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A© 33 ̂ tlCD &lN^Mb!ffl&[U^: $ §o 
[0044] mmznmms ^b^«&iftc r^nbi^j tzufet 

LTte, -f >!£#£ 
T-e±MLTtt^^«tC^b"r^^ I H 3 T 
3 £ ±£ i: L T £JFM3 •£ £ if ffi* ©&£]©#&# 
igffl-e$£o ^0^®^«IIv-^-0^bL/c«M-e0^iiMti 
trtrc$£gj£-c&.sfr if©$Mb^§#£#~F-ct» y -f 

[0045] %tc, %ft{tvim*mft[,T]nZtc^mm(DFanmm(Dtcisbiz^ 
fttct L < ti^tCJ^i;T±M±;*^MXLT, 

(D±X(DIffl ibWWz$&ft$ tiT IN2> fr if9 £5H£f 2>Z.ttf-Z$ 
Z>o LT, 
WMW£E(D7 J '>&<£=& 1 0 

1 

i£S±;t £ ffl ivx SMb/jfcSMb^J fe*fi?z.ttfxt*&o 
[0046] ±M±;*£-£g 

Uji&^M&ifKJ: y f#tc, 

SMb^§#& tc *3Mb« © ;Fb A (D & ̂  3Mb L fc «?¥© ̂  £ T? $ £ tc tt ^ < 

%cfc 9 t. ~§~tCtiN —!^0#Pe1Pe1Pra~e}SIX L$?tff"3~'i> Z. t. tC cfc y N ffl^tC 

3Mb L/clffltSS¥©^-^:3SJPANtClXt:§"e$ §o 

[0047] (2) *fgB£© r^bHIIV-^-j ©SffJS 

LT, ±M±;*^tCiSS^Jp LTtlfi(«3 £!t)lJ-f £ 
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ztbvz&tfs #?£L<iii'?iL>J$>lTLto§%£fa±izm&kLrs ±M 
±)m% r Cy3—NHS esterj (GE^MUX^T7/^ Tf+M X > 

tlfiU EL I + 

tZo *&BM%p,tf],mizM&Lfc&fc±izm&kLfcis??>mmiz&M 

[0049] LAN U £«>:&&<, EL I S A, 

«pi-tz>Ht, ¥tDi*/n^ ffifctiuij* h*j-, 7KmmM^-tzy^tH)i^ 
£<Djjmzj:z>ri,iii£'£%&<D)a!ifc%Tzzttf-e$Zo %tcs mnoits 
/i^N %.HEt"'2) r U ^7 51 > — U ^7 51 >H^- > KW y tCctoTtN ^^0^ 
lZffiZ£ft{Mffi.-?-t}-<Dm%.%:t 2> Z ttf-Ct* 2>o 
yy-y iM±;**©*3Mb«^-;b-£ 

< )UJ^-e$ £ 0T\ J: y *iJt <£ < 2Mb© 5^7 (*3MblfflJW& < ft 
-otczt) 

[0050] 3Mb!f»^0iM±;*tcttLT, ±§E$#r£;&teU *3Mb«tf;FtALT 
isv-l/s X&7^X=il*l®»£ 

il ii cfc lJ N 3Mb$01$U^:IX:f:§t~'i> il t. ifX $ §c Jx&HC% 7fc3Mbft 

±;*tctt LT±§EMW;££M1"£ d MJfe©nnnffM^I*SI£56§I 

[0051] (3) *%m(D r^bHIIv-^-j ZMtirtZZtlz&Z, 
<mm<Dmm*y Kxtmm. 

*%m(D^fiikmm-?-t)-(D^&m70n-y\ ^SL<IJBC2LCN 
©&£<*£, TIE (1) ~ (3) 
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ti\ K x&mwtM 

^3Mb$tfI~7- 7°• -7"tiSfeMtcmfeik LTmIN£ d t if 
SfS IA\> 

; fcf£U H^^lfcti^il-Cfc RltS 

(2)^ttiffl7op-ygL< teim±mzmmwMtz>tcisbo)mmwM; nt 

*%m(D^fi\vmr7-a--r&ta^ r (^D tL<ti (^2) 
ft£MfI^Xti^§£MfI^#W^ffJ c: 

($iJ;iti\ rCy3-NHS esterj ) %WM~$~Z>0 

(3mftmmzfo&tztcto<Dm®x.imwo 
[0052] 

s«® tc g t L /c ̂  > / «p nx titm±)H zmmtt %t z -tz «> K 

L< ti^§£S«®tcMJ&©iM±;*£JgM3-&£#f£gL< tigM£-tz 
y K LT t ct < s 3 £ tc&ftiIIS8£#fcait-£>&#©#&£ IX ti^M£-lzv 
Ktc-r^c^t-e^^o f#tc, ^itmm-7-ti-t LT, BC2LCNX 
ti^ IN tc *§£• ti s $ t) &X i% $j£ tc&MM (D fiikitm £ ¥>J £ f 

K tt£Z>0 

[0053] (4) r BC2 LCN^ffllN/c^«IIV-^-0)UJ^#jli 

JUTs r B C 2 LCN^ffllN/cil^-tCO 

iNTitC^^^^ ^^B^ti r B C 2 L C N C0<^tC|\g££ tl&lN CI t ti±IE 

Ltctn^XfoZ o 

[0054] (T7) r BC2 K?'^X±tC|Il:^b L/cgfetCtt U rcy3-N 

HS esterj &T'^^JMb L/ctp#±;tttTs x/<^ y-tz > S 

i£S±;*tiW4M 

L< ti-fb^^tcjIlsLT^^M/ftcffliN^d^tfe^o 
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[0055] m %tc, rBC2LCN^EL ISAA-K 7-fH 

^MbL/ci£g±;*£J5^-&T, %%s 

tz>zt^mzzfoz>0 i£#±>*Jx]^ rBC2LCNC^ 
Lr^ztys<?M£ffi<£t£^'<Ji>1k,LfctmjPis?3lyZs ±frZKjts 

$-££Ztt>T:'5Z0 ftlZ, r BC2 LCNtC^UTlN^^>A<7KtC^ 

rist^y - ist^yy-yp'f cmL<u 

mx£) J: y^jiJt4ilJ^^pTt^4s5o 
[0056] (0) *fgB£ (D l*l7fc3Mb«tV -±)-lZttt& $KW*? [stTytkmfeikistc 

^sbmM, &%t£EZz"<MkL 
tc r BC2 rBC2LCN(i, ;%;£ 

^x^ywz^^MtLz, 7P-t^ 

h'J-, EL ISA, IsO^-y^U «JT4 ifO&fcl 1~£> 

0 r BC2 LCN£^JMb-t£K, T7 $ J 

mmTSisnzmxtz'jkton^ifrbtoiife mm -
|§^4FLuorescence Resonance Energy Transfer (FRET) —^r 

yub7-ttaMb^ilflsMJU $ v -tz > x 7°• ̂ :> $ x- -r *"E y- T7x y v 
iz^T /i (http://www.perki neLmer.co.jp/products Ls/assays/assays 0010.h 

tmL) r BC2LCN(Dmm^^^-( y(D^(D^mzmmW 
m7^jm*m\Ltc^mw%ftWkt%zti?zi*z>-frbm% r BC2 LC 
N £ mm (D i£g±;f £ ifbnt 3 /c T\ « 0 3MbJt £ Mf £ d i: 
^-e$§0 

[0057] (x) r BC 2 L C rBC2LCN£® 

feitcmmzttix, im±)HtkjRi&3V:zm'£, 
t)~ rFuc a 1-2GaL/S1-3G LcNAc/Ga LNAcJ s&s (pM) 

;u (nM) 3Mb!f>#^£>i£S}S 

i si5® o. 1 ~ 1 o ix mmzmj ̂ xm^t^> z t^mxh 
£<> (mt£i art) tz?7?mM&&<Dmz, mmtz 
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d tm?£ LIN0 

[0058] U) 

tifU% Ll^o 
[0059] 5. ttMitteZmMmiZ'DINT 

m%(D MJ %fiibi£BlzfoZ>mm%:lA< EP*U $J*.ti\ #t£ 
fe&mm ®tt»: ES*) , &mmn 

ttaMtc^am^ftfgsaiifc?&if £# 
ALTJ&3Mb3-&/c$t« (i PS») ES«£ti 
WsbttZ&ffllBtet KtcP^^"fPi?Li!]^"e^AN4s|'J©p|3^"e^® Ltc L < 

ftZ%m^tiX^Z>t%7LbtiZ>(DZ, UTtit hJU^£> 

PtfLft^k MPL^JUS y^s L7^\ 7^7, =j*j hfi3fc® 

[0060] B. 

