££) lZ<k £>1^^ 
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(P££) 

i^T©cJ:9(C, To t a 

1 Exsome Isolation (*J\ "J "7 —;£) (Ci: lJ 

a&£) ufcQ 

[0362] < (1) 

FBS (CORN IN GttM) 2 8 m L ( 1 0 0 0 0 X g 

, 2 0^1) LT^^HMiI)^FBS (£IT, rp&£ 

S53N-1J «hifl§lBT£)iI^S)£)) £t#fc0 >^T\ t#<atlfcM>5:fr»II}£ 

^FBS ( 1 J ) 1 2 m L (1 1 0 0 0 0 X g 

. -m) U (1 1 OOOOXg) ^FBS (£IT, rp& 

[0363] <(2) Total Exsome Isolation (/j\'J "7 —;;fcj^) 

ftizs F B S ( 1j) 8 m L(C Total 

Exosome Isolation (from serum) (V~ — ̂ 7 

-ivOWM) ^1. 6mL;^JPLN >pj^T3 0^ 

(1 OOOOXg, 2 0^F|) LT^tl^f 

tl_h/it£:[°]l|X Ls Total Exosome Isolation 

^FBS (UTs rp^iiS^3j tmmtzmsrffoz) 9. 6mL %mtc 
o 

tztcs (nooooxg)i^FBS ( r^sm2j 
)4mL(C Total Exosome I so I at i on^O, 8mL 

Ls >pjf!T 3 0 tiff® Lx (1 OOOOXg, 

2 0^f|) UT^tl^tl±;i£0J]XU (1 1 OOOOXg 

) /To t a I Exosome Isolation FBS (i^l 

T, rp^SiS^4j ^sEt" £*!£•#£>£) 4. 8mL£?#fco 

[0364] < (3) tT-X©^> 

10yu,g/yu,L Dynabeads MyOne Streptavi 
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din CI (+J—^7-f 7< vO#M) BS 

240/xL (Dynabeads MyOne Streptavid 

i n CI 2. 4mgM) %s 3 L/c0 ft 

iN-e, PBS2ooojLtL^^iL-^c^n^nijD^ ^ZL-
K7v^> K(C|xSLs D y n a b 

eads MyOne Streptavidin C 1 fkMii J-3-

- 7"ft 0h "C ̂  T tz (£IT, ^&&§ET£±I^& 

£) o 

[0365] < (4) F c i m 4 ^ V/^l© 

^ K^H© Dynabeads MyOne St re 

ptavidin C 1 2. 4 m g (Cs S H S 51 Fc^ 

i77Tfi^T i m4^>/^14Mg^Mt§PBS^2 0 0 0/iL 

8°C-e 1 0£f^J5J&£l±\ SHSWfVliFc^ 

^14"nllim T i m 4 0 y / ^ 0 Wt>%uS L/c II fa (mT i m4|Ifa) 

§PBS^2000/iL £^tl^tlt#/c0 

[0366] < (5) 

%btltc m T i m4|Ifa2. 4 m g ^P B S 2 0 0 0 M Ltftlftl30 

^fc^HsfE Us ^ U V ht£© m T i m 4 |Ifa£^ tl^ftlfll/co 

^com. ^^UMii^FBs ( rp^iis^u ) 
(1 1 OOOOXg) F B S ( 2 J ) 4 m L % Total 

Exosome Isolation MH/^^ FBS ( rp^i|^5|S(. 3 J ) 4 

. 8 m L£^zL-7HC^tl^tl^>£U 8°C-e 1 0#F^ft^ftJ5J&£l±fco 

h7^> KtClSSLs 

lt(CmT i m4Hfa£Hi^1±% (§FBS) £fr L - 7~(C^ 

L/c0 

^ZL-^C^/C^U-/ h»mT i m4|Ifa£% TBS-T (Tri 

s buffer, 0. 0005% tween20) 4ml_ X'^ttl^'tl 

&±M (§FBS) 
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5®g©£J&m. &±m O&F 
BS) (1 OOOOXg, 2 0^1 

) U (1 1 OOOOXg) /T i m4li 

^FBS (£IT, rp^iiS^5j 4mU Tot 

al Exosome Isolation MH/ T i m 4 MH/^^ FBS 

(J^~FN rp&£§im6j 4. 8 m L % Tim4MiI 

^FBS (£IT, rp^iiS^7) 4mL^ffco 

[0367] < (6) 

% Iff/c(C m T i m4|SfaO. 6 m g £ 7 

3M1U TIB^1 

i m 4|Ifa^(Z);fe!]Qm'f 
m T i m 4|§fa0 . 6 m g Ls 8°CV 3 

[0368] [^19] 

H!6fill41 mmm*2. HJ6W43 HJEW44 HS60H45 H&60II46 mmmii 

3fcft5 
I&£ 
3t&6 

mm 
3t£l4 

l&£ 
Stf*2 U&3 

mm 
3t&7 

l&£ 
St^1 

o o o o o O o 

stsw 
4&asa 

HZSjj) 

o 
(110000 

Xg) 
-

o 
(110000 

Xg) 

o 
(110000 

Xg) 
-

stsw 
4&asa 

Total 
Exsome 
Isolation 

(PEGSfcK)j£ 
o o o -

stsw 
4&asa 

*3£IE© o o O -

&£st*4<DTOX43fc 
Tim4fi,tt'^ro^lns ImL 1. 2mL 1 2mL 1 ml 1 2m L ImL 1 ml 

1. 5 m LJ-=L — K7v^> KtCjixSLs ^ 

i m4tIfa£H^£l±% £±;f (§FBS) £0J]XL 

, ̂  U >> M*H© m T i m 4 |Ifa£t#/c0 

m b tltc* U >> M*H© m T i m 4 |Sfa£ 2mM CaCI2MTBS-
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T (Tris buffer, 0. 0005% tween20, 2m 

M CaC I 2) 1 mL-efnfn3|HMm hWmT i 
m4|SfaO. 6 m g LT 1 mM EDTAfiTBS»50 

ix L Ls ^7.$4=-"9— IC <fc y^iHT 1 0#^;I;-g-Ls 

Xtf>^>Lfco 1. 5 m RCsS 

i Ls $U:£ffl^TWlt(CmT i m4|Bfa£H^1±% 

iXLfco iglmM EDTA^TBS»5 0ALililU |W]*§(Z);fr 

Lfco 

[0369] < (7) 

1 0 0 AIL£3 0 AIL(C&£<*:9(C, VIVAS 

P I N 5 0 0 (MVCO 1 0, 0 0 0) (+fJU h U 0 XtiM) £ffl^TPSfl> 

5i®L/c0 PS^3®Lfc&Mi>$3 0ML(c4XiS^ffiMii)S (fflftMUl 

H ($0 M) 1 0ML£Jn*T9 8'CT5#mf&L. ^i^V^P'yT 

X-/*—fevXi-X 5-2 0%yj|/ 

HlH ($0 M) 0/xL%2 

$-FJT"T2 5 m A T 6 5^1ii^fiLfc0 ?# btltc )?!(#] tf)l>%s 

"tz $ K 7 -f ^ ^ - ih \*7 7 7~ (Anode Buffer 1 

:0. 3M Tri s/20% Methanol^ Anode Buff 

er 2:0. 025M Tri s/20% Methanol^ Cath 

ode Bu f f e r : 0, 025M Tris/0. 04M 7 < S tl 7° 

U>m/2 0% Methanol) P V D Ffll (M i I I i p 

0 rettl) tC 1 mA/cm2?6 0^?Lfco $s¥&<D P V D FP 

BS-T (PBS buffer, 0. 1% tween20) TUfKL 

tc3%X5 %1]U7LT 1 BtP^^TSJ^^TXP v L. P B 

S-TT1 0 0 0 {^mR^tc^KOiy CD9 fcW (Novus Biolog 

1 ca I sttl, J^"F rtfcr>S>C D 9 tfC-Hsj ^sEt" £*§£•#£>£) 2mL 

XttP BS-TT2 5 Ote^LfctrCt: K F I o t i I I i n -2^fa (B 
D Biosciences J^IT r^jt t: S F I o t i I I i n — 2 in, 
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faj 10tr^sj^^i±/co PVDF 

0g£PBS-T-C3 Ls PBS-TT 10000 femRLtc 2 )%mt 

I gG (H + L) , I gGM Uls* 

mt) ($0 M) 10#^J5J&£-t±fco PBS-TT 

5 KC^>CD 9}/[fa£J5J^£l±/cp< >7°L>(C-f A7 

($0 M) trCF I o t i I I i n-2t/Cfa£J5J^ 

^tetc*yS'\syiz4A;xo—V-o (fflftMHili ($0 M) 
tlMU LAS — 4000 (GEtti) </1~ A L/c 

o fts trC^S/C D 9trC^^ i^VV-AOV-^j-^V/^l© 1 

£CD 9lZtttZtt.&-e$>{')s trCt; KF I ot i I I i n-2^fa(i, x^7 

VV-Aroy-^-^V/^l© 1 Otfei) F I ot i I I i n-2(C>tff 

•2>t/L'faT'S)'2)o 

[0370] ft. 

(P&£) Jofes L-> 

#-^#JC^lNT"FiB^2 0(C^1"o 

[0371] 
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XMl 0] 

141 Hffifi"i42 Htfe0i44 Hffifi"i45 n&m*6 Hffifi"i47 

S§E£ 
5t»5 ltf*6 tS»4 

l&£ 
5tS2 ltf*3 U&7 

S§E£ 
5t«1 

o o O O o o O 

g3£.e>#Si£ 
(gartlJgji 

rt&SA) 

o 
(110000 

Xg) 
-

O 
(110000 

Xg) 

O 
(1 10000 

Xg) 
— — -

fitS© Total 
Exsome 
Isolation 

(PEG2tSf)a 
o o o — 

*mm<D 
mikum O o o 

B££5tf*C5^Xfi3|E 
Tim4fitt:^a)Slnm 1 mL 1. 2mL 1 2mL 1 mL 1 2mL 1 mL I ml 

+ 

lafWOHSi# o O O o O o o 

@12|zj3l+&L'— 1 2 3 4 5 6 7 

[0372] <3£H> 
^ J y 1 2lZ7jkto ii 2(C£^ 

~C % i§" 1/ V 

U-> 1 : ^«y4 1 ©ism 

j&©ixf#£ & z.tt-1 tcms(D^) 
\s-y2 : mMM4 2<D&^ (§S^£M^itMiIU 

'JMS©S5tf#£ £ Z.tt-1 /cif^OiSH) 

\s-y3 :^wy4 3©ism (§s^£M^itMiiu ®si/t>#si4rau 
zbiztfv7-aiaium y«^ii/jN^©ix 

U->4 : mfe0lJ4 4©^JH (§S^£M^itMiIU 
*f%W<D$mi5felz<£ y Z ft 
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u->5 : 5®^m (mm&m'bft&fcfukmu rfw-ftmsukmL 
s terns<D%^) 
u->6^«y4 6©isn 
ii Ltd£s *f%V%(Dymi5felZ<fc y fcti^CD 
ip^:) 

u->7^»y4 

(c <fc y a c: ft o /cif^©ism) 
[0373] i 1 2 <£ y „ fi£^/£T&£jpjs/L>/£s Total Exsome Iso 

I at ion (/t^jT—M) VV-A7-i)-"efc5C D 9 i: 

F I ot i I I i n-20A,>KAm^tl, 

J® £ P&£ L $ ti t\ ti£l- tt # fi © « *Mg/J\ as 1Z z £ tf ¥0 o tc 

OTi4 4-4 5 : ls->4-5) 0 £fc% mz.ZtlbCDft&fe&mfr'S 
frtetct LX&s C D 9 <h F I o t i I I i n - 2 ©/<> KtfiHsSStU B 

o ttf-eztizmft LT L 19 ztt>mz> m 
mm 4 3 : [y — y 3) o tltltC^tLTs T o t a 

I Exsome Isolation (tf\ U "7—jfrlS) )i<h^^0^©P^i 

j5:&%MfrSte-£Z>ZtlZ£Vs C D 9 <h F I o t i I I i n-2(0/0 K 

s (ixt#) RTtgT $>zz£tfn?tc (mmm4 1-42: u->i -2) 0 

^l©^;i®^Tt, C D 9 <h F I o t i I I i n-2 (O/O 
vimmznts +^MC«^II/JN^^P^S (ixt#) RTI^Tfozztm^ 
tc (^Jfe0iJ4 6 : U->6) o %tcs *fg0£©P&£ (®tf#) 

0 -f JisXlZ-D^T <h |W]*§(cP&£ RTfgTfc* O <h tf tltc 

o 

[0374] jgflftfl!l4 8-5 5. *#0fl(Z)P££:fr&tCT i mtaft0Siffl 

_£IT©<*:9 (C, ^0^0T i mt0ft£ffllNT*^B,B©l&£^£a#y3lIU 

tc0 

[0375] < (1) mncomm> 
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FBS (CORN IN GttM) 1 m L (1 OOOOXg, 

2 0£f^) U ^^HMiI)^F B S 1 m L £?#fc0 

[0376] < (2) tr-X©2fc&> 

1 0 yu, g / yu, L Dynabeads MyOne Streptavi 

din CI (t-f 7 ̂ r> t 1 ̂ I VT O ttl) M P B S 

60jxL (Dynabeads MyOne Streptavidi 

n CI 0. 6mgM) ^ 1. 5 m Lf 2-^ (If-lAlMl) 

(C^)EL/CO PBS 5 0 0AIL£1. 5 m L ̂  =L - 7'lZt tl?tl}}Q 

X, W, 1. 5 m Lfa —^7^9 K7>^> KICKS® U 

INTWH(C Dynabeads MyOne Streptavidi 

n C 1 1. 5 m L 51 >> htitfc (£1 

Ts 0 

[0377] < (3) F c i m 4 ^ V/^l© 

U V Dynabeads MyOne St re 

ptavidin C 1 0. 6 m g (C% S H S 51 Fc^ yS4"n 

i m4^>/^n /xg^t§PBS^5 00/xL^ 

» LTs 8 °Ce 1 0 H\ SHltl^f >*I!^ F c ^ m 

T i (mT i m4|Bfa) ^ttt^PBS)# 

ift5 0 0 jxL ̂ tf/co 

[0378] < (4) 

1. 5 m — K7>^> KtCfSSU 

mT i m4|Ifa£H^£l±% 1 . 5 m Lf a-7^0i§M^>> hTtt 

T/cti, m T i m 4|Bfa£ PBS5 00/iL 3 U 

>> h»mT i m4j|ft4ifc0 ^ U >> h»mT i m4|Bfa 

(C% F BS^I m L 8°CT 1 0t^SJ^^'t±/co 

1. 5 m KtCfSSU 

TWHtCmT i m4jlfa£||i^1±% ±;f (F BS) £frlAM . 5mLf 

ZL-7"(C0JJXL/C (±;f 1 <ht£) o h»mT i m4|Bfa£% 2 
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mM C aC I 2#^T BS-T (T r i s buffer, 0.0005 