[M™] 

§ o 

[0061] ©-IE £ IN 0 ji® & ̂  JC # ̂  T £1*tm * tc & & ^ n £ ̂  
LTffllN^)|^^^Yd:^tiT$TlN^0 ifii^ SS. 

(D^wmn ̂  tc & iit Z>7 - ti - £ & & t £ d ,>: T\ 'IE (DM 
m&z> ̂ temmommti:ifzimmMtc^y^-r£ ̂  ^ #-c$, fei0?n 
BK cti^-etc 

$^^tiTiN^>0 ttc, i&tomWzfcUTftfetoffitysStnolfetikMittf 
mttz>ztib^tsnz^z>0 
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[0062] tm, 

iT^§o fcW-fcWV-y KX £t\ @ 
M*y/<?nizfa'£T&B-<Dlnft (ISfflSW 
$ yy\^M^WM^lz^Mt^0 )Xlzs rjiUEfflJrCfr-gft* <D 
*ti=ri*tc, Btf}t>y;«7mzm£tz>m-(D$m zmi&z•£ 

t, ©*fiirl*£JFM3-&£o 

HH Jjtfr tc ti 3 ti £ tu ^7*6^(DfoHH tc J; o T 

ir tcofc oTgft* >/^K©^tJH^Tt)ti 

§o itrEifc — > K-Y '> ^/iT'tis ID—JjtJ^tC^if'2) 

[0063] -®tC||IIti^tt«lN/cto, 

tc^t-£>fttt£?#£>c:i:ti!tlA\, ZOtcSb, fcW-fcWV-y KX 
tc ti, H^>/^K©||II®^ai^a)^tcti}g^4iN(>:iN9PpM^fe^o 

S/c, tfLtt-tfttt-tl-y KX >>^;i^»-r^/ctotcti, @^>A?fftcf# 

s^tc^-^t"-g)^fr^t#-g)^^fe-g)^\ ^(Dtcisb tc ti. 

ff©*ii^Wt#£>tiTiN&< Tti&£&i\> 

[0064] ^B^ti, JUTtciEic-r^, 

IT £> tc#)(D~f5%k (JUTN r U ^7 51 > — u ^7 51 >H^-y KX y 51 

;ij Rtf^v i-zmmzo 

[0065] en mmz^tz^&ttmmtm'd.mmizttisX^'&z^tzist' 
^y 1 RZfl><7 3->2£%mWZ-&T, fulEb^V 1 £fu§E*£ditti^ff 
^:fulEb^51>2 
££tc<£ 9 fu§E*£tttti^ff fulEb^VI 
fulEb^ >2 £>'>&< tt-fites ffi$k%G$ti:^ls9?yx$>&&liiJj 

/io 

[2] fu§E*£ditti^fftf\ ?'J 
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=1^7°^ K\ ^7°^ K^'J X.tfZTa'f 

[3] 1 tmmist^yzifs Kwzmtezt&tikMt&izttt 
[1] Xtt C2] §Ei6©*£d^;£o 

c 4 ] tu§E!tii£W3 4 IN I, o ̂ ytfs Wsmmx%MLtctmm u <? 
y, xittmmt y/<<?nvmmmitikzm^Tmtczmm ̂  ^yxfcz 
±IE [1] ~ C3] 0lN"ftiAMc|Ei60^tJH^;io 

[5] nn^w^^iNfuiE 
T;m^Ifrtc^LTlN4lNfulEb^51>2 ts 

[4] ©^t*tLAHCiE®©^ai^o 

[6] nn^w^^iNfuiE 
tttm^^Ts fu§Eb^>i 

zn&mtiWi %mzm-m\Mt, tu§E*ti^*i t, tuiEbo2tzm 
tikz-GTs mBut^yi 

znzmswzzmzn-mmt, £#&±§E [5] §Ei6©*£d^;£o 
[7] fulEb^Vl tm?,\s<7 3Ly2(Dmj5iJi<mm%:^Zte^\s<7 3Ly 

T?£>£±§E [1] ~ C6] 0lN"ftlAMC|Ei60^tJH^;io 

[8] mm%^tz>$iihttmm(D$iihizm^t>nz>*v s-e&o-c tu 

3-y 1 S.t/fulEb^51>2 0^4< >"£•£> 

Ko 

[9] tulET;m^Ifrtc^L/c, HII^W^^lNfulEb 

fulET;m^Ifrtc^LTlN4lNb^51>2 ts £#fr±§E C 

8] HES©^ry Ko 

[10] fulEb^VI ,>:fulEb^51>20M^^||II;&W^4lNb^51 

>-efe^)±IE C8] X& C9] §E*6©*v K 
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[0066] Z.Z.X\ lZj%& \y 0 y — \y 0 y K-Y iN'Sfflpp 

[0067] ruilj £&s <7"IJZi^> K^tCJ^T, 11^ 

LT^ ?)\sZ\-x, 13^0 K-X, 

+ V-7, ; L — 7 + ; N — ^"tz^JU^JUP +f $ 

>, N-T-tz^Jlstiy? h-t<y^(D^^V-it<y ; N-^-tz^^Uy 

>11, N-?IJ P >11^0; ̂ >P-X, L-^tf 

y-X^0^> rHIIj f# 

KRg^Stlt\ 2~&73m&-CftZo 

[0068] rut^y] tlis ifitfllft 7nT*?'J*j>s 

K\ Axfx^n^ 
^I-nUKtCilp-n L/cHilCOp^+ijsfe'S) Us t~ £ 9 

y^VM^WMt&o 

[0069] [ u o 51 y — \y o 51 y*t y K*Y y ^/i] 

JUT-N ^^0^tc#'?) \^o^-y— \so^y^y K-Y y^/itcoINTE&BE& 

o u?^y-u<7^yyy r*fi§rl*jFM^JiiJ £ r^ai#Jii 

J ££#&„ r^^JFM^JliJ ^ 

XsO^y 1 J&Zfi/<7:?>2 b ^ 51 

>1 t^&ttmmtis<73Ly2tfrt>mj$$tiz>m£iW ( -
t$mttmm-is<7 3iy2] am-si*) r 
&ai#JillJ ^ ^^»^Jii-ejFML/c 
^^>2j ©^<*£*£aitzztiz£t>js 

?$>Zo 

[0070] *%BMizmzis??y-is??yyy KX -y^tiizti^r, r^aittmt 
ifj ^ (JU~K t*,fotz) T?&*U*J:< 
\ mwmzimw&ns mtmit yp^^u^x U*0 

Ul-WVtiy. K^b^^tcHII^^L/clBllfr 
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[0071] -&%mz\%z> \sOi-y-vo^y^-y K< y^mzts^r, 
tc^ff£^a<^#§ r^Sftj tLT&s ifa;*. ifiiSIt ®?& 

U M)S> JifcJ7R> 1S7K ztib 

izmfetsnte^o 
[0072] [b^> 1 , U^>2] 

m£imm^\mzm^z>\st>3Ly i RtfiyC^yz^tn^ihnmt 

14 £^"T ££<£>) xfoz>0 \sV^y \tfWMt&M%MWkxl\s/?3-y2if 

181861" £38t$M*3alis HD-T^TcU^ £ ttfft S 

u\> mtezMmmmizm-sTzut^y 1 RX?\S <? ^y 2 z tx 

[0073] i£-0 <s 

0li^"efc^Tt<tUo \s0"5-y S/Cs b^f>UL 

T*fitffiCD b ^7 51 >CD*1 £\ ^ IZ^£. tl£ \s <7 ^ 

\s07~y2\lZ'D 

^X t)IH^i'CS)i)o 

[0074] ICt\ 

, u^y 1 &t/u^>2cD'>&< tb-Joiz, ^ist^y 
1 £ l><7?>2<DnjjlzmM%ti3te 

\,^\y 0 ̂ ~y lN ib> tl £> o 

[0075] ist^y 1 Tm\si^-y21 Lxwmz^tz 
\y<?^y^m^tcm^iz[ts ru/?^> 1 2j 0 
mswzmitzmzstvtv^y K^< ̂ y, 

/^7^^7>K(D±^©ISiLTv *310,0# 
, \s<7^y 1 Rtfl/<7 3L>2 £ LTlill^^-r^ 
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fit, 

ti, 1 &t//Xtib^>2 t 

rZtlt>(DtM'£fa(D±J$$:mi]TZZt$:mfrs CtltCJ^T rb^>1 
ist^yzJ ^ai-esaci^jiaiu 

tCo 

[0076] \s0^y ^lkX}\s0^y2-(DWfi^m%.ikM^U^\s'9:5-y1k 

lN •?> d h T\ b ^7 51 > 1 IWIztCD^jEcH* b ^7 "f- > 2 |W|±®1^-n J£Zf b 

1 ^ b^^>20^I^0^j55c^4< LT, rb^> 1 

b^>2j 

bfrttZ-otco S/c, 1 S.t/b^51>2 0-^tc|||I^W^4iNb 

b ^ 51 > 1 IWI it (£4H "nifc, b^51>2|W|± 

G0*f£-fr, AXf\s?3Ly'\t\s?3Ly2(DW.'£W(D^J&%:$mLT, Wsl 

3-y^ -^tHMM^M-iy^^y2j 0^4Hj|«t<ttii"e$5o 

[0077] 4fc\ nt, tcti, mMoMfri)^< 
\so^y\,zi]p^T, mi^^u/cb^5i>iwi±©^^?i$i3cLm&mm 

<£ um^tcti, 

tcti, 

/x ̂  u <? ^ y 2 tfmm? £ 
^yx-hnmtm'Rimx'h^o §£$tti* 
tc u ? 51 > 1 &t//xti \s?^y2 tfmmt n^mtnz 
ti, b0^y 1 HD±©*f £-l*&t//Xti 
^L4iN/cto-efe^0 ll^itc, rmi^^^/d:tNb^51>2j tc ti. 
51 > 1 s&s$f £ «^t//X ti VO^-y 2 s&s$f £ US 

mMrn.*^TZ>3 tlT IN4IN b 0 ̂  y T?tlti'^ffl T? $ £o 

[0078] LTN utefttcti, 

A^tf £>tl£0 

[0079] [fl^Mb^V] 
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•zta^tcto, mmfe*fe±Mfa£LT%^Ltctimw.\s<?3-y cj=i>tf 
Us JUTtci^-raj^t;:, 

qrt^-efe^o 
[0080] <7%t\ 

£#t~£> [s^^yoiy^ y 1113^0^=]— K-t^Sifl^J^fr 

Mt & \y o ̂  y <Dy $ J iiiB^y<D O %$ifl*l^n£•GOT S J IIIB^U£ =i 

— Kit" •i)±mSlB^y©^-^:'a'tjNimSlB^lJ ^IJI^JAA/T:' t cfc lN0 

[0081] $-its =\ytfj-y hist^yzmMLs 
IJ z\y\z-yy \-\yC^y^m^t^MW>^t^b(DXhmfmz%m^n 
&l\> LTt^ 0!la.t£s 7°^X$ K'*?*—, 7 7—V^O 

*—tfptf £*l5o ftfr^tCti, 0!la.t^ pTrcHis2^ 

9$>—^ pcDNA3. l/myc-His^^ •$? — (Invi trogen4±$i) N pUC 119 (SMiatt 

§!0 % pBR322 N pBLuescript II KS+ Stratagene}±§!i) % P 

qe-tri (Qiagen}±§!0 % pETN pGEM-3Z% pGEX% pMAL=fCD^7X$ 9 — 

N AENBL3 (Stratagenett^) N ADASHII (7j~U :>}±i^) ^fCDs't'pT^'Jjf 

7 7 — V^O*?— s Charomid DNA (fn)£M^lll($0§!0 s Lorist6 (^03^; 

HfoMxMWdW btl£o S/Cs *Jl®E3fe 

07°^X$ K(0iRt£pTrc99A, pKK223, pET3a)s A 7 7—Zs^toWr l) X 

7 7 — is^Cbi&s pA1 — 11 % pXT1% pRc/CMV% pRc/RSV% pcDNA I/Neo% p3XFLA 

G-CMV-14, pCAT3% pcDNA3. K pCMV#=fc#*tf btl£0 

[0082] <j =iytfi~y h u??Ly(Dt$tiiJP%mM%&Miztzfcdbiz, ist^yit, 

7°^ LT^ii^ttTt^lNo Wk£t 

^7°^ K£ LTtiFLAG^ 3XFLAG^ His^^ (His tag, ®| 

^ti 6 XHis^ s?) btlZo 
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[0083] SS 

mm mnmx) t&ztiz^v, 
, >j z\y¥±y itiLt 

o LTtis AJiljli (Escherichia coL 

i.) (B. subt iLis, B. brevis, B. borsteLenis=f) ?<£.£:if 

mfbtl&o LTfciU BL21, BL21 (DE3), K-12, DH1, DH5, 

DH5a, M15, HB101, C600, XL-1 Blue, JM109, JM105, JM127, XL1-BLue, V 

CS257, TOP10&if£teffl-e$£o ttc, J: U 7°^ X $ K^P 7 7-V D N A (D 

=1 > \f.=7-y K-tz;U (Competent CeLL) =1 

y y K izJUt LTtis E. co L i DH5a Competent CeLL% E. co L i 

JM109 Competent CeLLs (# t) l£>0 

[0084] 

ffltNTtT9 Z. £#"?$£>«, Cohen£>(Djj/ik 

(Proc. Nat L. Acad. Sc i. U.S.A., (1972) 9,2110#!$) N 7°Ph7°^Xh;£ ( 

Mo L. Gen. Genet., (1979) 168,111#!$) X&P>LT>h;£ (J. MoL. BioL., 

(1971) 56, 209#!$) % M. Morr isonCD^i (Method in EnzymoLogy, 

68, 326-331,1979#!$) iHCcfc lJ fr 9 Z tin*0 £tcs rfrUxCDCompetent 

CeLL^ffll^il^Cte, ^(Dm^y°U h P-JL4C^ 

[0085] niaft (Mff#AtiO t>\ 'jiyej-yhist^yz&ms m±Lr 
^zztzfemtzfcdbiztt. 70p-7"^ffliN/cHt+f>/\^ 7"'j y 
-< a—*> a x P p- —/\-r 7" 'j y-r a—*> a 7"'j y-r -tf—-> a 