% t w e e n 2 0, 2mM CaCI2) 5OO^Lt30MMLfc 

O 

h^UCD^m T i m 4 0 . 6 m g IT 1 mM ED 

TAMTBSi§M5 0^LijinLfdl ^ X $ 5V—IZ & V ^ 

ST 1 0 U Xtfyy^yLfco 1 . 5mLfi-^7 V * V h 

7v^>K(C IxSLs m T i m 4 

iXL/c (Mi&l ^t&) o ^imT i m4|Sfa(cMl mM EDT 

AtiTBS»5 0MLiiU (^Hhl 

&2£-r*) o tmit&£Uft8*mtc0 

tulB±;f 1 (D mT i m4|Bfa 

#^tt~F§E^I2 1 (ClES^ayo 

[0379] [^21] 

Stfc#|49 S(fc#|50 SK0151 S(fe^52 Stfe^53 Stfe#)54 Stfe^55 

sm©€» &£ 
H&8 

B3s 
KS9 

&£ 
HS10 

&£ 
smn 

&£ 
SS12 

&£ 
SSI 3 

&£ 
5W14 

&S 
smi5 

VS STim4Sft:S W 
SmroSflfHEDt 

0 
(Sfpp) 1 2 3 4 5 6 7 

@13[Cj3t~)"-5U—>#-^- 1 2 3 4 5 6 7 8 

[0380] < (5) ^17^ >7°P */T4y<f> 

0 0ML^3 0 MUC&£<*:9(C, V I VAS P I N 

5 0 0 (MVC0 10, 0 0 0) (+fJU h'J^XttM) 

fco 5 MHC4 (fflftMHili (jfc 

) M) 5 yu, L £jQ;iT 9 8°CT 5 U 0^X0 >7°P 

©£-§im£t#/co X-/*—fevXi-T. 5-2 0%^ (fflftMUlli ( 

$0 10 iz^skry±x$yy'nv^'(y<fm(D&Ui&2 OML®T, 2 

5 m A T 6 5 H^HfcU] L fc0 ?# b Utc%MV)\/"fe $ K 7 -f 7°P v 0 
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— <h $1/ \*7 7 7~ (Anode Buffer 1 :0. 3M Tri 

s/20% Methanol^ Anode Buffer 2:0. 02 

5M Tri s/20% Methanol^ Cathode Buffe 

r : 0. 02 5M Tris/0. 04M 7 < S tl 7°P>It/2 0% M 

e t h a n o I ) P V D Ffll (M i I I i p o r e iZ 1 m 

A/cm2-e6 0^Flfe?Ufco $E¥fi(Z)P VD F|1(CP BS-T (PBS 

buffer, 0. 1% tween20) L/c 3%7>drA$,IU^ 

zmxT 1PBS-T-CI OOOIS 
L/C^/L^ V>CD9 t/bfa (Novus Biologicals 

~F rtrC^S/C D 9tfC-Hsj tmtt2 m L 1 

£1±/C0 PVDFJI^PBS-Tf'3 U P B S - T T 1 0 

0 0 0{^|KL/c2^fa {trCV^X I gG (H + L) , 0+T#s I gGi) 

(faftfflmxM (m m) 
JSJ&SH-fco PBS-Tt50;m 4 AJ XO-M-O 

m) U) LAS-4000 (GEftM) 

£*i!±! L/co fts trC^S/C D 9}/[fa&s i^VV-A07-i)-^>/^S 

© 1 otfeSC D 9 ICttf £trCft"e£>£o 

[0381] <3£H> 

tf^tl/c^xT^ >7°P 1 3(C^1"0 ii 3(C£l\ 

~C % i§" 1/ V 

U-> 1 : HMJ4 8©^m 

1 m 4tSft£ElNT*^BJ!!©IXf#l&£lC <fc y |&£ L/cif^OiSH) 

u-> 2 : ^»y4 9©isn (1 Hffl L/ciS^^©«^ii/jN^^ 1 

fflLfc*fgB£© T i m4tIfa^ffllNT^0^©IXt#P^i(Ci:''JP^iL/ciI^ 

©fp^:) 

U->3 : 5 0 ©i£H (2gtS L/c§S^©«^fll^J®£2]t{£ 

fflLfc*fgB£© T i m4tIfa^ffllNT^0^©IXt#P^i(Ci;''JP^iL/ciI^ 

©fp^:) 
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\s->4 : 1 

T i terns 
(D$n^k) 

U->5 :^»y5 2 ©i£H (4gfS 4 Jtf£ 

T i terns 
(D$n^k) 

U->6 : ^«y 5 3 ©i£H 

mLtc*m%(DT i m4tIfa^ffllNT^0^©IXt#P^i(Ci;''JP^iL/ciI^ 
©fp^:) 

\s->7 :^Wy54©ISm 

fflL/c^0^©T i terns 
(D$n^k) 

ls->8 : ^»y 5 5 ©i£H ( 7 Ifffl 7 Jtf£ 

©fp^:) 

[0382] ii 3<fcy, *3§0£©T i LTP^i^^tT-^/c 

t§£\ §S^ tf ^ 0 JjX £ tl £ X o V V - A © M tf '> ft < & £ o <h tf fit IS £ tu 

*3§0£©T i m4}a#&%k''J}&LfmT&ZtV% «fflJS*M£/W]&©l&££J: 

zttfTj^zzttim-itco t/c, IDWSOA4^y*\s-v 

mt'fo&EDT A%m^T$amzmSl;tcT i m 4 ^ 

i m4femznmmpstfe~e$>zz£tf^t£o 
[0383] 5 6 - 6 7 . rt&fllll 4 - 1 5 . T i m77$'J-^V/^I^I^ 

Jh Lfeta<ttc 

£ITCD<£ 9 (C% T i m 7 7 $ 'J — 7:'foZ> T i m 1 0 Jt% T i m 3 0 

>/^l, X&T i 

i/xt, *fg0£ ic#&«*w£/j\as<D$m%fiitc0 

[0384] < d) ti)iisOA4xy^mm±m mm mm> 
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t; 5 6 2 IffllS 1 x 1 o^M 

J®£8 0 m L (DX-V I V01 5 igjfe (L o n z a *±M) £ffl^T3 7 °C, 

5 %c o 23 a mt%m Ltern. si/t>#si4ra (3 0 0 x g, 5 
±;i£P££L/c0 1 0/iMf^Vi/ 
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JB^j=§ 1 % S D S 7K/#5^^}#lil5^<^ U X^ /c^*n"(Z)ip^:) 
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fp^:) 
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^1 % S D S 7K/#5^^}#lil5^<^ U X^ /c^*n"(Z)ip^:) 
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(CS c^^imT i m3^>/^l^^tfc 

1 mM EDTA#^TBS)^^;§l±l5S«hLTffl^/ciI^(Z) 
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©fp^:) 
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eptav i d i n(CS Fc^ 9*HkaM. m T i m4^ 

1 % s D s&&&*&&)&t Lxm^tcm 
*n"(Z)ip^:) 
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U — y 1 2 : 7 9 CDlp^: (Dynabeads M270 St re 

p t a v i d i nCS F i 

1 mM EDTA^TBSM^dl)fctL 

X ̂  /c^*n"(Z)ip^:) 

ii 5«ty, U — > 1 - 1 2 ^ TtKDiMa'V ti^VV-A® 

"7 — ^ — Lamp-1 ©/<> Ktfgg&^tl/co T 

i mls T i m3, XttT i m 4 fc}B# (T i m$yAtM$nS 

jstio 
t/c, T i m4^>A^fttfi^L/c|I{*>T i m 1 ^yj^VWM^SL 

tcm*>T i 

£®tf#"C $ £ o if ¥0 o fco £ )l *> 0 A dp U - h M (C <£ y }§|±l £ 1± £ Jf^C 

T i m4^>/^S©SHl^LTt:-X (iSflO d 

.h-e. ^^^uTs^b^n-ixfcy ^>z. 
tmi-otc (U->9 - 1 2) 0 

[0405] Mifli|8 0-8 3. fchtfrflHI 6 - 1 9 . T i m77$'J-^V/^gW. 

T i m7 7$ LTT i m 1 $ Jt% T i m2^V/^ 

<7Ms XttT i 

[0406] < (D tu\,*/0A4xy%mt&m±Myy7)\s<Dm§k> 
mfeflyi -8© r d) t^m±Mv-yy°)\s(omM] tmBcoys^tiA^ 

0A-(t y^Mt^±.Mv- y y°)v *%tc0 

[0407] < (2) tr-x©2fc&> 
3 0 yu, g / yu, L Dynabeads ProteinG (+f — 7 -f V 

*/*-V-4JLyT<( 7< t^PBS-Ti§i20AL (D y n a 

beads ProteinG 4. 8mg 1. 5 m Lf a - 7° 

(kT—lAftMgfctlO 4^C^ti^ti#>EEU L/co 

[0408] < (3) 6 X H i s^-TW^T i m 7 7 $ U — $ y/$$W<D tf—X^CDHI 
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U V M;£H© Dynabeads ProteiG 0. 

6 m g £ "a^t" 5 1 . 5 m L ̂  n — y 4^lZs K6XH i s iKW (0 • — > 

No. 2 8- 7 5, ^4/igMt§TBS)§i«100 

8°c-e3K6XH i s 

trctetf L£ TBSM1 00 fxL £?#fc0 d tl ̂©trC 6 
X H i s irCfttf L/cJl{*£ TBS — T (Tris buffer, 0. 

1% Tween20) 2 5 0 n L X"t 3 U ^©ftTB 

5 2 5 0 iL L -e^ 2 L fc0 

ftlsX\ X H i s^rC^lp-n-D ynabeads Pro 

t e i n Gfl^C, 6 X H i s $ VM'aM'? 0 T i m 1 ( 

R&Di/^xAXtil) £1 /xgtttSTBS^II OOMU 6XH i 

s 7 0xa^T i m2^>/^l (R&Di/XrAXtiS) £ 1 

/xgtit^TBSMl OOMU X&6XH i s ^ 

T i m4^>/^l (R&DS/^fAXttl) £1 /igt^t5TBSi§)S 

1 o o nL^n^tiWiiJWbXs Q°cx 1K6XH 
i sKft^lTT i ml $ yJ^OWMuS^tcUW ( T6XH i s * 

^ImT i m 1 £IB&§Ef£>£) . T i m2^ 

>A^5ttfi^L/c|I{* ( T6XH i s^^imT i m2^>A^ft|£ 

, T i m4^>/^I^Lfcjift ( T 

6 X H i s^^imT i m 4 * 

ft. %btltc 6 X H i sMmT i m 1 6 X H 

i slife-n§ymT i m 4V/^^ip-nfS^^rlS^T l~T i mJt$p-n 

JSttJ ^ISt" £*!£•#£> £o 

^MJtffll^cT i m$yA$WRTf$B ftfiDffiiH* MtHC T im77$ 

^—^yAOW. (#) fp'nlS'f^©ffllS;&TIBII2 6 IZTjk'fo 

[0409] 
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[H26] 

itR«16 ifcS«17 36JSCI80 3QSfil81 itR«18 itK«19 3U£«82 3IJ£«83 

Timers1;— 

tfij6 xHis£*!>*Sftin •'Dynabeads RmteinGli^ 

Timers1;— 
Tim 

- -
Timl 

^XS3|E 
Tim2iC//^S 

[0410] < (4) 

fulE (3) T't# b tltciK 6 X H i s J/E^ip-n D ynabeads Pro 

t e i n GflU^, 6 XH i s^^lt-p^mT i m 1 Jt$p crJlU^, 6 

XH i s^ySJ^rSymT i m 2 ^ 6 X H i s $ 

mT i m2^>/^llS^Ift^TBS-T (Tris buffer, 0 

. 1% Tween20) 250JLI,L-C3[I], TBS 2 5 0 ju, L "C 2 0^ 

^u^ M^I© 
ti)\s^oA-(*y^;m%m±my-y70)\'2oo 

X, 8°C-e3 0t^^tl^tlJ5J^^1±/co tDUist 

y^M TBS — T (Tris buffer, 0. 0005% Tween 

2 0, 2mM CaC I 2) 5 0 0 ^ L T? 3 L/c0 30@©;lfi 

WomZs ^Ift^tOCaC I2MTBS-T^5 0 0ML^, 250 

IxL'f'D]. 5 m L 51 J- — 7 2 L, 7> 

K(C"tz,y h L/c til, /7t/#)S^:P^^N/co 

^ \s V K 0 . 3 m g t^iZt & t L T 1 % S D S 

7jC^&£5 0AtU XttlmM EDTAMTBS»25MLiJinL 

fcm, tfJL>yLy?X$5V—lZ£i<J£)ML-e 1 0»B^L, XtfV^VU 

tco EDTAMLfcfa-^'CMlmM EDTAt^TBSM 

£25 ix L, IW^iCDJifE^rfTl/V 

[0411] < (5) ^17^ >7'P v=j-<y9> 

tulB (4) 1. 2 5 v.L%m^tc&Lfttes 6 

8-7 9<D r (7) yfrofc 

o 
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ft. i T i 

MC7X^^>7'P v=r<< U->#-^-£T§Eil2 

7 

[0412] [^27] 

JtR«16 ltR«17 SS£«80 3IS£«81 ltK«18 ltK«19 HS6W82 Hffi«83 

Tlm^TS'J— 

fift in.6 X His-S'^tafrg^Dynabcads RvbeinGlit^ 

Tlm^TS'J— 

Tim 
•?rm— - -

6XHisit^m^S 
^•5XSSE 

6 X 
V-5XSSE 

Tim4$t>/^ft 

SSiiS 1K 
SDS 

1mM 
EDTA 

1K 
SDS 

1mM 
EDTA 

1% 
SDS 

1illM 
EDTA 

1% 
SDS 

1 rrlM 
EDTA 

@l6lcfc(tSb— 1 2 3 4 5 6 7 8 

[0413] <3£H> 

%bUtcO^X$ >7°P V 7-< yf 1 6(C^1"o HI 1 6(C£l\ 

T % i§" \/ y 

U — > 1 : Jzblx^U 1 6 (DlfinW; (Dynabeads protein G 

(CJ/C6XH i 1% S D S 

ih UTffl /c^*n*(Z)fp^) I/ V 2 : J;b$X^y 1 7 (D$n^k (Dynabea 

ds protein G(C^/[6XH i s Jji^^rlp-n l\ 1 

mM EDTAMTB LT 

U — > 3 : ^ISfe^y 8 0 (Z)|p^: (Dynabeads protein G 

tCirC 6 X H i s ifiWtkD' L T 6 X H i s $ VH&aW. mT i m 1 $ y AO M& 

m*mi\ 1 % s D s&&&*&&)&t LT 
n) 

U —>4 : 8 1 (Z)|p^: (Dynabeads protein G 

tCirC 6 X H i s ifiWtkD' L T 6 X H i s $ VHkaW. mT i m 1 $ y / Jt £ 

1 rnM EDTA^TBSM^tH^LTffl 

1/N tc Wj *n" (D $p ̂ ) 