[0086] 'J Z\y£i-y V\yO^-yt\ t LTfgiiL/ciliir^ 

izx, %btif 
0^^-tz- h£t#£o fUT, ^^"tz-£1;:* 
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( Kl> h^i7^>7*Pl>T<> Vfe, 

> tffeW) £ fx t\ ^ -tz - h ^ 7°^ K ^fgii L T IN & Z t 

t §o 

[0087] £ /c, 'J =1 > £i~ y K l> 0 IZftMZ tlT < •?> 

^Is'n't"-inSiM£ (inSt-t/it) _hpE"7^T "tz K t<-"3LNXfr*5 •NS'n' 

i: 5SSH#Jli ̂  tT 9 o 

[0088] T, 

•££o UtTtotu ;UJts i&ifeOpH&tfl&^Fsiti 

iSgig^3tit#£o TsilfflJW*JIS"C&Z>£±M"T£ 

*jns£i£§f £ mnm ̂  e> ti^^itmT*. &<* 
[0089] u K\yo^y\t, %miz£vmbtizi&mytifrbs &LT<D£? 

IZ LTixt#-e$£0 u =i y\z-yy v XsO^ymmkMtv^) 
7°^ XA £ £#£1" £*§£-&N ;JiiiS if 
ted: o Tfr e>SI*&£ IN^«£0JIX L^ ig^ tmffifetzMSt z> 
o fit, uv51-AMUs 

&if(OT;£T\ 0i|X^ti/c«^0«^^t//Xti«M^^±lL/c^ 

^/^St^^^ifo^'e'j =\y^i-y &%&&&&% 

%%>0 'j 3 y tf i~ y h is $ 51 y tiT <•?>£§ 

i&mfo (±M-Ut) £t#£o fit, 

T, mi (HID ©MAA^INJ; 9 izs (i£S±;t) fr 

b 'J P y\f.-yy K *ii^1~-g>o 

[0090] mmfo 
mfes§<DmMmzmmtzi5fes ^u;jm KT^JUM 
•f K 'J ^A-*°'J TO IUU:P$ K^U^f^ftfti 

}£s -f —&if©^il£fl]fflt"£>£^ T'P^—'r 

•f-^P7 K ^77 -i — 5£*Si%5t$ft 

^p^h^77-i^n&MUpitWiteZ: 
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ZtiZo z\y\^±y K 

i> o ̂  y ̂ s m*. titftH i S$KW£ m ̂ tcEiismtc £ y sisg-t £ c t ifx $ £ 
o 

[0091] Uk^M^o^-y^ 
\sO^-yXsO^ymi& & ^liHtfrjSSfSi-c&sif&d 

tiz^^xm&ztifx^&o 
[0092] iia^HItXtif G)J& (i- K 'J -5A^ £ 'J N K'J7;u^pp< 

*> TJU*yimmttz&yUOf1 >£&kiitzztv, Si^KSt 
S £ Il-fb L T, § IN tim$k* £ Mb IS •£ z z t 
jfx^zo s/c, ;p;i/*j vrnmizAZiSftMizJ: VffiMti£&&t&£TZZ£ 
t-ezzo ZMZAVS 3zf£Mis9?><DffiM$iz&&T&s 

^ytfmm L zmmmfefoz ^tift© u <7 ^yhmmtzmm^WL^. u 
T, )liit£^UfcU^>ll±0^1=r£3l$^3& 

iNB^Syb^^VtC^-eS-^o &fc\ II^LHtis ^3|5^©#^tCj;oT 

tT^-ti^iN (^1"3^»J1 1 t#0$) o 

[0093] tztzs ?'Jt)J---ti (N-yj tJ±-iz\ 0-7'Jtjj---1zm N VW 

•v y—-tz\ # ̂  ̂  k> y—-tz\ *T 7 $ i~—"tZs P > K • 51 ̂ "—"tz\ T7 U 

y—tz\ 7Pvy—tz\ N — ^-tz^juyjup+f^—y—-tz\ N-^-tz^u^ 
* y HJS - y--tz ^?S#Htc J: y U ? ̂  > £ jjilt £ £ t X\ 

$>Z\,H^ M3H$i#switcj;y, 
u0 ̂ yvrnm^tmLT, mm<D±wm^.h^iNtiHii^©^^t 

S££^b3t!:€>c:£tf-?$£«, cti^tc^y, ^Mu^xDMfl^tc# 
fits, §£^Mb?^ >frllii-r£^ &ffe© H7 ̂  yISsSg 

IT, U ^ 51 >1H± 
&fc\ 

[0094] fcfc\ lt^IIs U^IIXtiH^M^MlItCj:^Tt#/cB^Mb^7 
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fc-r£*§£•#&"tOtcSb, &tfl> 
o^y2\z[t, ±7&mmm\s<7 3Ly%:m^z>ztif£ ysft IA\, 
b^>ti, £=&$?£ LIN 

o 

[0095] 

1 ^ b^>2tiN 

U Jli&tC&J&SttTfcJ^o Ztcs *tl=rl*JFM^Jlit^ 

XB/Fftg&Zfr^^Uis^TXtiiJjfeXfriXb £ < N B/F^ll^tTt)^ 
IN * f^'z7x 

[0096] nn£Kfcz-&z['<7:3->ijkxfi[s<?3->2(Dm. out) t^ 

§ o 

[0097] T;m^Ifr^ffliNTB/F^H^tT9^;i^ mtCT&teJStttc^Lfc 
T^JlfrtCi^LT 1^1^1101^ ̂ >2 £s 

y^ti50 ymttfttc 
t^ B/F^it£*T9^;£t^ 

>1 T, U^>1 £#fcaitt&$lff£fre>«/£3ti£^<*l 
£?#£^-#jii^ 1 i:®si© \y0^-y2 \yO^-y 
1 \y0^-y2 

s tdJ^Tfrfotii),, 

[0098] C0P^, Mzit, 

ftL<S \s0"5-y 1 

yjfs IA\> 4fc\ ccetdu b^>i 
£T;M£ *11*tc^3t±-S00L/cfr\ U^>2£T;M£ *11*tc 
t-acL^fc^tCRrtg-efcy, d©Ji^ $?£ L< tib^>2tcN 

SL< ti L/^f>2M'L/^f> 1 
£tl£>o 
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[0099] EL I SA7°b-h 

, &%\£—Xs ~7<)\s/?~, 7-NUA, p<>7"b>&£\ 

is=7Xs 

is'jzIX tf'J £-***- k *°'J X^U>XW:*0|J 

tl'So 

[0100] 

iir;£ s 

%}(Dj5)t;^Mmx^z>0 7\f.vy-tt^y&fo(D&omtnic&s 
jfc*fum uT i> o^y£izmfeittzztbpiffi-e&zo Z<D% 
£\ u^^yizbf^-^y^^Lfcbf^-^y'lt.u^^y^, x hi/^K7$ 

Vytt—T4 y<?LtcX K b 7° K T7 $ ̂  > 7° b — MCllA^bt" tU£<fc 

s/c, yti-ZftLT, 

ttT t» J; i\ 

[0101] 