[s — y 5 : £b$&0y 1 8 (Z)|p^: (Dynabeads protein G 
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(C|/L6XH i s LT 6 X H i i m2 *P y 

1 % s D s&&&*&&)&t LT 

n) 
ly — y 6 : Jzblx^U 1 9 (DlfinW; (Dynabeads protein G(C 

K6XH i s iKW&lX LT 6 X H i s T i m 2 0 V/^Jt^rlp 

1 mM EDTA^TBS^^dj^LTfflLN 

tc ̂  *n" (D $p ̂ ) 

U — y 7 : 8 2 (DlfinW; (Dynabeads protein G 

(C|/L6XH i s^ft^LT 6 X H i s^^lt-p^mT i 

ms^tetc^m*mi\ 1 % s D s&&&*&&)&t LTm^tcmsms 
n) 

[s — y 8 : ^ISfe^y 8 3 (Z)|p^: (Dynabeads protein G 

(C|/L6XH i s^ft^LT 6 X H i s^^lt-p^mT i 

ms^tetc^m*mi\ 1 rnM EDTA^TBSM^tH^LTffl 

1/N tc i|s *n" (D $p ̂  ) 

ii 6«ty, 6 X H i sWmSMT i m2 0 yAOW^S^StetcmS 

v v — A?-tl — 0 yAOW(DL amp-lffl 

Ay p-tfmisbbtltefr-itc (Ix —>5-6) o —JJ. 6 X H i s^yS^gy 

mT i m 1 OyAOMs X&6XH i s^yi^MmT i m4^>/^l^ 

ISS £ -t± tc II fa &, 1/v t tl(D !±! )£ T t x 0 V V - A CD "7 - tl — 0 > / *><? M 

amp - ] (DAy p-tfm/sbbtltc (U->3-4% \s-y7-8 

) o o©i£Htf^ T i m2^V/^l?:i^bLfcfitt:Tlt 

J&£S5tf#^RTtiTfc£ d <h tf ¥0 o tco 

t/c, S T i m4^V/^f^^t 

£JH*>T i m 1 

JS £®tf#T $ £ o <h tf ¥ y o fco 

[0414] jgflftflll 8 4 - 9 5 . J;b&fl!l2 0-2 1. T i m* LfctHft 
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J^TFCDJ:*? IC* T i m^V/^l^LTT i ml^V/^1, Tim3^ 

[0415] < (1) =i v^yxo^Ois a 

2 5c m27^7>=l (CS^/c 1. 0X1 06ce I I s©Sf 9|fflJ®(C, ~7 

OX I L 2 3m^OO~D N A jS2jxg, Linear AcNPV 

D N A 9 0 n g % Trans IT— Insect (Mirus £t) 3 

At L P S F M - J 1 igjfe 1 OO/iL^Oifco 

2 8°C-e7B^i«m, iM±;f (P h7>X7x^i/a«) £H]J|XL 

tCo 

[0416] < (2) )\sx^mm,&mm%m±.ny-yy)\s(Dmw> 
1. 5X1 06 ce I I s / m L £&£ <fc 9 IC P S F M - J 1 igjfe-C^JBR 

L/cS f 95 0m L|ll/c0 CItUCfulEP h7>^7i^>a >}§ 

1/2 0 OMJPA.% 1 30 r pm, 2 7 "CTlSMipS L/c0 7 

2 3, OOOXg, 4°CT3 0£f^^it 

tils L/c0 t#<Qtl/c±;§ £m o u s e I L 2 3 

unoJUXWM (J-^TS ^<^nnO^ JUXWM] tm^T 

£*§S1?foZ>) t L/c0 

£tcs %bntcJ<*=LU04 JU7^)fcit}j§Jttf 2 mM^^J:^ (CC a 

CI2^iiL^ 2 mMC a C I 2#^/<drZLP^-r (i-MTs 

•> ^ A'f • 0 -f <h B&EE^^iig'n tf ife'S) £t#/c0 

[0417] < (3) tr-x©2fc&> 

5 6-6 7 £b&0ij 14-15® T (2) kT-XCDSfc&J <h mm 

(DijfeXfizftco 

[0418] < (4) F c*?l!ll£-§i!T i m 0 V/^ft© \Z-X^(DWM> 

5 6-6 7 £b&0!J 14-15® T (3) Fc^ T i m 

$y/<ltM<D¥—X^0@^j £|fUH©^"C?Ti\ ~F§E^2 8lc^t"ifiy 

6«©T i ™$yA<7w$&sm*?kmtc0 
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[0419] [^28] 

1 2 3 4 5 6 

Tim 
at* Dynabeads ProteinG tf—"X. 

Tim 
Fczym-nM 

Tim 
thi3fe 
Timl Timl Tim3 Tim3 

thS3fe 
Tim4 Tim4 

[0420] < (5) 

ml_j ©ft;bVtZ TfulE ( 

2) 1 m LJ 

5 6-6 7 RXfttmn 1 4 - 1 5 © T (4 ) *fg0£©;&& 

[0421] < (6) ^17^ yfn v7-<y9> 

TT B S - TT2 5 0 L/cl/Ct: hLamp-1 fofo (B D bio 

s c i e n c e s £t§?) % 2 5 0 in L /CJ/L thFloti I I in — 2 

iKW (BD biosciences £tM) 2 m L J ©ftfo IZ T T B S — 

T U 5 0 0 {n^lK L tcin-A^r IL UO -f )V7, g P 6 4 ijiW ( N o v u s B i 

0 I o g i c a I sttM) J 5 6-6 7 RXfttmn 
1 4-1 5© r (5) «h^^i©^)i-etT-^/co 

ft. Jzbl^y-effllN/cT i T i m 

oy^ow m 
©ffllls MtHc^xx^v^P y^zistt^ Ix —V#-^£~F§E^2 9 

[0422] 
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[3129] 

sit#* MS* 
19 a 14 i $» 18 « I m { it SO j SI w. I m M m 

Tttp Ii« il- vrmtmmis n:5 If "-X 

'§i 
Tim 

•?><><:# x 
_ tf * 

"""YH 
( - i 

! 
V>X«» tl 'ft 

T»t T>. r 
CTTWSI1) i ft 

Ti»3 
tMtt 
Ti»4 ftm4 

imf'irSf 

mmm ft 
as 

tm 
fi'BTA 

1* [ (?!« 
$l>® jiEfl'm 

t% 
SDS 

IBM | ft | tm 
E&mj.®S jEBW 

, . ft 
'! ! t 1 

1* I t«*t 
$f3S}SfSfft 

t% 
ms 

JHM 
EBIA 

! t 3 j 4 S 9 j 1 j S ' IS m M 

[0423] <3£H> 

^ j y i 7 (c^i"0 ii 7(c&^ 

~C % i§" \s y 

U — > 1 : Jzblx^U 2 0 (Z)|p^: (Dynabeads protein G 

i% SDS7j<^>$£^di>$£uts^fc 

^*n"©ip^:) 

U — > 2 : Jzblx^y 2 1 (Z)|p^: (Dynabeads protein G 

©$14t:-x©*©jsti5£ffli\ imM EDTAMTB 

t. U "C ^ /c^*n"(Z)fp^) 

U — y 3 : ^ISfe^y 8 4 (Z)|p^: (Dynabeads protein G 

(ChT i ml 0 I % SDS7j<;^£;§ 

U X ̂  /c^*n"(Z)ip^:) 

U — y 4 : ^ISfe^y 8 5 (DlfinW; (Dynabeads protein G 

(C h T i m 1 1 mM EDTAf^T 

B S}#>(££}#HH>{&<h LTffll^fcifp'©!p^) 

U — y 5 : ^ISfe^y 8 6 (DlfinW; (Dynabeads protein G 

(cmT i m 1 o1 % SDS7.K;^£;§ 
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U "C^ 

\s — y 6 : 8 7 (DinW: (Dynabeads protein G 

(Cm T i m 1 ImM EDTAf^T 

B S)#>(££HH>{&LTffll^fcifp'©!p^) 

U — y 7 : 8 8 CDipiH (Dynabeads protein G 

tC h T i m 1 % S D S7j<;^£;£ 

HH^<h U X/c^*n*(Z)fp^) 

U — > 8 : ^ISfe^y 8 9 CDipiH (Dynabeads protein G 

(C h T i m ImM EDTAf^T 

B S )#>(£ £ HH <h U X ̂  /c^*n"(Z)ip^:) 

U — > 9 : ^ISfe^y 9 0 CDipiH (Dynabeads protein G 

(CmT i m 1% SDS7M^ 

HH^<h U X/c^*n*(Z)fp^) 

U — > 1 0 : ^jjte$y 9 1 ©$p;H (Dynabeads protein 

G(CmT i ImM EDTAM 

T B S}#>(££}#HH<h LTffl^fcifp'©!p^:) 

U — > 1 1 : ^ISfe^y 9 2 ©fp^: (Dynabeads prote i n 

G(C h T i 1% SDS7_K;^£ 

U X ̂  /c^*n"©ip^:) 

U — y 1 2 : ̂ ISfe^y 9 3 ©fp^: (Dynabeads prote i n 

G(C h T i ImM EDTAM 

T B S£}#HH<h LTffl^fcifp'©!p^:) 

U — > 1 3 : ^ISfe^y 9 4 ©fp^: (Dynabeads prote i n 

GtCmT i m4^>A^ft£i£i^1±/c|I{*£ffll\ 1% SDS7_K;^£ 

U X ̂  /c^*n"©ip^:) 

U — y 1 4 : ^ISfe^y 9 5 ©fp^: (Dynabeads prote i n 

GtCmT i m4^>A^ft£|^£l±/c|I{*£ffll\ ImM EDTAM 

T B S }#>(££}#HH<h U X ̂  /c^*n"©ip^:) 
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II 7«ty% U — >3-14 ZL • )IX(D -7 — tl — 0 y 

AOW g p 6 4 (D/<y KtfSl#) T i m 1 0 Jt, 

T i m3^V/^S, XttT i m4^>A^ft£|^£l±/c|I{* (T i 

y/iOMftnSi§ft) T i 

tf tf to b t'<* =L • 0 -f JU7> £IXt# RTti"C£> £ o tf ¥0 o tco 

t/c, SDSlC<fcy^ai£T i m3^v/^l^^t 

m 1 OyAOW^S^tetcUWCDmZ^^^iCDO^ )V7S^WMZ^^>Z. 

tm\-otc0 

t)W;0 A<^y*\s- T i m3^> 

A^lt£i^£l±/c|I{*tfsit#<, ^IN-eT i m 1 

tc\QfatT i ™4 0yj^0W&%uS^tetcm*(Dm~Z&[')%<(D0'( 
SXffe tz&Zt tf ¥0 o tc o 

[0424] Mifli|9 6-9 9. fchtfrflU 2 2 - 2 5 . T i m77$'J-^V/^gW. 

b fcte fe tc J: & 3 ̂ nu* fiDBKf# 

J^TFCDJ:*? IC* T i m 7 T7 $ 'J — 0 yAOWt LXs T i ml^V/^1 

, T i m2^>/^l% XttT i m4^>A^ft£^tl^tl£-;C^®^b 

b fciSft£IN'T, IZ{%Z> 0 -f JU7. CDlXt#£?r o fc0 

[0425] < (1) =l h7>X7i^> a ©IiM> 

8 4-9 5, Jzblx^y 20-21© T (1) Ph7>X7x^i/a> 

(DWMkl hM^z^j-otco 

[0426] < (2) t>)\si/0ty^MA*3.UO4 

-j)MDmw> 
^Sfe^y 8 4-9 5, ib^J20-21© r (2) A*=LUU )wsmm 

•+ty XJISCDMMJ t mm<D^)ir-tiJUis o A-T t 
CLUO-f JlsX)%m§tc0 

[0427] < (3) tr-X©2fc&> 

3 0 yu, g / yu, L Dynabeads ProteinG (V~ 7 -f "V 
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7 t^PBS-Ti§i20AL (D y n a 

beads ProteinG 4. 8mg 1. 5 m Lf a - 7° 

(tr—4^(C^tl^tl^)ELs L/Co 

[0428] < (4) 6 X H i s^-TW^T i m 7 T7 $ 'J — 0 yAQW<D tf—X^CDHI 

8 0-83 tb&flj 16-19© r (3) 6XHis^ 

T i m 7 T7 $ 'J — 0 yAOfKD tf—X^^HEIAEU t 6XH i s 

0 m T i m 1 0 yAOmnS&Ws 6 X H i s * m T i m 

2 0 6 XH i s 0 ostler M m T i m 4 0 £l 

i m7 T7 $ U— * MtHCT 

1 m 7 T7 $ 'J — 0 yAOW. (#) In n,lfi^©ffiH^:TIBI^3 0 o 

[0429] [#30] 

itmk 22 tt&«23 siiefioe mm&97 itS«24 itS«25 3ie«498 31160199 

Tim^rS'J— 

l££i§tt 

titt tji6 xHis$^£i{^£pDviialiead5 PniteinGS^ 

Tim^rS'J— 

l££i§tt Tim - -
6 x 

Timl£W^H 

6xHis^Ht^S 

Tim2$>/^B 

6 x 

Tim4$>/^H 

[0430] < (5) *^BJ!!©SXf#;£&lC<fc£/<:£nP'}>nu*©S5tf#> 

r^;U^r>A-r^>#^#±;fHt>7°;U2 0 O^LJ (Di-f'bytCtulB (2 

) "eiiML/c 

OO^LJ 

. ̂ Wy8 0-8 3MJ;b$^yi 6—1 9 CD T (4) <fc 

[0431] < (6) ^17^ >7°P V7-<yV> 

rt#^ti/c^i±i5Si 1. 25 ^ nz4 xmnmmmm ( 
m M) 3. 7 5ML£JPA.J fcftfeyiC rtulE (5) 

^•2>/^drJ.Prl7'f ^ tl/ci§-/§!±i;S 3 /i, L IZ 4 X|^5|S(.^^gj)^ 
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($0 M) 1 ML£jpx.j % 

(D&UU 1 5 MLJ CDftto^HC >7°P yu, 

Lj Ls rtrCL a m p - 1 irCftj CDftfo^ (C rj/EA'drXL • ̂-f JUT. g 

p 6 4trC^J ^»y8 0 - 8 3 RXfttmn 1 6—1 9 CD T 

(5) «h^^i©^)i-etT^/co 

ft. ^Wy-effllN/cT i m^F^U-^V/^SMMOlU, T i 

tfix?izo±x$yy'n yy\z&\d%> ix->#-^ 
£rT§E#3 1 

[0432] [#31] 

ttK«i|22 YtMM23 SJ6#|96 Sifcfc|97 it&<H24 tt&#|25 Si£#!98 S16#|99 

Tlm^TS'J— 
2>/WK 

Stt 8L6 x His^^jS^iS^rDynabeads Prote in GjHtfc 

Tlm^TS'J— 
2>/WK 

Tim 
5C//^S -

exHis^is^ 

Timl5i>/i^S 

exHis^^^M 

"nm25r>/«i/a 

exHhWm-S^ 

Tlm4$!>/WK 

SttijS 1% 
SDS 

ImM 
EDTA 

IX 
SDS 

ImM 
EDTA 

IX 
SDS 

ImM 
EDTA 

IX 
SDS 

ImM 
EDTA 

01 sicjstt-Su—>S~*§^ 1 2 3 4 5 6 7 8 

[0433] <3£H> 

>7°p^ 1 8(c^i"0 m 1 8(ca^ 

~C % i§" Ix V 

Ix y 1 : Jzblx^y 2 2 CDlp^: (Dynabeads protein G 

ICtrC 6 X H i s 0 ttfcjl\ 1 % SDSTK;^£;£ 

LTffll^fc^p'©in^) 