3 ntc b ? > 1 t ZKltiZitZM-miMnm, 1 b 

?mz, 

lN0 £fcs H~#JI| I©?j|N ^tti^Jli^tT^ flints /7t/#^JIIM "a A^ "Tr =fc cfc lN 

?:Pi4U *ti=rl*2 1-Ifcaitt&tlff-l^f1^ 

) ©^£@*s^®±ic:#si-e$£>o 

[0102] B/F^H^tT1 

LT, 0!la.l£? pv h^77 -r —^ i%5t 

•7h^77'f * * tf 

flUtfLiBASys (&) §U) 

tilt 1 0iJ 

A tfHPLC£ IN•T#£|f £ *I£\ Ana L. Chem. 65, 5, 613-616(1993) 
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#tC§E*6©;£&tCigi;TfTa.t£JaN0 ¥=7 'J 

iI£-tCtiJ .Chromatogr. 593 253-258 (1992) N AnaL.Chem. 64 1926-193 

2 (1992) N &tf^l££iK2#tC§E*6©;£&tC2gi;TfTAt£JaN0 %tcs S 

SLTmtiLiBASys^ffllN^if^ £^§im^*/r22#4^303 

-308(1999) tClEi^tiTlN^&tC^DTtTPLticUNo 

[0103] S3EtC§ftBE Ltc£ 9 tC, *^JIitCfcNlNT^ b 0 ̂  > 1 At? l> 0 ̂  > 2 (DMJ5 

tcHIIL/^f>1i±Ol^ b 0 

f>21±©^% &t/b^>1 t\y^^y2(Dm^W(D^m^tj:< L 

T, WsO^y 1 b^^>2j 0*f£-fr®<^£5iiJR^tcM 

s/c, \sO"5-y 1 S.t/b^51>2 0-^tc|||I^W 

\yO^-y 1 |W]±©*t£-^ 

V21±0^% &t/b^>1 £ b^>20*fi^*0£j3c£#pmT 

[0104] [&ai#jiii] 

tc \\s03-y^ 

©^^©^HHtis 0!J X IN tc cfc lJ ti19 <1 <h $ S 0 

LTti, mti\ 
s mmmn, %%*&mns 

T IN ̂  titi^ff if±x m tf ̂  ti ̂  o 

[0105] wm^n^o^y 1 ^t//xtib^^>2tc^^-&^tcti, 
® ̂  © ̂ ^)UJ tc IN x tT^b tl T IN ̂  £ i&tflj ffl L T fx a. ti £ 

IN0 ^/c, 1 yit^^LT, xti 1 JWL 

b 'j yti-Zin.t, 

3£tC, >/^fftC^3-&£^>;/ Kt#ffiTl?IM^tlTlN^0 

T\ fti^^ffllN^ htC^tt^IxMlftBJ^tC^TlIfi^T^Tt <£IN 
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[0106] 

^aimxis 

5-i/V—tz (HRP) 

ttmSJUTosyefe-So 
[0107] i><?3-y\%m 

4~40°c-e3^~200#^-ej5^^tT^T, m 

fc£m±izist?> 1 £&aitt&$)ff£©^<*l HRP 

xMm,Ltcist>i-y2^mt4~40°c-e3^~i 

60|^J5J^^-&T^ Hl^tb^yi 3-y 2.(Dm.ti 

1*2 m^X, ig^fc)lJt©TMB (3,3' 5,5' 

s<yvvy) torn, 1 
4 5 0 n m©l®bfcJg3r)!]A£t" £>o ?#£>tlfc 

/lU^il^N ^t BBP © HH fj tl ft © ;£ c o ̂  T [1*§ © >MJ £ O T 

isn^<D&&n<Dm%M$>& z tifx$£„ 
[0108] l£tcs ^J^JiALexa FLuor-488 tetraf Luoropheny L ester=f T'Hiit L/c b 

0^-y^ <^N ^J^JiALexa FLuor-647 succinimidyL ester^T'llsH L/c b 

0 ̂ -y (FLuorescence CorreLation 

Spectroscopy, FCCS) T^aS^t^^K^/UJ^t"£ Z ttiX^f £0 

[0109] Wsi^y 1 Xsi^y2j *1 

LT>UJ£-t£ 

tc till® 7°^ X^E >±±P,§& £'0 * ̂  y - T7 x -f A y 7 y -tz -f ^ 

^<OT;£tcX. 1Xt, ft9 £ t-Rimxfc£0 

[0110] S3EtCl^0^L/cJ:9tC,^frJFM^JlitCfclNT, 1 JkZfis<7T> 

>1 u^>2j 

T?$£o b^f>1Ml/^f>2©-J 
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-ttihttmm -\s2i i^&t%ztqim1& 
§ o 

[em] immMmmi 

o &fc\ (&&#) 

[0112] (1-D ^mmmzmfeittsntcist^y ^ t, ̂ m&mmzmfeit-z 
o 3-y 2 1 

(0 mnt, t, mko^wm^o^ 

t#tifi\so^-y 21m%^w£ JFM 3 -t^ 
(i i) l^fn"ik CD M £ /IU AE! L s 

(n'i) %bntz.m%^W(Dmizm^^x, 
t~ §0 

[0113] (1-2) 1 ^ 

(i) 1 

•e 
(i i) 1 t MMomWM \s0 3-y 2 £ -&Zs *f 1 t # 

WMist>3-y2 t(DW.^W2^M^-^s :x^x 

(i i i) l%W.nW 2 ©M^)IUAE! Ls 

(iv) M^*2©M^S^INT, tm*©*&aitt&$iff©M£>iJ£t-£o 
[0114] (2-1) ^m&femzmfeib-ztitcisti-yi t, tifi^ffttifiLfc® 

(0 mnts t, tifi^ffttifiL/c 
mm(D\yo^-y2 tzm^-ez, t 
^nmrntrnm, i> 0 y 21 
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(io u 
(iii) ©M£>fJJ£1~ 

§ o 

[0115] (2-2) ^m>\mmzmfe{ktsntc[s<7^y ^ t, 

(o nn£^m&femzmfe<bztitzi><7 3->'\ tzmmz-zx, 
mz®feibtstitci><7?>'i ^ 
x 
(ii) M^*1 tmM^}%XWMLtz-Mk(D\yO^-y2t^^^:X, 

mswi tmmiy<p^y2t(Dm^W2^m^^, x^x 
(i i i) iMUaW 2 ^ © lifl^ ft it £:>MJAE! Ls 
(iv) mbtitcWM^^rnlz^^X, §i®^©*£ 

§ o 

[0116] (3- 1) 

(i) mntMM(D\y<p^y 1 t$m<Dis?3Ly2 tz&Mz-ex, \^o^-
>1 t\$&ttmmt\so^y2tm%£;w^misv:, 
(i i) l^fn"ik © M £ >fjJ £ u s 

(iii) mbntcmn.tiWomzm'i^x, 
t~ §o 

[0117] (3-2) ®it©b^>£ffllN£^;£2 

(i) 1 £ 

©^tt 1 J&^-C 
(ii) M^*1 £3111© 2 b^>1 

i^ff£: Xsi^y 2 t(DMaW2 ;^iN"e 

(iii) l^WiaW 2 ©M^)IUAE! Ls 

(iv) t#^tl/cM^*2©MtcS^lNT^ 

t~ §o 

[0118] (4-1) ^©b^VI^ IIii^K"elIiiL/c3lll©b^51>2^ffi 



WO 2013/065302 37 PCT/JP2012/006983 

1 

iks 

(ii) 