Ix — > 2 : Jzblx^y 2 3 CDlp^: (Dynabeads protein G 

i/Zin, 6 X H i s 0 ImM EDTAf^T 

B S}#>(££}#HH>{&<h LTffll^fc^p'©in^) 

Ix — y 3 : ^ISfe^y 9 6 CDfp^: (Dynabeads protein G 

tC^TL 6 X H i s 0 0*$n,W%:D-LT 6 X H i s $ #S&a Mm T i m 1 9 y AO 

l % SD S7k^&£^di&£ 
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U — y 4 : 9 7 CDIP^ (Dynabeads protein G 

tC^TL 6 X H i s 0 6 X H i s $ Mm T i m 1 ^y/%^ 

ImM EDTA^TBSM^m)fctL 

X ̂  l/N /c^*n"(Z)ip^:) 

U — y 5 : Jzblx^y 2 4 (Z)|p^: (Dynabeads protein G 

(C}/L6XH i s 0 0" Xn.fotkfi' LT6XH i s^-TW^mT i m2^V/^ 

©fp^:) 

U — > 6 : Jzblx^y 2 5 (DlfinW; (Dynabeads protein G 

(C}/L6XH i s 0 0" Xn.fotkfi' LT6XH i s^-TW^mT i m2^V/^ 

ImM EDTA^TBSM^m)fctL 

X ̂  l/N /c^*n"(Z)ip^:) 

\y — y 7 : ^ISfe^y 9 8 (DlfinW; (Dynabeads protein G 

(C}/L6XH i s 0 0" Xn.fotkfi' LT6XH i s^-TW^mT i 

©fp^:) 

U — > 8 ̂ ISfe^y 9 9 (DlfinW; (Dynabeads protein G(C 

irC6XH i s 0 0" i/tfa &-JT LT6XH i s^-TW^mT i m4^>/^l 

1 mM EDTA^TBSM^tH^UT 

^ l/N /c^*n"(Z)ip^:) 

@1 8J:^ T i m 2^>A^ft£|^£l±/cil^£, ^Ttl©}§l±l)i-e 

t/<dpzL • ;U7>©"7 — ^ — 0 y/<OM g P 6 4©/<> K&lJ&^ti&tf 

-otc (ls-y5-6) o T i m 1 OyAOMs XttT i m4^>/^ 

wzte-sz-ttfciamAs ^ttKD^ta^vt, 9 P 6 4®/<> ptfmubbtifc 
(U-y3-4s U-y7 - 8) o 

Z(DffiMfrbs T i m 2^>A^ft£g^bL/cJl{*-m, /<^ZLUO^ 

ji>x%m§^RimTfoz a t tf ¥o o tc o 
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[0434] 1 0 0—1 0 5. 2 6 - 3 3 . L I 

S A tC cJ: StC & S &&tm 

J^TFfiDJ:*? tc, P S ^ 

It (J^T. r^-ti-oy/^M] iztttzfcte* 
S^bL/c7°U-h (0 xJU) R Pii^CD 6 3 */[{*£ *t!±iJ/L{*tC 

ffl^/c^> K-f E L I S A£?jl\ K 5 6 2 

l£'JM&£&aiUfco 
[0435] < (1) i«±;t mm> 

t; 5 6 2«1X1071 

J®£8 OmL0X-V I V01 5i£±fe (L o n z a *±M) £ffl^T3 7 °C, 

5 %c 0 23 a mt%m L/cm, jg/t>#si4ra (3 0 0 x g, 5 

±;i£P££L/co ;»L/c«£, 1 0/iM^Vi/ 

Vth'JCA (MP Biomedical s *±M) #^X-V I VO 1 5 

tt60mL«, 3 7 °C% 5 %C 0 2^#T"e 2 4 L/c0 

(3 0 0 X g % 5£f^) U mm±m*\E\ 

JJX L /Co 0JIX L /ciM±;f 60ml_£££>tc3 (101: 3 

0 0 X g, 3 fims 201: 1 200Xg, 20 30@ : 10000 

X g% 2 0^f|) LT±;i£t#/c (&~FN r%m±M (B 

$0 J <h B§HEt"'2)^'n if &>%>) %n%tco 

[0436] < (2) 5 6 

tuiE (1) xm>btitcmm±m1 omL(i oooo 

X g „ 2 0^f|) LT^Mt)£^itL. ±;f £fr IA^XL-7"^^ UTia/t> 

5 6 2«i£#±;i 1 0 m L £?#fc0 

5 6 2«i£#±;i 1 0 m L (1 10 0 0 

OX g, 7 0^FI) U ±m*m^tcms ;»tCTBS£1 OmLjQplK 

L/co (1 1 OOOOXg, 7 0^FI) U ±M* 

«(CTBS^2 0 0^LliDiiIU K 5 6 2«i«±;fJS 
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jg£. 7°PTMyyvtj BCK (fflftMHili ($0 U) 

h»{\t£tlT^£7°P hP-;KC^^T}iy^L/co 

2 5, 2 5 0, 5 0 0, 10 0 0, 2 0 0 0 n g/m L t&£ £ 9 (C 

ttl"e'tl2 mMC a C I 2#^T B ST^IKU, t))l>is 0 K 5 6 

[0437] < (3) H R Pii^CD 6 3^0X=£J <7 n-+)],&fa<DmWk> 

trCC D 6 3^0 XT: J ^P-^UtrCttH 5 C 6 ( B D/W :?l"tM 

M) 1 0 0 M L ( 5 0 At g ) £:, Peroxidase Label ing 

K i t — N H2 ( m) 

tlT^£7°P h^-JK:f^TH R PJIf^tU H R P^Is^t/CC D 6 3^0X 

=£JOn-1-)V%iW2 0 0 At L £f#/co -fep—JU2 0 

0 AtL»jQ;f^U H R Pli^CD 6 37C^f 7 

L-2 0°C-e{£#L/co H R Pii^CD 6 3^0X=£J ^P-^UtrC 

{*{£#)<&£ 2 m M C a C I 2#^ TBS T? 2 000 fj^JGR U HR P^trCC 

D 6 37^t; ̂ P-^M^faltfK^ilML/co 

[0438] < (4) 

> 

(C, &ffiP S* —2J —* 

4b;^£ilML/c0 trCCD 97-)^; £ P-^UtrCftM-L 1 3 (BD/< 

1 6/iL (8 At g ) <h 5 0 m M MOPS (pH7. 

5) }§)S7 84ML£;F^L, JTLC D 9 trCttS^b^ 8 0 0 At L L 

fco KCD637C^fy^P-tJ«H5C6 (B DA"^ x>7> 

ttM) 1 6 At L (8 At g ) <h 5 0 m M MOPS ( p H 7 . 5) 7 8 4 

AtL ttMSLs KCD63^g^b;^800AtL£IiML/co trCC D 8 

1 -70 X=£JO P-^UtrCttJ S-8 1 (BD/U^t'fxV^II) 16 

AtL (8 At g ) <h 5 0 m M MOPS (pH7. 5) 7 8 4 ju. L £;f^ 

L, JrCC D 8 1^S^b;^8 0 0AtL£IiML/co H i s^S^S^ 
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OXM F G-E 80|xL (8 >u. g ) 

ih5 OmM MOPS (pH7. 5) 7 2 0 fx L U m M F G — 

E 8 mfcik&%l8 OOfxL zmwkbtco H i s ^ Vm&Mk h M F G - E 8 

OyAOM (R&DS/^fAXttl) 80yu,L (8yu,g) <h 5 0 m M MO 

PS ( p H 7 . 5) M7 2 0/xL^U hMFG-E81M5S8 

0 0 ix L &MM L/CO H i s 0 thAnnex i n ( 

Creative BioMart 4 0 yu, L (8 ix g ) <h 5 0 m M 

MOPS ( p H 7 . 5) 7 6 0 M L U hAnnexi nV@| 

itmms oovLLttmmLtco F \ m i ( 

fQftfflmxM (&) M) 3 2 jx L (8/xg) <h 5 0 m M MOPS (pH7 

. 5) M7 6 8/xL^U mTim1@£M800MLriiL 

tco H i i m2^>/^l (R&DS/^fAXttl) 

8 0 yu, L (8 ju. g ) <h 5 0 m M MOPS ( p H 7 . 5) 7 2 0 jx L % 

Ma U mTim2@mi8 0 0/iLrilLfco F 

XT i m3^>/^i mmmjim ($o m) 32(s^g) ^50 
mM MOPS ( p H 7 . 5) 7 6 8/iL U m T i m 3 mfeit 

i§S800MLrilLfco Fc^^imTim4^>/^l 

ill ($0 M) 3 2 yu, L (8 yu. g ) <h 5 0 m M MOPS (pH7. 5) 

!§17 6 8^L^U mTim4@mi8 0 0/iLrilLfco F 

c^^ithTimi^^i m) m) 32ML ( 

8yLtg) ih5 OmM MOPS ( p H 7 . 5) 7 6 8/iL U h 

T i m 1 mfcik&%l8 OOfxL L/c0 F c 0 Vm&Mk K T i m 3 ^ 

y/iom mmmjim ($o m) 32ML (s^g) ^somM MOP 
S ( p H 7 . 5) M7 6 8/xL^U h T i m 3 mfcit&te 8 0 0 fx 

L%m§kLtco Fc^^ithT i m4^y/^I (jfc 

) M) 3 2 fxL (8 fxg) ^50mM MOPS ( p H 7 . 5) 7 6 8 

/xL^U hT i m4@Ml800MLrilL/co 

[0439] < (5) E L I S A)iy^> 
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Immuno — plate Maxisorp C96 (Nunc 

(CPS @ @ ̂  bs§>$ 
£ 1 1 0 0 yu. 1 I(C9l\t 6 ^ x,/KC:fr}E L 

, 8°CT—^ffSL/co (2 5%7" 

P'^i-XMTBS) fc&^xJUCS 0 0 AtLf^gfobPU 7°U — 

5 0 0 r p £>^S"C 1 0t^J5J^L/co 7°P v 

^£ P&S L /cm, mbtitc&ps0yA0Mxmn,^-t>-0yA 
tW$ii*%mM4kLfcOj:JMZttLX*ys<tWm&tf*tl?tn 2 5, 2 
5 0, 5 0 0, 1000, 2000 ng/mL^5^Jk>^A<^>M 

K 5 6 2 1 0 0 /A L Z^tl^'tl 1 

xJUt* 5 0 xJKC, 7^7 >^ihlT2mMCaC I 21=3^ TBS 1 0 0 yu, 

L £ 1 ^ xJKC^tl^fL, 7°U— h $ dft — 5 0 0 rpmf 

e>^a-e 1 Btr^SJ^L/co 2mMCaCI2MTBS-T 30 
0 M L x 3 L /eft, H R P ̂ trCC D63^7^y^ U~j~Mm 

1 0 0 yu, L xjKC;|sJP L, 7°U— h $ dft — 5 0 0 r 

p £>^-e 1 Btr^SJ^L/co 2mMCaC I 2MTBS-T 

3OOyLtL-e5 0^)f L/cft, TMBM (ffl^M^XH ($0 M) 1 0 

OyiiL^^ijKCMU t^3 O^^ffSSJ^L/co 1M HCI 

1 0 0yitL£»LTJ5J^£{¥±£l±/cm, ^-T^P7°U-h 'J-y-T e 

can Ultra (Teca n ttM) X4 5 0 n m L/c0 

&s tmmxxiy- ̂ izm^itbtcoyA0MRtf^(D^ 
($n^) £rT§Eil3 2 (C^fo 

[0440] 
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[#32] 

tmmz6 ttSM27 tmms imm29 immso tmm3i \mm 3z 
H=SSfcL - Afiti CD9 Anti CD63 Anti CDS I 

MFGEB 

H,s$vat£m 
thS* 
MFG-E8 

Hiszvmsw 
thSS 

Annexri V 
«;ai(OHrg X A A A A A A 

019(Cj3l+& 
L'—XDZft Blank Anti CD9 Anti CD63 Anti CDS I mMFG E8 hMFG EB hAnncxki V 

§IJ601ioo ifcl«0l33 §IJ60lioi 111601102 §11601103 §11601104 SI60I105 

Zf^—HcBSfcL 
fc^V/^S 

Fc^Hk^S 

Trnnl Tim2 
*>/^E 

Fc^Hk^S 

Tmn3 

Fc-^^Rt^S 

Tm4 
*>/^S 

Fc^nafr® 
thSS 

Tmril 
*>/^S 

thS* 
Tmn3 

Fc^S^S 
thfiS 

Tm4 
$>/^E 

&tfc«>pr§ O A O @ o O @ 
@19|Cj3lt6 mTiml mTim2 mTm3 mTkn4 hTiml hTm3 hTm4 

[0441] <3£H> 

fe»tlfcEL I S I 9lZ^to n 9(iPS^V/^l 

x&trc y AO LtcO JLjvizfctf&s 

V V-A(C^LIP^I LfcH R P*Is^t/CC D 6 

• (45Onm0PM) 

t0 ^W&^xJkCg^bL/cP SOyAOMXltin,^-ti-OyAOMiK 

{*©«§!£# L, m i; p S* V/^M^S^bUfc^iJl/lC^lNTfiDtedi 

^Jllltc 0. 12 5, 2 5 0, 5 0 0, 10 

0 0, 2 0 0 0 n g/ml_-C£>£o t/c, SPAttK 5 6 2 

'^Rl #©&0 y AO lt>j§Jt HfK^U (c "a t tl £ x 0 V V - A (C ft L fp^r 

LfcH R P UsStn; CD 6 3 0 0"i~Jl^: 

#1"o 

T i m 1 T i m30yA0Ms X&T i m4^>/^S?;f 

tl^tlS^b L/c^ xJUTii, trCV — ^ — 0 yAOW$KWXfo%>$KC D9^ 

<*, tree D 6 3trC^XtttrCC D 8 1 t^^^tl^tlS^b L/c^ xJk P S 

^>/^It'f)5MFG-E8, Annexin V ^rHH^b LtcO xJk 

T i m 7 T7 $ U — 0 yAOWZfoZ) T i m 2 0 y AO 16.'%:\^'M.\]C LtcO xJU 
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(Cjzt^ Ub&flJ 2 7 - 3 3 ) (^«yi 