(iii) ^btltcWM^^mlZ^^X, 

§ o 

[0119] (4-2) MMOlst^y 1 t, ffiMM}MXl£MLfcM&<Dls??y2%fi} 

2 

(i) mmtmmout^yi tzmwz-#t, ^ 

(ii) M^*1 WM^}%XWMLtc-Mk(D\yO^-y2t^^^:X 

, tWMis0 3-y 2tm%^w2 ;^-e 

(i i i) iMUaW 2 >MJAE! Ls 

(iv) mbtitcWM^^rnlz^^X, 

§ o 

[0120] (5-D immM\n-zm&Ltc.mk<»\s<?3-y'\ t, tifi^ffttifiLfc^ 
MOlst^y 

(i) 1 £s tifi^ffttifiL/c 

mmo\y<p^y2t^m^^x, wm\so^yy 
o 51 > 21 m%^w z JFM s ̂  
(ii) 

(iii) 

§ o 

[0121] (5-2) 1 £s tifi^ffttifiLfc^ 

II® 
(i) 1 £^m^^x, 

%*>M£WMi,\sO"5-y 1 £0*1^*1 ;^-e 
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i±Ts tWMls03-y 2t(Dt%^W 2 :X^X' 

(i i i) iMUaW 2 >MJAE! Ls 
(iv) 

§ o 

[0122] i^o^y- ̂ o^y^-y KX 

^LttclftBE L/cb^f> - KW y^&tc^titi, mt£*f£-

WLTiNti^\ ^gdsfitcj^-t^^v^ynrWMt>/^fftc^3-& 
%tc, LTIN"e 

t(D--D (D'MI tc b 51 > Jfcf £ ItiHrffif L T ti ti\ 
^ m is i ̂  y £ mm 0 c ti tc *t L T 
s KW -3®xt° h-7° 

tc—Lfr^-n^-y:-?)C^fr-e$4lNo ZOtcSb, \sO=5-y - \sO=5-

yvy KW y^tcj;tLt^ St^-St^-ti-y KW y^itctbLT, 

Jt £1111 tc;% to & z. £ T? $ £o 

[0123] s/c, ^<Dmmm&*^t%mt>y^t>no)friz^<gtz>M*%:mz>z 
t till L < s foW - fcWV- y K^ tc J; £ &ai mmmx $ & i^Il^ 

- b^>+f> KW y^tCcfctLt^ ^l^llli^tcs 
jfc-rab^>£ffliNT#^tc^d^£*itg--e$£o ^^tc, 

KW \s<7^yt LT'J 
iNtiti, <£=17. s^ai^©^^Rrti"es>i)o 

[0124] ®5£©w^tcj;yN t< tzm c 
tiM, AM "7 — t — H) N #i;ftll££ 
#) s fg£-SMb (if£g£*#) * $lfej£ (^>7;ux>Hf\ tfpij 
a, 3L/7III) s S<^( JmMs R lM?£L ftiftCfc^Ts Ulltis >E 

g3ti£tt^&$#y£^fcLT^£C:£tffl?c>T$T^£o II^T, 

- is??>+t> y?m±s m 
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— t~ (SLXtfcJ^ CA19-9tfEj^H) 1— CQftf 

vim-mi?. (m^caMiEjt^ mmmvw-mm) ^ &&&<»%&. 
mm<DMWRxf%imfe<Dmf%s 
^ suxwmFaWanw&jkxfzomfts 

[0125] &fc\ *%mz\%z>[sOi-y - [sOi-yy-y KW 
t\ z.t 

h^^t^owm^Mizxtixm.^tm,-fotiz>UM 
^#©^^fot!:£>g:t®^LT^*U£Ja\, ^ blZ, *m%lzmz>\s<7 

J-y - \y 0 51 yV~ y K-Y '> Micro-TAS(Micro-TotaL Analysis 

Systems: /x-TAS. =fc q]"tb"Tr&'g>o 

[0126] [JM*0IJ] 

J^Ts ±$LfcMJfe©iM±;**©^b«^-;b 
-zfo&tzirn'&zmiz, Xsi^y- ist^y-y-yFjyTfezzbizmfo 

nm r (2-2) 

•2>^;i2j H11 £#B$L&fr£>§£BE~t£o 

[0127] (T7) 

%fs \s<7^y\-,t LTII^MBC 2 LC N (JU"F T r BC 2 LC Nj t 

tfi^b^ti/c^Mitt©@niis mA&ffi) izmm±m 
KfcZftOo rBC2LCNli, T t 

LX$£tlZ, ±IE (i£1) X& (i£2) ^3ft£>£$Mbi|g$r7-*J-tf 

W~t-g>$tfI*i3sG ! (Fuc a 1 -2Ga L /3 1-3G LcNAc/Ga LNAc) £# 

tSo ft? Xs b^VL^Syg^G^^L 

x^nmmim&mm 0 
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[0128] 

d©j£u r BC2 LCNtiHimi^ rFuca1-2GaL 

/31-3G LcNAc/Ga LNAcJ £„ ZOtcSb, 

[0129] ^JIIItCfclNTs il^^rBC2LCN^ 

lN-g.C^T:\ ^JUItCfetNT, b^>L ! ^ [s<7^yL2t 

(Dmtii*if £ J&t £ <D £ |$ itT? $ 2> o 

[0130] m 

@*gg|®S HC, 

mm<o[y<p^yL2^m^^s &&&i90 tufs^jii^u-c 
f £ £IXlJ P& < fctf)0 

[0131] 

ofcSRL, CGL2, ABA, XCLtfffl^£*l£ (^»iJ6#B§) 0 |g 

2~5tCdtlb©U^51>©77$yItlB^lJ^:^^"o ifl^yi^c&^x\ 

13^!]#-^2(iABA6D77$yS£0B^!k 0B^J#-§-3{iXCLCD:F$y8£SB$k 

IB^y#^ 4 & S R L (DT$J ItlB^k I3^y#^ 5&CGL2©j7$>' IIIB^y 

ZZti'eti&To zti 

1f^t £G 2 Um L fco 

[0132] &fc\ SRL, CGL2, ABAMCLlt -*)-£!£ 

i3^ys^2~5izttfctz>±mtei& 
mtvt, ^/ciB^y#^2~5jwtfk&s m. 
$U JiAs <£l\ 

[0133] *#Ji£J:y, b^>L ̂ ISM^G^^LT^tb 
T Ltcm^W HC, 3 e> tcHimi^G 2^LT^f>L2 

(HIC#B§) 0 

[0134] ±IE©il-^JllItC£lNT, ^IN r BC 2 L 
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mtZ>Zt%®5±Xx*, ®*@H®S±tC rBC2LCN^^ 

fiitmm--? 2©^^ijRw iz JFM S -& 

[0135] ^ ̂  tC. l/^f>L2Ct,> ii^^^rSRL, rCGL2, rAB 

AN rXCL?;ffll\§Itl:\ b^51>L1frb^51>L2©HiltCilp-n LT 

*f JFM L/c y N b ̂  ̂  > L 2 JFM L y 1" £ 0 £R&±*e 

[0136] (0) ^ai#Jli 

©ttff tcj^j;o 

L 2 &Z.tlZ£-oTs ®*@H®S±tCjFM3tl 

tztU-&fo2%tftthtZo Ist^yLiRXflst^y 

^2®^^: IZ$>& t Z> H t if-? $ £ o 

[0137] $bizs %t>ntzmm 

ff M tc g -3V T, i£S±;t bHII V - t -(Dm£>il£ L T i J; i\ 

fulfill £ LT, ®ffiMStC#^-r^3'5^JP^J5J^a)b^51>L2;&IXy 

P& < fca&©Bfc&£fr o T t, J; i\ 

[0138] S^5iii]|^t5rBC2LCN (^f>L,) 

t, rSRL, rCGL2, rABAM'/XttrXCL (U^f>L2) h 

zmfr-Sfr-t+rfB^r+i-y zt-e* r BC2 LCN®^ 

[0139] S/c, ^mWJtC <£tlti\ tlfi3tl/c r S R L, rCGL2, rABAR 

tf/XtirXCL (b^>L2) KW *1 

i^tlfcrBC2LCN (b^fVL,) (DfrZm^T^&t tlti 

r BC 2 L C N ^il^tCtb^T, 

$/y^-Jl/£?#£>*l£>0 Z(Dtci£>, *flrWJtC%klhis<7l-)i'(D%&j£lZ 
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qimttsiz (mm\i#0°) o 
[0140] [^fy h] 