0 0-1 0 5) o mt>s t£5fe&lCj:b^*fgBJ^C#£T i 

Vfohis T i m 0 yAOW.(D 9 t>, T i m 4 Jf£^lN&.h^CifEiit 

Jt £*i!±!--e $ * c: t tf ¥0 o tco 

[0442] jgflftfllll 0 6-10 9. T i m* >/^W®@^h,:ft&®&VtCcfc& E L I 

5 A tC cJ: &(Z)*f dd IZ & S l%)f 1±$$ 

J2TF ©<£•?£, T i m 1 i m4^>A^ft£^ti^tiSS 

7°U-MCg^bL/cif^-h, SHMb^f>liLfcT i ml^/^ 

ItXttS HMb^fViiLfcT i m4^>/^S^ 7hU^h7^y 

>LT 7°U- h iztM'timfeik LtdMSt{DMB&ttB'bB&a&liU&fc 
Zkb&Ltco 

[0443] < ( 1 ) K 5 6 

r^>/^l;Mtf 1 2 5, 25 0, 50 0, 100 0, 2000ng/ 

mLt^5J;^C;enfn2mMCaC I 2t^TBS^IKUfcJ ftfekHC 

T 0 Jt>J|J3£tf 500, 1 000ng/mL(h^§<t9(C2mMCaC 

1 2#^T Bs-efnfn^j L/c^ti, 100-1 0 5&tm$$ 

$y 2 6 — 3 3 CD r (2) 5 6 2|ffl^#±;fJS^5 
^Itl^ro^tCcfcy, tiJUiyOA-(ty^mK 5 6 2mm 

%m±mm&foVim.wft%i]tR$km*mm[;tco 
[0444] < (2) H R Pii^CD 6 37^^f7 <7 n-+)],&fa<DmWk> 

10 0-10 5 RXfttmn 26-33© r (3) HR P HfggtrCC D 

6 3?^f; <7 n-i-Ji/faWomMi y, H R PH^tfc 

CD 6 37^t; ̂ P-^M^ItfK^ilML/co 

[0445] < (3) T i m 1 i m4^>/^l©b^f >ii • 

^b)^©IiM> 
F ctvm&mvoxm&T \ mir^i ($0 m) 

4 0 fxL (1 OjLtg) F c 0 tftiA'SM'? 0 Z&&T i m4^>/^l ( 
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($0 M) 4 0 /A L ( 1 0 (JL g) Biot in Labe 

ling K i t -SH ( ($o K 

»tt£tlT^£7°P SHStT 

i m 1 >IIF 

c^yS^rMmT i m4^>/^S^ffc0 S HgkT^VHIS F c 0 

^ImT i m 1 $>/<$WRXfS Hl^fVtiF cfVm&MmT i m 

MixH ($0 U) h»{\t£tlT^£7°P hP-JKC^ 

5 Mg/mL^^C^^aCTBS 

-e^lKL. SHSWfVliFc^»imT i m 1 

HStl^fVliFc^^imT i 

L/c o 

F i ml^V/^1 ($0 M) 

X&F ctvm&mvoxm&T \ m4^y/^i mmmjim ($o m 
) 8/xL ( 2 At g ) <h 5 0 m M MOPS ( p H 7 . 5) 3 9 2 /xL^ 

IPU mT i m 1 0 >A^KS^b/ll>&X&m T i m 4 0 y/^09M'M.\k 

WSL 4 0 0 At L £^ L fco 

t/c, XhU7°K7^^> ($0 M) 2ML (1 OAtg) 

(h5 OmM MOPS ( p H 7 . 5) 9 9 8 At L U X h l> 7° h 

7 tr^vs^b^ 1 o o o At L %mm u/cQ 

[0446] < (4) @^b> 

Immuno — plate Maxisorp C96 (Nunc £t§?) 

(Ci§-^ 1 ^ xJU£>/c 1 0 0 At L (0. 5 At g ) ~f"0 

3^1,/kcMu 8°c-e-^lfSL/co -Juv^y 

vmk (2 5%7'P^i-XtiTBS) *MZ3 0 0 u.Lf3ffi 

JPLs 7°U- £ffllN"C5 0 0 r p mtlpU^^iST* 1 BtPel 

J5J^^1±/CO 

ifc, Immuno — plate Maxisorp C9 6 (Nunc 
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ttM) h L 7° h T tr$/1 0 JL)lhtc y 1 0 0 jLt L tl 6 

•^IJUC^JPL, 8°c-e-^lfSL/co 7°P*t*yy 

(2 5%7°P>>^x —BS) £&£IJUC3 0 0 n 

L, 7°U-0 0 r p mt'/lp 1 

Jfc Lfc0 7°P y dp >£P&£ L/ctis SHStl^f >*I!ei F c 0 

ImTiml Hlb^fVliF i m4 

0 yAOWMflkik. 1 ^7 JL)\zfotc y 1 0 0 M L (0. 5 yu, g ) To 3 ^ xJKC 

/IsJP L, 7°U — h $ dp-it — 5 0 0 r p mTiftfn L&tf ̂ liSt 1 0t 

[0447] < (5) ELI S A)iy^> 

r^-p s$y/<OMXte^-t>-$y;<OM%m^kLtcO^JisizttLT 

fy/itWM&tfttl'etl'l 2 5S 2 5 0, 5 0 0, 100 0, 2000n 

g/mL-e$>Zti)\,*/0Jx4X>^K5Q 2 

1 o 0 IX L 1 ^ 5 ^ iJUCJ L 

fcftfeyic 5 o ox 
1 0 0 0 n g/mL^§iJk>CA^^>ttK 5 6 2|ffl^#±;fJS 

ia/t>&fira#3^RS!5!J& 1 0 0 n L 1 ^ xJUTo 2xJKCJ -t 

10 0-10 5 RXfttmn 2 6 - 3 3 £ |W]*§ 

©^JCcfcy, E L I S AmMZft^tco 

fRis ib$^ye70L-KtCg^jbLtc^yAOMs 7°L-h^(D 

oystomvmfeikjj)^ ^mti±i©prg dsn) ^TIE^33(c^i-0 m. 
3 3 ^(D^thO RTg&, 1 0 6 £ 1 0 7, 1 0 8 £ 1 

o 9 £<Dtk&re&Zo 

[0448] 
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[H33] 

HJfcflJioe HSfcflJl07 HSfc#Jl08 HJfc#l109 

mlj^'ffc 
Feztfm&m 

Timl 

SHStf^V^fl 
Fczvmsw 

Timl Tim4 

SHSt*^-^>#HI 
Fcwfrnsw 
^"}XS3fc 

Tim4 

mmm^t t'Tl-^V-XhU^hT 
ev>S^r 

tf/^V-XhUZfi-T 
t*v>£S£ 

&aj©Rrg o ® o ® 

@20|CfcIt-S mTiml bmTiml / SA mTim4 bmTim4/ SA 

mbtltcE L I 0(C^1-o M2. O&mT i m1^> 

KtCg^bL/c^xJk mT i m 4 ^ >A^ft£SS7° 

U — h (CHH^b IstcO ̂ )ls mT i —7vhU7°h 

xJk WmT i m4^V/^l^b^f 

>-7> h U7°h7^^>ip^r(Ci;1'Jg^jbL/cr>xjkca^^, 

v y —£ H R PUsStrCCD 6 37^f7^P 

(45Onm0PM) %$>bt>To 

^W&^xjkcg^bL/cT i m^>/^ft©ffl§I£i|-to t/c, SPAtt 

^Jt^fK^U(C#£ft£x^yy-JMC>tf U^L/cH R P*I!^/LCD 6 3 

i20«ty, T i m 1 $y\OW5U£T i m4^>/^f^|l\fcE L I 

SAlC<fctU£* 7°U—h(C>tfT£T i m £ V/^gfiDfll^b^&lCfrtf to £> 

I\ iS^^©«^ii/jN^^^i±i-e$^o^tf¥y^/c (^«yi 06-1 0 

9)0 T i m^ Jt^DfcSljllAEMb L/c'i'xjU (mT i ml ^ 

7°U-K(ceSS^bL/c^Wy 1 0 6) WmT i m 4 £7^- MCS& 

S^bUfcS^bUfc^Jfe^JI 0 8) (Cjzt^ T i m^>/^I^ XhU 
^KZ^y^LTS^bL/c^xJU (m T i m 1 0S Hi(D^t^yt 
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X h U 7° h T7 y £ CDlp-n (C T 7° U — h <h T i m 

1 0 7StfmT i m4©SHl©^f>t7 h U 7° h 7 

><h©i^Ci:-3T70U-h<hT i 1 0 

T i moy/iowtmBtv^srni&tisTtes T i moy^o 
ft©s h U7° \- 7 y £(D1£SIZ. £ -f [s - h <h T 

[0449] jgflftfllll 10-115. J:b&fl!l 3 4 - 3 9 . P S^V/^f ̂ S^fcE L I 

S A tC £ £ ̂  ̂  JUXfiDteEti tC & tt £ ̂ ,)f 1±$$ 

(C, ^fflP S 0 >A^5tXt£/<drZL • ̂  -f )IX(D^:WV — ^j — 

^V/^lg p 6 4lZttTZirH*%m%.4bLtc7l/- h&t/H R P*Is^/[g 

p 6 4^^^rai±lt/L^tCffl^/cHt> K-T L I SA£?jl\ /<=£ILP£ 

-f -f JUX£*i!±! L/co 

[0450] < (1) P h7>77i^>a 

8 4-9 5, Jztl^y 20-21© T (1) 3h7>X7i^>a 

CDIMIMJ IH^Cfj-p fc0 

[0451] < (2) 

-j)MDmw> 
^Sfe^y 8 4 — 9 5, £b&0ij 2 0 - 2 1 CD r (2) A*=LU0 4 )wsmm 

no 4 )\s7.m%L*%tc0 

[0452] < (3) J^=LUO^()vx^Mm>^mm^m±.mv-yy)immm(Dmm> 
/<*=LUO < 5 OML^PSFM-J 

1 mm4 9 5 0 M L £$!£• LI 00 U 100 2 . 

Oml_<hPSFM—J 1 jgjfe 2 . 0 m L L 2 0 0 4 . 0 m L 

£11MU 2 00MIM2. OmL^PSFM-J 1i^2. OmL^ii 

^L4 0 0MfM?:4. OmLflMU 400|S«2. 0 m L £ P S 

F M - J 1 mm 2. 0 m L L 8 0 0 . 0 m L %mM L/c0 
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[0453] < (4) H R Pliftg P 6 4^0 XT J <? U—)-)\,fcW<»m^> 

irC 9 p 647^7,^7^ • — A c V 1 (Novus Biolo 

g a c a I s 2 0 0 yu, L ( 1 0 0 yu, g ) Peroxidase 

Labeling Ki t-NH2 ( (ft) % 

h^-JKCt^THR P*I!$U H R P*I!$ 

trC g P 6 4^0 XTJ 0 • —2 0 0 yu, L %%tc0 H R P 

g p 6 4^0XTP £P-^JUtii{fc£>$£2mMC aC I 2tiTBS"ei 0 
0 Ofe^rfKLs H R P^is^/Eg p Q 4^0 XT J 0 

life o 

[0454] < (5) PS^>/^lM^g p 6 4Sft;0@^M©Il> 

J^TFCDjiy IC, 

Kg P 6 4^0 XT J Oa-i-MmA cVI (No 

vus Biologicals £tM) 1 2 yu, L ( 6 /A g ) <h 5 0 m M M 

OPS ( p H 7 . 5) M5 88^L^U Kg p6 4trC^@^b^>ft 

6 0 0 ix L ^:IiML/co H i s F G-E 8^>/^ 

ft (R&DS/^fAXttl) 6 0 yu, L ( 6 yu, g ) <h 5 0 m M MOPS (p 

H 7 . 5 ) 54 0/iL U m M F G — E 8 @^b^>$ 6 0 0 yu, L 

zmwkbtco H i swmsmt KS^MF G — E QOyAOW (R&D*> 
^rAXttl) 6 0 yu, L (6jLtg) <h 5 0 m M MOPS (pH7. 5) }§ 

5 4 0 iL L U h M F G — E 8 @^b^& 6 0 0 ^ L L/c0 

H i s 0 -^SS'nSy thfi)|Annex i n (Creat i ve 

B i o M a r t *±M) 3 0 ixL ( 6 jw, g ) ^50mM MOPS (pH7 

. 5 ) 5 7 0 yu, L ft MS Ls hAnnexinV HH^b/?^ 6 0 0 /x L 

£flML/co F i ml^v/^l (ffl^M^XH 

OHO 10 2 4 yu, L ( 6 jLt g ) <h 5 0 m M MOPS ( p H 7 . 5) 5 

7 6 /x L Ls m T i m 1 Hl^b/?^ 6 0 0 ix L *kWM: L/c0 H i s 0 

0 xm&T i m2^>/^l (R&Di/XrAXtiS) 6 0 yu. L 

( 6 jLt g ) ih5 OmM MOPS ( p H 7 . 5) 5 4 0 yu. L &MS U 
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mT i m2@Ml6 0 0MLrilL/co F c * 0 

i m3^v/^l mmmjim ($0 M) 2 4ML (6 *tg) £ 5 OmM 

MOPS (p H 7. 5)M5 7 6 /xL^U mT i m3@^bM 

6 0 0 ix L F c i (ffl 

($0 M) 2 4 yu, L (6 fxg) <h 5 0 m M MOPS ( p H 7 . 

5) WM5 1 6/xL^U mT i m 4 mfcit&te 6 0 0 ix L L/c 

o F Kfi5feT i ml^V/^1 (fflftMUlli ($0 M) 2 

4 yu, L ( 6 yu. g ) ih5 OmM MOPS ( p H 7 . 5) 5 7 6 yu. L 

"• U h T i m 1 mfcik&tee 0 OyLtL^IiMU/co Fc^S^MUhfi 

5feT i m3^v/^l mmmjim ($0 M) 2 4ML (6 *tg) £50 
mM MOPS ( p H 7 . 5) 5 7 6 ix L U h T i m 3 mfeit 

}^6 0 0yLtL^IiMU/co F cftm&mt: Kfi5feT i m4^/^I ( 

ZnmmJlM ($0 M) 24ML ( 6 *t g ) <h 5 0 m M MOPS (pH7 
. 5) WM5 7 6 fxL^MSLs hT \ m4mfeikWslQ0 0 ixLttmUL 

tCo 

[0455] < (6) ELI S A)iy^> 

Immuno — plate Maxisorp C96 (Nunc £t§?) 

(CP S^V/^ftXtttrCg p 6 4Kfa©S^b;^£ 1 1 0 0 

ix Lfo^V/^1 1 ffltCOINT 5 ^iJKC^iLs 8°C-e—0^HSL/co 

L/cti, 7°P ^ dp >( 2 5 %7°P ^ TBS 

) xJKC 3 0 0 ix L"fo;^JP U 7°U — h $ dpHJ — 5 0 0 r 

P m T;Fb^ L1 B#FaiJ5Jfc L/cQ 7°P y dp > L/eft 

. ?#e>ftfc&P S^V/^ftXtttrCg P 6 4K^£S^b L/c^ xjkcft L 

Ts tulB (3) TllML/c^U^A-f^V^A'dpzLP^ < 

(10 0 in drifts 2 0 0ME 4 0 0M 

R 8 0 0{£HfK) £1 0 0yuL£^ti^ti1 ̂ xjU-ro4-^xjKC, 7'^ 

>^(hLTPMSF-J 1 jgjfe 1 0 OML^: 1 0 x JUC^tl^ftlM U 

7°U— h $ dp-it — 5 0 0 r p mTiftfn 1 L 
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tc o 2mMCaCI2MTBS-T 3 0 0|xLf 3 HRP 

Mf^f/Cg P 6 4 ~?OXT J 0 1 0 0 yu, L tk&O xJUlC^ 

JPU 7°U- £ffllN"C5 0 0 r p mt'/lp 1 BtPel 

J5J^L/co 2mMCaCI2MTBS-T 3 0 0|xLf 5 0MLfcll 

TMBM ($0 M) 1 OOAtLfe^UUCgSflPU &U. 

r-3 O^mm&Kl^Ltco 1 M H C I 1 0 0/xLMLTSJS^?± 

0 U 7° \/— h U — *?— Tecan Ultra (Tecan 

ttM) t'4 5 0 n rc\(Dm.%^m^tc0 

ft. ttmm-fiy- ̂ izm^itLtcoyAOMRtf^(D^ 

($n^) £rT§Eil3 4 

[0456] [^34] 

tt&fl|34 J±&0I35 J±&fl|36 Jt&fl|37 J±Kfil38 m&miio 

- togp64lnt£ 
His^i^Hfc'a 

MFG —E8 
SthfiS 
MFG —E8 

thSS 
AnnexinV 

Fdtvm&m 
v^xas 

Timl 
srwwre 

stacDRis X A A A A o 
@21lcfcIfS 
U— Blank Anti-gp64 mMFG-E8 hMFG-E8 hAnnexinV mTiml 

tt&«39 mmmi 11 3U»«112 H»«*114 3USfi*115 

Tim2 

FC&HH&S 
Vt7Xfi* 

Tim3 

FcMfflfeS 
Vt7Xfi^ 

Tim4 
thfijfc 
Timl 

9>'vm 

Fdxm&S. 
thajfc 
Tim3 

thai 
Tim4 

Kstwm 

«tt<ORTS A o @ o o @ 
@21|zfclt-5 
U— mTim2 mTim3 mTim4 htimi hTim3 hTim4 

[0457] <3£H> 

fe»tlfcEL I S 1 (C^To M 2 1 &£-fflPS^>A 

^IMSg P 6 L/c1} tiJUisOAj t>-a 

— Linn" L/c H R PliSg P 6 4^0 XT J t n—)-Jbtfifom&fD 

(45Onm0PM) £^*Veft£> 

S^kLfcP III 
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e>Jimc-X=py<p, zLnOJ 

o oizmRs 4oo^m 20 
01 00ismRzmto ttc, mm*HRP*it^cg P64^0x 
T J O (4 5 0 nm©PM) 

T i m 1 T i m3^V/^S, XttT i m4^>/^S?;f 
L/c'i' xjUTiis /<dpzL • ̂  -i jixQ^Wi^—tj—O yAOW 

-e&&Kg P 6 4fofozmMikbtcO*JW Ps^>^s-efe5MFG-
E 8, Annexin V ^rHH^b L/c1^ xJK T i m7 7$ 

I-efeST i m 2$y/<OM%m,M4kl;tcO JLjllZbt^ (iblx^U 3 4 — 39 
) m&&tzo * j\sx*&&-e%tc (^«yi 1 0-1 1 5) 0 

T i m* 

£yfc>W\ Timr^l®?^ 

•P tc O 

[0458] Mjflill 16-119. T i m * LfcjHfetcJ: £ ̂ 7 ^ ;UX 
(D%rm 
b^fViiLfcT i m4*V/^ft£@;^bUfciSte£ffllNT. *3§B£ 

iz \% z> o < JI> x ®m§ % ft o tc0 

[0459] < (1) =l h7>X7i^> a ©IMIM> 

8 4-9 5, Jzblx^y 20-21© T (1) 3h7>X7x^^a> 

(DWMkl hM^zft-otco 
[0460] < (2) t>)\si/0ty^MA*3.U04)ix^mm,&MMit1&±-My-y 

-j)MDmw> 
^Ste^y8 4-9 5, jzb$$$y20-2 1 © r (2) A*=LUU)wsmm 

3-uo< +t y -fjis&mtco 
[0461] < (3) A*Jjux^mm&mm±m±my-y-?jumRm(Dmm> 

tu\,*/0Jx4xy^'<*o.n0 <i )\yX^m^mmt^±Mv-yy°A 1 



WO 2016/088689 190 PCT/JP2015/083505 

OOyLtL^PSFM-J 1 mm 8 0 0 n L L 9 felt 9 0 0 ^ L ^ 
liML/co 

[0462] < (4) T i m4^V/^l0SHl^f>ii> 

F ctvm&mwxm&T \ m4^y/^i m) m) 
^tPBSMl OOML (F \ m4^y/^I 

1 0^9#^) ^ K-SH £ 

h(C^{\t£tlT^£7°P hP-JKC Ltcif -oX F c 0 0*M 

i m4^v/^i®sHM^fviiu sHgtr* 

?>mm Fc^^imT i m4^>/^SttPBSMl OO^L^ 

?#fco 
[0463] < (5) *?!4^T i m*>/<tn<D%t%R> 

Fc^^imT i m4^y/^I ($0 M) MPB 

S)^>S5 jxL (Fc^ ySJ-nSy m T i m4^>/^10. 5 /A g #^|) 

T B S 9 5 iL L <h;f^ U F c ^ Vm&M m T i m4^>A 

5 fj, g £>/§)& 1 0 0 /J, L ^t#/c0 

tulB (4) XmmLtcS Hl^fViiF c^^imT i m 4 * V 

/^1MTBS^5ML (SHl^f>IiFc^^imT i m 

4^>/^10. 5/^gM) ?;TBS95ML^U 

c^ySS^rSymT i m4^>A^ft£ 1 jLtg^f 0 0 *t L £?#fc 

O 

[0464] < (6) tT-X©^> 

30ju,g/ju,L Dynabeads ProteinG (^-^7 -f V is 

*—V>(JL>T47 4y<7ti.m) ttPBS-T)§i5ML (Dynabe 

ads ProteinG 0. 3mg 1 . 5 m Lf (tf 

-lAKttl) IC&U TBS-T (TBS, 0. 0005% Twee 

n 2 0) 5OO^L^ffllNt20MLfcll fa-7^Il7^ > RCt 

^ K L, /7t/#)S^:P^^N/co 

Ifc, MagCaptu re Tamav i d i n 2 — REV 
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Ii ($0 M) ttPBSM30ML (tT-X 0. 3mgM) 1 

. 5mLf2-7' izmbs TBS-T (TBS, 0. 

0005% Tween20) 5 0 0 ^ 

KtC-tzv h U 

[0465] < (7) T i 

^ M;£H© Dynabeads ProteiG 0. 

3mg^Mt§1. 5mL^zL-7"(C, S F c ^ ?!4 

^ImT i rn4^V^mO. 5/igtitMl 00/XL»LT 

, 2 0 0 rpm 1 0#F^J5J&£1±\ SHg 

tr* ̂  F c ^ m T i m 4 mss L tcmt ( r tr* ̂  >#*1 
s^F c^^m^gymT i m4|B<*j m§ET &£) £?#fc0 

Ifc, agCapture Tamav i d i n2 - RE 

V 0. 3mg^tft51. 5mL^-7^C, SHSWfVliFc 

^^imT i m4^V^m0. 5/igtitMl 0 0 ^ L £ Jp 

A.S |W]^i(C tf—XHcip-n S F c o VWkaW. m 

T i m4tfi^L/c|I{* ( rtf^f>IiFc^^imT i m4|B<*j 

•hfl&EE~§~&%tco 

ft. Z.nb(D%bntc2Wm(Dm*lk%tt$bT rT i 

[0466] < (8) *W%<DM%'l3lklZ.&Z>J**3.U0 4 )VX(DM%> 
ml^%btltcZ.tlb(DJ i m^V/^SU^^TBS-T (TBS 

, 0. 0005% Tween20) 2 5 0 ju. L "C 3 U 

M*H©T i ™$yA<7w$&sm*?kmtc0 mbtitc2mm<o^\y 
v M*H©T i fulE (3) vm^LtctiJ^>0A 

-f * ZL • o -f > 7°JU^W 10 0^ 

L^tl^tljppu $dpHt-^ffl^T80C-e 1 2 0 0 r p m 12 0# 

P^J5J^£1±/CO JSJfc&CDT i 

-f t y^M TBS-T (Tris buffer, 0. 0005% Twe 
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e n 20, 2 m M CaCI2) 2 5 0 At L T^tl^tl3 L/c0 3 

T i m^>/^S^jif^t^CaC I 2tiTB 

S -T)g)S2 5 0 ju, L£ 1 2 5 ju, L1*^ 1 . 5 m L 51 =L - 7° 2 *(C^ tl^tl 

^)ELS J-3- — y K(Ciz v h L/ctils 

*\sV 2 T i 1 5mglC^*Ve 

LT 1 %S DS 7X^^:5 0 At U XttlmM EDTAf^T 

B S 2 5 M L fSJn L tc.m. TKJUT1 v * x $ *-9— IC <t y ^T 1 0 # 

F^I£- Ls X try y £ V L fco EDTAMLfcfa- 7' (C ttjSJt 1 rn M 

EDTAttTBSi§M25MLij)DL, |W]*§(Z)t#^£m\ 

%tc o 

f^s ^^IWyTffl^/cT i MtHCT i m^ 

(#) fp'ntS'f^©ffllS;&TIBIl3 5 

[0467] [^35] 

IMJ 
116 117 118 119 

Tim 

ffitt Dynabeads 
protein G 

Dynabeads 
protein G 

Mag Capture 
Tamavidin 
REV-2 

MagCapture 
Tamavidin 
REV—2 

Tim 

Tim ^X&3fe 
Tim4 

2>/\^K 

V^7XS3fe 
Tim4 

*>/^s 

sHse^^mii 
V^7Xfi3fc 

Tlm4£>/^K 

Fcwm-sm 
Tim4£>/^H 

[0468] < (9) >7°P *>T4y<f> 
rt#^ti/c^i±i5Si 1. 25 ^ nz4 xmnmmmm m 

) m) 3. 7 5AtL^:JPA.j fcftfeyiC TfulE (8) *fgB£©15tf#;£&lc <fc 

•2>7^dpzLPr>'f jU7v(Z)IXt#Tt# <Q tl/ci§-/§!±i)S 1 5 At L IZ 4 

(S^MiXl ($0 M) 1 5 At L JpA.J % rtrCL a m p - 1 trCftj 0f£ 

fey JC rtrC/^^nP^'TJUXg p 6 4trC^j ^8 0-

8 3 JkTftk$lM 1 6-1 9 CD r (5) <h^l*§(Z) 

^Tfrofco 

ft. ^WyTffl^/cT i T i 
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Ittf b 0 -f)U X % t Z> tc t£> iz rn tcl±l MtHc 0 x 

7>$y~?n y?iz£tf& u->#-^-£T§Eii3 6 (c^T0 

[0469] [^36] 

116 117 118 119 

Tim 

giUrStt 

ffitt Dynabeads 
protein G 

Dynabeads 
protein G 

MagCapture 
Tamavidin 
REV-2 

MagCapture 
Tamavidin 

REV—2 
Tim 

giUrStt 
Tim 

Tim4 Tim4 
*>/^s Tim4^V/^>?S 

sHMtf^>mm 
Fcwm-sm 

Ti m4^>/% j?S 

mui% 1% 
SDS 

1 mM 
EDTA 

1% 
SDS 

ImM 
EDTA 

@22|cfclf&L/— 1 2 3 4 

[0470] <3£H> 

>y©i£H£@2 2 (C^To @22 ICi^T 

% i§" \s y •?>o 

U — > 1 : ^ISte^y 1 1 6 (Z)|p^: (Dynabeads protein G 

(CS c^^imT i 

£0^^j=§1 % S D S7K}#5^^)#lil5^<^ LTffll^fcifp'©!p^:) 

U — > 2 : 1 1 7 (Z)|p^: (Dynabeads prote i n 

G(CS cfVm&MmT i 

1 mM EDTA#^TBS)^^;§l±l5S«hLTffl^/ciI^ 

©fp^:) 

U — > 3 : ^ISfe^y 1 1 8 (Z)|p^: (MagCapture Tamavid 

in REV —2(CS Hl^fVliF c^yS^MmT i 

ft£^£l±fciSte£ffli\ 1 % S D S7.k^&£^ai&£ 

©fp^:) 

U — y 4 : ^ISfe^y 1 1 9 (DlfinW; (MagCapture Tamavid i 

n R E V — 2 (CS Hl^fVtiF c^yi^MmT i m4^>/^l 

1 mM EDTA^TBSM^tH^UT 



WO 2016/088689 194 PCT/JP2015/083505 

^22«t^ U — > 1 - 4 ICi^T* ^Ttl©ii^i"e:fc/<drZL • 0 -f JIX 

(D^ — t> — $yAOWXfoZ> g p 6 4 (D/<y Fifm&bbtltcZtfrb. s H 

i m4£^$1±fciSte£ffllN.5C:£T. 