\sO"5-y 1 >2 
y, 1 M'b^f>2©'M< t:b-'DirmM^^^^\y<7iLy 
ttstl&0 

[0141] \-(Dmj&Wtt(Dft% ±IE0b^51>-b^51> 

V~y K*Y y L/c® U T'fe'So S/c„ 

Z. CD^H? lN £> tl'i>/J|jti5El75)N ib> 

iSgjIJR 1~tU£J; l\ 

[0142] %fc, *>y htCa^ti-Sli^^tCti, £>ti-g>§i^I, 

mfcOftm jxj^£»js mm, tyons mjs 
it$L 

Xsl^y 1 AXflst^y 2 t(D&J&%:m^Lte\J^(Dtf^3itlZ 
iNTtd^lNo £tcs ^tCD/Blzz.ijs il (Dfr^TlN £>tl'i>/J|jti5ISfr 
<?iS:i:3lJR1~tu£J;i\ 

[0143] $blZs 

tl^I^n^/uWTtcUNo &%i(D 

tc ̂  ̂  T ̂  ̂ ti/c^ K ̂  ffl IN x t d: IN0 

[0144] 

(T>mmzm^< =&©-?&yN ztcibiz&mtZB* 

•e&tu*#^froi6^c^;teRrtg-e&£o 
ttz, &m<oftmtzz&. *->s(D^vrn^ 

t)$ py&^tClEiccOT&^ffl LTfi-otco 

&fc\ *wMW*tt\m\stz&ffi$:ffi. 
LZ&mZtiZ*><D£tZo 
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[0145] 

&fc\ ms&mm'si.tc±^±te& & L &^b, mm* 
eiLfco S/c, i£Jfe£&Lfcl&tC?#£>tifc^ffl©i&^££ffllN-c\ f & 

^mmmmzmm^m Ltz&m 2 4 mmmm 
INT, ^di^T^/co 

[0146] (^MJ 1 ) E S«0«^fe 

(KhEsi$o &, 

Suemori£>0^;£ (#^»4#B§ 

) (aUiSSL/co *li4%/^7^JbA7^fb KTS^LN PBST&&L 

(Cy3£^) Lfc r BC2 LCN ̂ JPPLT^T 1 0#^ 

(HI2, *f££0 o 

[0147] mmmtLT, ESffl]&^ i PSffl]&£^fttCsSI$t-£Tra1-60#L<*£ 

K h E S 1 $[|#U=I • — — ant i-mouse IgM-AL 

exa488£3 £ tCJ5J^3 t!:/c =l P--0^fejf £HI 2±|^tC^t"0 |W|±|^ 

till Ulffl^^^^DAPIT^feL/ct^Tfe^o 

[0148] gft^^Mb^tlfc r BC2 LCNtiTra1-60jjtl*£|lD*§tC, ESM£3H 

<lfefe1"-g> (HI2^lx^s £tiH U < fIi$©^£lfefeL/c:fc©o ) o 

-r 7"=i> KP-;U^ LTBSA^ft^jMbLfcta^ffliN/cif^^^fi 

H^tiftlN^fr^ (m 2 TI&iEo ^tilWIDIfflJ^^lfefeL/ctcDo ) s 

r BC 2 LC NtiTra1-60ft<*£llg]££/^i^tlJU±tCE Sffl]&£&<*fcai 

T£ Z t1f'<bfr£0 

[0149] ±IE^Ttilffl^^»-&-rtCtT^TlN^)/cto, Tra1-60^frfr|ffl^M® 

yj^O%^KWs^mMLX^h(Dtn^ r BC 2 L C N frllfi LTIN£ 

TFuc a 1 -2Ga L (3 1-3G LcNAc/Ga LNAcJ ti, 7^b^SI©MKl® 

-e±miz.f%%iL-c^zm*y'wnRxfmmnomi&mt LT, 
a 9 J: 9 tC#£ L T IN £ £ £ 1fMfo tl £ o 
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[0150] (^&t50IJ2) E 

mmmi £ll«cOT;£TiJ^L/cESM (KhES1*fc) Draper 

b(D^ (#f#^»5#B§) «l)lJt1 0-5mztjiZ£?lZls 

-fym&mnLzmmt&ztiz^yN Esinomi^fi^fco 

80f|iSiL/c^ 5, £*Tft#lC$MbtfiiA,rt:C: £ £5611 

LT, i^ctlfiL/c r BC2 L C N £#«,>: t*/c (113) 0 tb$$tt 

tih LT, Tra1-60ilnfa£J!xJ/k3l±'7c?j|N ~^/E <*"£:'$>•?>ant i-mouse IgM-ALe 

xa488£3 M*P, r+RAj b ̂  J -f L 

r-RAj 

o &fc\ ^3£© r D A P I J fcfcN ^UiM^DAP 1-e^feL/c^ 

[0151] r BC2 L C N (Z) td: <^; <^f ̂  Hbl JtO-

o CtUCftLT, Tra1-60^1*0 ft#lcm&RTtg&3il 

&%&?tz££-C$>2>o &9U<D£ft<k^-tl-tLTm^ 
btlX^ZTra]-6QtfifctfmmTZM* ftibtfMA,tz&m-e 
ti&mt LTmm^km-zfrtevommzmftLT^&oizttL, r BC 2 
L C Nfr!ItiLTlN-g>mi*i3s© TFuc a 1-2GaL/S1-3G LcNAc/Ga LNAcJ ®*I£-

b.h,Zi% ii L & < 

[0152] TFuc a 1-2GaL/S1-3G LcNAc/Ga LNAcJ 3Mb 

rBC2LCN@^blimM 

^LfcEsm i PS«^^«^f#a^^lliit-^ffiti/c^b, 

K t LZ<Dm^mfe.*%LZ^&Z.£tft)fr?tzo 
[0153] (^MJ3) 

c:©^"effl^fc i PS« (201B7^N 253G1*fc) * 

'J V-7>iz>*-frt>ftmZgtffzo llTIGMK0S#19&tt(&)£il&ffi$|^ffi 

Rpft&MMI^W^-tz > * - JCT^ttS tl/c (St^fglOo Tateno £ 
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1 mm iz£ u mm Ltc0 m 2 4 mrntm LIUJIX L 
% ct lJLN ipS-h/it*k%tc0 

[0154] j£g±;i4nc TFuc a 1-2GaL/S1-3G LcNAc/Ga LNAcJ LTIN 

r BC2 LCN^ilNtll^/co 

2 i PS«0201B7^t/253G1^^8 0^±MLT^bIf 

mttco P> hP-JUt LT, (RA) ftb-eiWIL; i PS« 

®201B7^S.t/253G1^tCOlNT:fc|W|S^±ML/co £tc, TIGMK0S#19^CO 

^Tt, -f >11 (RA) ^Lt40f^iL/co igillifiB, 

o & i P SM©i£S±;*£:i:71D^,iMbLT^ F/?^x±izmfeik 
Ltc r BC2 LCN£20°CT—0ftJ^3-&T, xA'*y-tz> 