JUX RTtiTfc £ Z <h tf ¥0 o fc0 

t/c, U->2 <h U->4 0j;b$xtf bs -h)W;0 A*\s- SSItCcfcy^ai 

£1± T i m^V/^l©SHS^LTtf-X (iSflO 

< (DO^jix^mnx 
$ £ Z <h tf ¥0 o tc o 

[0471] jgflftfllll 2 0-1 2 1 . J;b&fl!l4 0-4 1 . 7 • —*M K ^-*-EC cJ: 

J2TF©<fc9 IC* T i m4^V/^IX(il^yV-A0^l7-i)-^V 

/^S0CD 6 3(C^'T^K^;&®^bL/c|I{«mtl±lK^«h LTP E*I 

s^trCC D 6 K 5 6 27 

• -+M M-*-lC<fcy&aiLfco 

[0472] < (1) (Jljft) (DmM> 

t; 5 6 2«1X1071 

J®£8 0 m L (DX-V I V01 5i£±fe (L o n z a *±M) 7 °C, 

5 % C 0 23 B L /cti, (3 0 0 X g , 5 £f^) 

±m*m£Ltc0 imLtcmmtts i 
Vth'J^A (MP Biomedical s *±M) #^X-V I VO 1 5 

tt60mL«, 3 7 °C% 5 %C 0 2£#~FT 2 4 L/c0 

^(Dm. (3 0 0 x g% 5£f^) U i£#±;i£0 

J|X L fc0 0JIX L /ciM±;f 60mL^^f,C3 (101: 3 

0 0 X g, 3 fims 2@@: 1 200Xg, 20 30@ : 10000 

X g% 2 0^f|) LT±;i£t#/c (J^"F, r%m±M (B 

5$0 J <h B^HET'S^'n tf $>£>) %£%tc<> 

£ tcs f# b 2mM^^§J;^:CaC I 2» 
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JQU 2mMCaC I 2#^K 5 6 2«i«±;f)ji»Ht>7°;U (OT. T 

(mm J *mtc0 

[0473] < (2) im±my-y-?)imRm(Dmm> 
wmxmbutcti)Viyo^ty^Mmm±.m ai>$) SOO^L^X-

V I VO 1 5i£ife5 0 0/xL^L2MfKM 1 . OmLilMU 2 

HfM2 0 O^L^X-V I VO 1 5i£±fe8 OO/xL^l 1 

1. OmL^ilMU 0 A>T * 2 (Jljft) t 

[0474] < (3) T i m4^V/^l0SHl^f>ii> 

F ctvm&mwxm&T \ m4^y/^i m) m) 
^tPBSMl OOML (F c^m^SHv^XGSfeT i m4^v/^l 

1 OyLtg#^) h-SH (IfKzfc^ffi&miO * 

h(C^{\t£tlT^£7°P hP-JKC L/ctf oT F c ^ 

i m4^v/^i®sHM^fviiu sHStr^r-

f>IiFc^^imT i m4^>/^SttPBSMl OOML£ 

?#fco 
[0475] < (5) tr-X©&&> 

Exosome — St reptavidin Isolat ion/De 

tection Reagent (^-^7^ xVx'f 7 -f 

0 ttM) (Dynabeads Streptabidin 4. 5 yu, m 

iXlOVmLM) 20/xL^ 1. 5mLf2-7' (b-lAKttl 

) 2*lZ*tl?tl^;iu T B S 2 0 0 M L 

Exosome — Human CD63 I so I at i on/Dete 

ction Reagent (^-^7 ̂  ^ 7 'f 

M) (Dynabeads Ant i — C D 6 3 4 . 5 ix 

m iXlOVmLM) 20/xL^ 1. 5mLf2-7" (tf-lAS^ 

ttM) 2*lC^*Veft#£U TBS 2 0 0ML^ffl^tMiM!^/c 

o 
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[0476] < (6) T i 

U V M;£H© Dynabeads Streptavid 

i 5 m L^ZL-7"2*(C, S HietfVlH F c 0 ?!4 

^ImT i m4^V^mO. 1 *t 00/XL»LT 

, Ht-zE$drHt-^ffl^T8°C-e 1 2 0 0 r p m 3 0£f^J5J&£l±\ SH 

s tr* 51 >*i§^ F c * m T i m 4 tf ^ L tcmt ( r tr* ̂  

Fc^^imT i m 4|S^J £*I^tf&£) ( 

r^f>IiFc^^imT i m4iSte^§&j tmtt£*I^tf 

^>•2)) ^rt#/c0 

[0477] < (7) £©£]&> 

fulBTlf^tl/c^^V^F c^^imT i m 4 1 0 

0 a. L * > K tc -tz >> K L tern, tr* 51 >*i§^ F C * vm&m m T i 

Si-nM m T i m 4 U V ht£HCD Exosome — H 

uman CD63 Isolation/Detection Reag 

e n t £ 0 . 1 % B S T B S 2 0 0 jot L T 2 U ^ l> V M*H 

0iSft£?#fco )X^X\ %btltc<\sv fulE (2) Tli 

mbtct>)[sisOA-(ty^mm±m2\%mm ai>$) £%m±mi ofs 
1 oo y—T$*y—*m^T8ocx 

1 2 0 0 r pm 1 2 *<D&s 

0. 1%BSAMTBS (TBS, 0. 1% B S A 

% 2 m M CaC I 2) 3 0 0 ju, L "C 1 Hk ^ A-T ^ > - 0 . 1%BS 

A^TBS4 0 0ML-e^n^m mayi^u K 

1%BSAMTBS (TBS, 0 

. 1% B S A% 2 m M CaCI2) 3 0 0 u. L U TIBii 

[0478] 
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[^37] 

i 2 

iif* Dynabeads 
Streptavidin 

Exosome—Human CD63 
Isolation/Detection Reag 

ent 

Tim 
t&'wm 

Fc^m^m 
^Xfi3|E 

Tim4$>/i?S 

-

[0479] < (8) P EiijnCD 6 3Kmci:£*i!±!> 

tulB ( 7 ) Tl# b tltc 2 mmCDSmCDMmm* 1 OO/xLfof 2 

*(D 1 . 5mLfi L, y U v M*1UC L 

PEiiSCD6 37^7f7^P-tJ«H5C6 (BD/U^ 

•tMxVT.ttlO X&P E*If$p> hP-JU^Xl gG (BD/W^ 

ivxtii) £2 OjLtL^n^n^iJDU. +J—£ffll^T2 5°CT 

1 OOO rpm 1 £ A>T * > 

0. 1%BSAMTBS (TBS, 0. 1% B S A, 2mM CaCI2 

) 3 0 OMLT^tl^tl2 0^)f^L/cm, iiJky^A'f^VtO. 1% 

BSAMTBS (TBS, 0. 1% B S A, 2mM CaCI2) 500 

M L/Co 7)m yiz)ix h U-^-- (p-->y*± 

U) TlJli®L/c}Jl;S£0JJXU 7P-^^ h^-^-Ga I I i os (^y 

-)io-tt_m xm'M.jkxfmfj&ft-itco &&, )irat©u-+f-
/J&S&4 8 8 n mt'fey, raHH/j£S&5 7 5 n rriT^'So 

ft. ^Wy-effllN/cT i m^v/^ft, MiS^^rTIE^ 

3 8 (C^lTo 

[0480] 
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imsi 
Sit 81120 Stfc#il2l YtMMAO Jt&fcl 41 

is# Dynabeads 
Streptavidin 

Dynabeads 
Streptavidin 

Exosome— H uman 
CD63 

Isol ation/Detection 
Reagent 

Exosome—Human 
CD63 

Isolation/ Detection 
Reagent 

Tim 
SHgtf^TVggl 

Fc*7it£S! 

Tim^V/t^S 

SHStf^"T>e^ 
Fc^St^M 

Tlm4#W<fS 

- -

SO* 
2fg#SJ?ft<lSS) i0te#ftjs(isa) 2te#fta((sjs) iofe%wmmm 

[0481] <isn> 

t#£>tl/c7P-+M 3 (C^-To 
m-zmRLtc.t))\s^oA-(*y^;m%m±m ai>$) A^^fviiFc 
^^imT i m4£te£ftCD6 3ftte£te£ffllNTMi£Lfci£7 7 
— P E^s^trCCD 6 37^t; 0 U~i~)l^KWH^\^Ltciy <f i~)l 
£ P EH!S=I > h •— I g G"erai±l L/c 7 -f XfiDib (Sinai/ 
No i sett) Zttl'etlfobfrTo 
mm±m (mm ii(jPEiiKCD637^x^y^p-
^->/UK^"erai±l Ltciy<fi~)l£ P EH!S=i > h n-)l^OX I gG-C&tfiL 
tcJ < X(Dtt£ ̂  ti?ti£To 

^2 3<fcy, *fgB£lc#£T i 

<hT\ «^ll^^^rai±lprtg-e^^o^:tf¥y^/co £/c. KCD63K{* 

£S^bL/c|I{*£fflU£i:<<J fc T i m4£g^bL/c|I{*£fflU£^tf^ 

US i na I/No i seib (*i!±!!§Jt) T?7P—tM M-*-fc!l:£tf "C 

^:h^tlfcc *fgB£lC#£T i m|B<*£ffl/c7P-+M h P< 

-* -MrlC J: $ £ d <h tf 

¥0 -P tc o 

[0482] jgflftflil 1 2 2-1 2 3. fcht$fli|4 2-4 3. T i m* >/^ff L/c 

T i m^>A^ft£g^bL/cJl{*£fflUT, *3§B,mc#£ 7 )IX(DM 
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[0483] < (1) Fc^yS^MmT i m 4 * >A7S© S 

F ctvm&mwxm&T \ m4^y/^i (a^Mum m) m) 
^tPBSMl OOML (F i m4^>/^I 

1 OyLtg#^) ^© F c i m4^>/^l0S Hi 

tr^^bn^^y h-SH mm* 
v h(C^{\t£tiTU£7°P SHgtf 

^f>i"iFc^®imT i m4^>/^SttPBSMl 0 0 ̂ L 

zmtc0 

[0484] < (2) SHS^fVliFc^»imT i m4^V/^I®^> 

tulB (1) TliML/cS Hlb^fVliF c^^imT i m4^> 

/^l^TBSigjSl O^L (SHlb^fVliFc^^imT i 

m4^/^11 /xgM) £TBS 1 9 0ML^U SHgk^fV 

Ullei Fc^ ySJ-nSy m T i m 4 0 yAOW^k 1 At g £>/§)& 2 0 0 ^ L 

£?#£„ 

[0485] < (3) kT-X©2fc&> 

MagCapture Tamavidin2 — REV ( 

M) "a ̂  PBS 60yu,L (MagCapture Tamavid 

i n 2 — R E V 0. 6m g #^) 2 *© 1 . 5mLfi-^ (tT-x 

TBS-T (TrisBuffer, 0. 0 

0 0 5% Tween20) 5 0 0 ». L L/cfi, 

—X^rf^flTv^ > Kdiz y h Ls 

[0486] < (4) SHSWfVliFc^»imT i m 4 * V/^f|© kT-X 

^©S£> 

agCapture Tamavid in2 — REV 0 

. 6mg^t^2i©1. 5 m L SHSWfVliFc 

^^imT i m4^>/TO 1 MgM1"»2 0 0 juLXttT B 

S 2 0 0 AtL^jQpu Ht-zE$drHt-^fflUT80C'e 1 2 0 0 r pm 10# 
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m^ft^h,j5ymm,F C *<m&w.m T i m Atf 
L fc Jite ( r kT* 51 >*I!^ F C ^ m T i m 4 £ BSiBf & 

Jf^tf &£) F c * m T i m 4 tf LTlN 

fclNjite ( r^f>IiFc^^imT i m4#|S^Iftj 

&*i^tf& &) £?#fc0 ft. tr* 51 >*im F c ^ m T i m 4 
c^^m^gymT i ^Atmsmt^s^x TT i m 

oy^ow (#) m§Et£ii^tf£>£o 
[0487] < (5) yy)iJLy*fO J 

mi^xmbtitczwmoi \ m$y/wn m SS^IMTBS-T ( 
T r i sBu f f e r, 0. 0005% Tween20) 5 0 0 yu, L T ̂  

ft^ft3 0&;#}#^L/co $t&mW&<D2mm<DT i (#) In 
it)ji^2 m U(OHk\tl2)\/i/0 A^r^JP A-f 

©>T V7JHV+f (H 1 N 1 A/WS/3 3 strai 

n) (ATCC Code : VR-8 2 5) 6 0 jit L £^ft^ftjQ A., +f-

=E$^-^ffl^T81C-e 1 2 0 0 rpm 2 0#F^ft^ftJ5J&£l±fco J5 

Mk<D2W&G>7 i (#) 

TBS — T (Tris buffer, 0. 0005% Tween20, 

2 m M CaC I 2) 5 0 0/iLHftfft3@«^Lfco 30g®M 

2ffl|I©T i (#) 
^TBS-T (Tris buffer, 0. 0005% Tween20 

, 2mM CaC I 2) 5 0 0 M L ftf ftijniTiS L, III5 0 0 M 

L ^fftfftflfco ^ii®2 5 0/iLfo1. 5 m L^ZL-7"2*(C 

-tft^fft^HiU — 7"£fiSi,7>^> KIC-fev h L/c ft, -tft^ftUft}#^ 

M*H©T i (#) I^I^^^ft^fttf/co 

ft. w*J \ m^>/^»©« 
H^r~FIBI^3 9 

[0488] 
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[H39] 

J±K«42 J±K«l43 £1501122 sjseii23 

iitt 
MagCapture 

Tamavidin2—REV 
MagCapture 

Tamavidin2 —REV 
MagCapture 

Tamavidin2 —REV 
MagCapture 

Tamavidin2 — REV 

Tim - - Fcwmsm 
Tlm4£>/^?S 

n*T>Mm 
Fc^m^s! 

Tim4$>/i9g 

[0489] i (#) 3mg^t 

^t54^©1. 5mLfi-^(D9^ T i m ^ 

t£1. 5mLfi-yi WT i 1 

. 5 m L^ZL-7"1 LT 1 %S D S7jC^&£^*Ve 

tl 2 0 /A L » L /ctt, 7 X $ dpV-(C <£ y ^T 1 0 #^;F^ L 

t/c, m%s<\sv \*Wm<DT i (#) ^JiteO. 3m g£ 

#^-T^4^(Z)1. 5mLfi-7'09^ Tim^>/^lg^lMt 

MtZ>y. 5mLfi-yi WT i 

1. 5 m L^^L —7"1 ̂ iZ-D^Ttes LT 5 0 mM EDTAM 

T BS}^£^tl^tl1 OMLijlDLfdl *f 0 X $ dpHt-(C & y ^ 

;ST1 0#P^;f^L. X > L/c0 X >m<D^ n-y'iztti 

?tim& 5 0 m M EDTAMTBS»10MLiiL /c^ 

>>7X$dpHt-(Ci;y^^T 1 0#P^f^L. X 

tl%tc0 

mbtlfc 4 2 0 yu, L lZ?tl?tl 10% (3- 7°P ^ 7 h 

>^TBSM 2. 2ML»LT, ^U^>>7X$dpHt-T^m 

. 7K±T3 0t^|fSL. K>MiI)^l±l)S2 2. 

[0490] < (6) 7XT>^ >7°P *>T4y<f> 

ty'aMO'i >7>/Ux>Hf A-^JUX;^ (H 1 N 1 

A/WS/3 3 strain) (ATCC C o d e : V R - 8 2 5 ) 3 

0ML(C10°/O /3-7°p h>#^T B smm 3. 3/iL» 
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LT, TKJUT7K±T3sLtc^mz4xm 
nmtmfa mmm^rn m) m) 11. 1 ^L^P*., 9 5°CT3^ 
MkU 7xX^>7"P >7°^ hli^ (1+44. 4ML) 
*mtc0 £/c, tulB4ffl|I(Z)/S-70PH0^^7 K>MiI)^l±l)S2 2. 2M 

L(c4xis^fflMii)S (ffl^M^xn m) m) 7. 4vLLtk^n^nmx 
, 9 5°CT3^^JP^L. ( ( 

1+29. 6 M L) X-A-izy 7°x-X 5-2 0%^ 

(ffl^M^XH ($0 U) C^l5xX^>^PfT< h 

§i^2 0 At LM'^iX^V^P >yffl©:&}§l±l5SiS^2 0 AtL£^ 

3 0mAt6 0^1E;l(iL/co ?# btltc Hfcifl iz 

$ K 7 -f 7" P ^ - ih $1/ \*7 7 7~ (Anode Buffer 1: 

0. 3M Tri s/20% Methanol, Anode Buffe 

r 2:0. 025M Tri s/20% Methanol, Catho 

de Bu f f e r : 0, 025M Tris/0. 04M 7^7^ 7°P 

>l£/2 0% Methanol) P V D Ffll (M i I I i p o 

rettl) £1. 2mA/cm2T60^?Lfco &¥&© P V D F0£lC 

TBS-T (TBS buffer, 0. 1% tween20) TltfK 

LtcS%X*A^)\.0^1]UXX 1 0t^^^TJ5J^^f±T7"P T 

B S - TT3 0 0{£HfKL/c}/L-r >7>/Ux>+f A 7 -f JUX N u c I e o p r 

o t e i nJ/E^C 4 3 (A b c a m£t||i) 2 m L ^ISt' 1 0tPeE]Jx£5^'t±/c: 

o J5J&&0P VD F0g£T BS-TT30M U TBS-T T 30000 

femRLtc {7^^ I gG (H + L) , PA\ I g G|^\ ^ 

"izfp'n^/L'f^} (Jackson ImmunoResearc 

httM) 0tP^SJ^^f±/co TBS-Tt50;m 
i^^tfcp VD Flitch Ay —n—$ mmmjiM ($o m) *mn 
Ls LAS — 4000 (GEtti) Lfcc 

ft. T i m$>/s?w<Dmmx.xf&#frb 
o iz^to 
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[0491] [^40] 

J±&«42 J±£tW43 HlfeMl 22 511601123 

Stt 
MagCapture 

Tamavidin2—REV 
MagCapture 

Tamavidin2—REV 
MagCapture 

Tamavidin2—REV 
MagCapture 

Tamavidin2—REV 

Tim - -
troves 

"Tlm4£>/^?S 
Fc^H^ 

Tim4£>/\-?H 

1% 
SDS 

ImM 
EDTA 

1% 
SDS 

ImM 
EDTA 

024[Cfc["M> 
LJ— 2 3 4 5 

[0492] <3£H> 

4 @2 4 

Ts LT<D&mv&Zo 

u-y 1 : -f yyjuniyvA^JUX^BE^KL/CISII 
U - > 2 : ttmn 4 2 (D^m (tr* 51 >*I!^ F c ^ m T i m 4 # 

U - > 3 : ttmn 4 3 ©i£H (kT* 51 >*I!^ F C ^ ys^gy m T i m 4 # 
5 OmM EDTA#^TBS)^^;^l±l5S«hLTfflU/c 

^*n"©ip^:) 

U->4 :^Jfe0iJ1 2 2 (D^m (tr^^y^F c^^m^gymT i m 4 

1 %SDS}^^;^l±l5S«hLTfflU/ciI^(Z)iSm) 

U->5 i^jfefljl 2 3 (D^m (tT^-^y^F c^^m^gymT i m 4 

5 OmM EDTA^TBSS§&£Mi)ft£UTffllNfc 

^*n"©ip^:) 

i24J;^ U->2-3 (tT^^>^F c ^S^gUm T i m 4#|£ 

tl©if^r-et-r >7;Ux>Hf A-^JU 

X(D^? — t) — $ Nuc I eoprote i n CDA"> 

U U->4-5 (tT^-^y^F c^^m^gymT i 

m 4i^rfB{*£UTtl©if^r-et-r >7>/Ux>Hf A 

u c I eop rote i n CDA"> K 
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T i -f>7JUx 

y-if o < )vxRrfg-efe& z <h tf¥0 o fco 

t/c, U->1 H >7JUx>Hf A^JUX^BE^KL/clSII) ^b-

>4-5 (kT* 51 >*!!$ F c ^ m T i m 4 ^fcti^CD 

Kern) «h©j;b$xtf^. T i 
lJ <fc < -r > 7 JH V+f £ Jl/X £®tf#-C $ £ £ £ tf ¥0 o fco 

[0493] Mjflill 2 4-1 2 5. J;b&fl!l 4 4 - 4 5 . T i m* >/^ff frB^fh bfc 

-f JUX0BK# 

[0494] < (D Ep-2mmmm±mv-yyo)i(Dmm> 
1 . 5X1 06«©H E p - 2«£#fr1 0 % F BSMD-MEMi 

^U=l-^igJte ($0 M) 2 0ml_£7 5 cm27^X=UCjQ 

A., 3 7 °c, 5 % c o 2-e4 aufc0 i£#m©i£#>Stf e>±;i £P&£ 
U 5. 3X1 05TC I D5O/mL0RS^^J^i (ATCC, Code 

: V R — 2 6 ) ^2%F B St^E-MEMigJ|5 m L£fS}][]UT, 3 

6°CS 5%C02-ei^riMLfc0 2%F BS#^E-MEMi£i-fe££^C 

2 0 m L ffiJp L T, 3 6 °C, 5 % C 0 2 T 3 0 P^ip# L tc0 ^§£i£#ti©*£# 

)Stf 2 % F BSttE-MEMiSM2 0mLiiLT, 

3 6 °C% 5%C02t2Bfl^#L/co *(D&s ¥^=7-4 y V\Z& y 

7^X=ltf ̂ iijtf U iM±;f.h^(C5 OmL^WtC^XU 1 5 0 0 r 

pmT'1 0 # ̂  jg/t> L T ip#±;f © ̂  £ 0 JjX L /c 0 f# b tl tc i£S±;i (C WM 

S2 (CJ^b^JU^A^JP U 7 A#^ R S 0 -f 

L/co 

[0495] < (2) Fc^yi^gymT i m4^>/^l©S Hl^f >iH> 

jgMI 12 2-12 3 Jktfimm 4 2-4 3 (D< ( 1 ) F c 0 

T i m4^>/^i0ssHstr 
c^^m^gymT i m4^>/^lttPBSMl OOML 
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[0496] < (3) SHS^fVliFc^^imT i 

jgflftfl!! 12 2-12 3 4 2 - 4 3 0< (2) S 

tetF c T i m4*V/^M©^JBR>£|f|ji|CD^£?Tl\ SH 

SWfVllFc^^imT i m4^>/TO 1 

2 0 0 IL L £?#fc0 

[0497] < (4) tr-X©2fc&> 

jgflftfl!! 12 2-12 3 Rtftmm 4 2 — 4 3 (D< (3) £-X(D&t&>£ 

tcM agCapture Tamavi 

d i n 2 - R E V £f#fc0 

[0498] < (5) S Hl^fViiF c^S^MmT i m 4 * V/^ft© kT-X 

12 2-12 3 Jktfimm 4 2-4 3 (D< (4) S 
iF {/WkSMm T i m 4 £ >A75t© tT—X^©g^>«h|Wj*§©;fr;££: 

tr*51 >*im F c ^ m T i m 4 tr*^ymm F 
c^yi^SymT i m 4 (#) $cTn II ̂ ^ tlt#/c0 

ft, tr* 51 >*im F c * m T i m 4 I^IK* t tr* 51 >*im F C 
i TT i (#) 

*H*J tmtt&mstfh&o 
[0499] < (6) R S 7^UX©IXt#> 

r|#)jiS2 m LtctDlisO A-f ^">"3^©^ > 

7JUxy+fA7^U7^)S ( (H 1 N 1 A/WS/3 3 strain) 

(ATCC Code : VR — 825) 6 0/iLj ©ftfekHC TfulE (1 ) 

"eiiML/c^^U^^A-r^V^R S O'fJl'Xfefa I 2 0AII_J 

12 2-12 3 4 2 — 4 3 (Z)< (5) *fgB£0®tf# 

>7JUx>Hf7 JU*0l5tf#>£|f|lil©;£&£?Tl\ (3 -7°P 

K>MiI)^l±l5S2 2. 2ML^^tl^tlt#/c0 

ft. MT i m^>/^ft©ffl§I£T§Eil 
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4 1 

[0500] [||41] 

J±St«44 Jt£t«45 5St£®!i24 SgJ66!l25 

Stt MagCapture 
Tamavidin2— REV 

MagCapture 
Tamavidi n2 — REV 

MagCapture 
Tamavidin2 —REV 

MagCapture 
Tamavidin2—REV 

Tim - - Fc^afc^s 
Tlm4£>/^g 

t 
FcWsk-gm 

Tlm4^>/^^M 

[0501] < (7) y~Ju *>T4y<f> 

AO 1 (H 1 N 1 A 

/WS/3 3 strain) (ATCC Code : VR-8 2 5) 3 0 

Atl_j (D^^^Z mBd,tUUiyOA^ty^RSO^JUXWM3 OjiiLj 

U rTBS-TT300 L fcirC'T > 7 JH >+f A 0 < JUX N 

ucleoprotein J/E^C 4 3 (A b c a m£t!^) 2 m L J CDftfo ^ 

(C rTBS-TT5 0 0fe^|KL/cKRS7<>'UXF^>/^K^2 F 7 

(Abcamttl) 2 m LJ 1 2 2-1 2 3Rr/hh 

t$fli|4 2-4 3 0< (6) ^ 17 ̂  V 7" • ̂  T ̂  ^ ;i IC J: y 

fri\ 

ft. T i m$y/wn<omm. &•&&&& 
b(D^\tl)S©ffllI^TIE^4 2 iZ^t 

[0502] [^42] 

tt&m4 ite«45 n»flm4 mfcMi25 

fift MagCapture 
Tamavidin2 —REV 

MagCapture 
Tamavidin2—REV 

MagCapture 
Tamavidin2—REV 

MagCapture 
Tamavidin2—REV 

Tim - -
Tim4$;//^g 

FC 
Tim4$>/tyW 

sgajjs 1% 
SDS 

1 mM 
EDTA 

1% 
SDS 

1 mM 
EDTA 

025lZjSlt<& 
Ls—>&^ 2 3 4 5 

[0503] <3£H> 

>7°P 2 5 iZijkto @25 
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U->1 : RS 0 

U - > 2 : imm 4 4 ©iSH (kT*1- ymm F C ^ m T i m 4 # 
1 %S D Lxm^tcmso^) 

U - > 3 : Jzbl^iJ 4 5 ©&SH (tr* 51 >*I!i F c ^ ?m&W rn T i m 4 # 

5 OmM E DT A^fT BS^^^.h LTfflU/c 

U->4 :^Jfe0iJ1 2 4 0ISH (trtf^V^F c*^S4^§i!mT i m4 

1 %s D Lxm^tcmsm^) 
is-y 5 : ^«y 1 2 5©isn (F C *^im T i m4 

1^*11* £ m l\ 5 0 m M E D T AMT B LtfflIN fc 

^*n"©|p^;) 

i25«ty, U->2-3 cO</mSMmJ \ m4$m 
£*§•£•) ^ttUDWiSXi R S 0 -< JUX0^-tl-

?y/<OMXSZ F fy/<0W(D/<y K&gg&^ti&fr ̂ tc0izMbs u-
>4-5 (tr*^F c$vm&w.mT i m4I^IK*terns) 
IZ&^Xs ^ttl(Di§SXi RS^-f )VX(D^-t)-$ y/<?WX&Z F 0 

yAOWOAy^jfMSbbtltcZ.tf'b. T i m^yAOW^nS^ittc^ 

RS^-f Jl>X%m§RlB£XfoZ Z t if ¥0 o tc o 
&tcs \s-yi (RS^jux^eti^KL/ciSii) <hu->4-5 (tf 

* 51 >*II$ F c ^ m T i m 4 msm*%m u£if^©|£Jil) £ ©J* 

S^-f JIX&WMX x*Z>Zt if¥0 o tc o 

[0504] *m%(D T i 

•5>Nl/7><Dl5tf#;£^ Mi, 

0<)\sX tf (C ^ §£lxt#^;£ (c JE IN £ ti £ Satis# £ 

Mctb^T, 

t.tc4y$<7 
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^ o 

s ZtcWMLtcO 4 <7 $ —^£ b 
, *$m<DT i woyAowt^suwjkxf^mncDWiT^M&MmtzibCDx 
<fo%>0 

*%mw££;?5mz J: y -f JUX £P&£ LfclSm^t) 
>^P-7° 7 <jU7>(Z)=l y$ a V^K^/ct 

©£&y, *3§0£©T i m 
$y/i$ *$&0J!! (o & fc © -c £> £ o 

7-<J 

7 -f JUX J&® IC&di f £ d ifx $ So 

i±i i" £ *i^-e& o T t, *ti*£)lls^pffM#-t±T(c 11)iy^^ i" s ^ 
#RTtg£&££#>, M0T i m$y/V7W&'£&teJkXfi*f£BR<Dtk&l5 
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HacOlfiH 
TMmft&VnXyy • (T i m4) 

j^OMs TMmft&VnXyy • (Tim 

3) oyAoWs stfT«M^P7''j> • Af > 

?1 (T i m 1 ) lZ>$yA0m (T i m^>A 

£ft) m^SLtcSm (T i mjste) o 

[ii^ii2] mmMwhmx&oJ)ix(Dn$mx&z>. n^in iztmoj \ m 
llfao 

[11^113] T i mOyAOWif I g V KP< -f (DXfoZ>, Il^cll 1 (C§E 

tfcCDT i mfS-f^o 

&J5)£ ; 

(1) tU\,*/0A4X>ft&.Ts ^mzmSLtcT i m^yAOMt 

^Mii) 

(3) mmswfrbmrnM^mxteoJjixttfimiss 
j zjife (ixttxfM) o 

[ii^ii5] msmmT.fetftu^oJxjxyftfcT. T i 
JitelC^LfcT im^> 

[ii^ii6] t>A*>oAj*yfei±Ts T i moyAornt. JS 

L/CT i moyAontun^commftm^mx&ojAxtcom 
11^114 (C|ES©^)io 

[11^117] 11^114 [Zl^mO^ 
/i o 

n" 

1§f' 
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*118] !f*II4 

*119] T i I g V KPW !f*II4(C§E 

W,(Dj5)$io 

*1110] -( A 

(1) tU\,*/0A4X>ft&.Ts limci^L/cT i m^yAOMt 

^«i) 

*im] t>A*>oAj*yfei±Ts T i ™$mtun*(Dm 
jSttlC^UfcT im^> 

IfMTifo •IK Ef *11 1 0 (CHE®©^/i0 

*1112] T i m o yj^OWtf I If *111 0(C 

EEitfcCD^/io 

*1113] 

7£*i!±!-t£;fr;£ ; 

(1) tJ\'isOAJXyftfcTs ^mzmSLtcT i m^yAOMt 

^«i) 

(2) (&diH£) 

*1114] E L I SA&X&7P-

-f--r hp< h1 j -;£-e&&!f *11 1 3 (C§E*6(M)£O 

*1115] T i m o yj^OWtf I g v KpW Ii*I11 3 (C 

HE®©^3/io 

*1116] Jl{*<hT i T i m^>A^ft©S HS^^LTlS 

1^ L/c11*111 3(C§Ei6(M)£o 
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[11*1118] T i m$yjiOn?kt;A,-VtzZ>mM£s iBft£^A,-C&&§$£!££ 
-fJux(DM$m*v Ko 