(114) 0 

[0155] rBC2LCNttUfy^ L tigS L/c^^lb?:ii L 

tc i PS« (201B7^N 253G1*fc, TIGMK0S#19$O Ltc 

D©, b^y -f >II#S"F-e±ML/c^bL/c i PS« (201B7^N 253G 

1^) ^P > h P-JUi£ite£&J5J^14£^3&7!)N^;/co ZCDZttes TFUC a 1 

-2Ga L /3 1-3G LcNAc/Ga LNAcJ iM±;**©3Mb, *3Mb£¥0£ 

S)§o 

[0156] mm±)H%:m^TE s« 
s i Ps«frttii^ti/cc«>:fr^iiEqrt^-efe^o £tc, znbmm^ 
ftt{.tczzimzii:£?tt%mzs 

00t$» MlfflR 
) ^ESIE i PS«7^^0^«^^^U/cP^ »l^tLfc 

zztif 
[0157] &fc\ fi£3feN LTNanog, P0U5F1, DNMT3B, TERT, 
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UTF1 (undifferentiated embryonic ceLL transcription factor 1)N 

F0XD3, LIN28, BRIX^0^ > / ̂  ff "e >^0 If© 

[0158] (»0iJ4) is is 4 lZ£Z%m±fe<Dmr 

^7X±0r BC2LCN (b^>1) 

izttLTtfuhmist^y (u^^>2) isi^y - isi^y+f 
> K-Y '> <£ fkM,<fyfc0 b 0 51 Xb r A A 

[0159] ^»J3 (RA) tj:L(D\ PS« (T 

IGMK0S#19*fc) ts (=l> SP-;HgJft) ^4BiSiLfctSS±l^ 

MXLT, r BC2LCN^@^bL/cX7^ K ? ̂  XIZ 2 0 <C-e-0fcJ5J& 

Zittco )%)^Ltcmz^^^yitr AAL^2 0°CU-mK^^tcm, 1 

ix g/mL0Cy3 ̂ JHb L/cT, K b 7° h T \Z*j > £ 2 0 °CX 3 0 

tttc^s (115) 

o P> K P—Jl/i£Jfe£o^Tt>ll^©^S;&tJc}II^£fTc>fco 

[0160] W^XlzmfeitLtc r BC 2 L C N t 

^yxmWi^tcAALikm^tc^mmist^y-ist^yy-y KW 
ted;o"c -?^e>AHC& 
o tc o 

[0161] (^»IJ5) ^-A'-W is<p=J-y(DX<P 'J —-y? 

7fc3Mb$ttI^ —t) — ^ b ̂  51 > - u ̂ 7 51 >H^-> KW '> 

tCofc r B C 2 L C N £ £ =& K&ai 

misery tf-'<-i>4 ist^y) t {.xitm^m^isc^yoxc u-
->y^tT^/c0 *<? 'j--y^mt LtctmMisO^-y^XYO r^i 
J 

[0162] 
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[^1] 

SS X—5 
K—X * 

FLAG-EW29Ch Lumbricus terrestris PDB 2ZQN 
FLAG-EW29Ch-E20K mutatnt -
rAAL A/euria aurantia PDB 10FZ 
rABA Agaricus bisporus PDB 1Y2V 
rACG Agrocybe cylindracea PDB 1WW4 
rAOL Aspergillus orvzae ref.1 * * 
rBanana Musa acuminata PDB 1X1V 
rBC2LA Burkholderia cenocepacia PDB 2WRA 
rBC2LCN Burkholderia cenocepacia PDB 2WQ4 
rC14 Gallus gallus domesticus NCBI M11674 
rCalsepa Calystegia sepium PDB 10UW 
rCGL2 Coprinopsis cinerea PDB 1ULD 
rCGL3 Coprinopsis cinerea PDB 2R0F 
rCNL Ch'tocybe nebularis PDB 3NBE 
rDiscoidin I Dictyoste/ium Discodeum PDB 2W94 
rDiscoidin II Dictyoste/ium Discodeum PDB 2VM9 
rEW29 Lumbricus terrestris PDB 2ZQN 
rF17AG Escherichia coii PDB 3F6J 
rGall Homo sapiens PDB 1GZW 
rGal2 Homo sapiens PDB 1HLC 
rGal3C Homo sapiens PDB 1A3K 
rGa!4C Homo sapiens PDB 1X50 
rGal4N Homo sapiens NCBI NP 006140 
rGal7 Homo sapiens PDB 1BKZ 
rGal8C Homo sapiens PDB 30JB 
rGal8N Homo sapiens PDB 2YV8 
rGal9C Homo sapiens PDB 3NV1 
rGal9N Homo sapiens PDB 2YY1 
rGC2 Geodia cydonium NCBI X70849 
rHeltuba Helianthus tuberosus PDB 1C3K 
rLSLN Laetiporus suiphureus PDB 1W3A 
rMalectin Homo sapiens NCBI EAW98213 
rMOA Marasmius oreades PDB 2IHO 
rMR-Cys Homo sapiens NCBI NP 032651 
rOrysata Oryza sativa NCBI AAB53810 
rPAIIL Pseudomonas aeruginosa NCBI NP 252051 
rPAIL Pseudomonas aeruginosa NCBI AAT49409 
rPALa Phlebodium aureum NCBI BAC55268 
rPPL Pieurocybeiia porrigens NCBI BAG85345 
rPSL1 a Poiyporus squamosus NCBI BAC87875 
rPTL Pholiota SQuarrosa ref.2 * * 
rRSIIL Raistonia soianacearum NCBI NP 520228 
rRSL Ralstonia soianacearum NCBI NP 521407 
rSRC2 mutatnt PDB 2DS0 
rSRL Sclerotium ro/fsii PDB 20FC 
rXCL Xerocomus chrysenteron PDB 1X10 

^PDB : RCSB Protein Data Bank (http://www. rcsb. org/pdb/home/home. d 

o)N NCB I : National Center of Biotechnology Information (http 

http://www
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://www. ncbi. nLm. nih. gov/pubmed) 

**Re f. 1 Carbohydrate binding specificity of a fucose-s 

pecific Lectin from Aspergillus oryzae: a novel probe for co 

re fucose." J Biol Chem. 2007 May 25;282(21):15700-8, 

Re f. 2 : "A Novel Core Fucose-specific Lectin from the Mush 

room Pholiota squarrosa." J Biol Chem. 2012 Oct 5;287(41):339 

73-82. 

[0163] + h*^7X (#1066643, SCHOTT) 

C2LCN^N p> hP-JUi£it!2X&iPSM(TIG/MK0S) 

tc*>(D) £2 O'C-e-BftJSJfcSttrfco fefo (25 mM Tris-HCl pH 7.5, 

140 mM NaCl (TBS), 2.7 mM KCl, 1 mM CaCl2, 1 mM MnCl2, 

and 1% Triton X-100)T 1 Ltca tO&s Cy35^,MbfI$iM l> 0 

2 0°CT'3 0#PE!H K Ltc0 GlycoStat ion™ Reader 

1200 (GP Biosciences) L/c^|l£lil 6 

tplt-h/it'TM# b b P y hP— 

%^\$,^L^tc\^^Ltc0 

[0164] mQlZ^tlZ>£?lZs ^MJ4-effllNfcAAL©ffeN SRL, CGL2 

, ABA, xc 
ti/co zoztfrb, ztib^-DtDLst^yif, \s<p^y - \s9"5-y*fy K 

-Y v J-yklZ ct lJ 7fc3Mb$ttI^ — — b ̂  > £: LTW 

fBTfo&Zt tfBR bfrttZ:? tc o 

[0165] (»0iJ6) KW CJ P>tf^> K Xsl^y 

) 

5 tl/c rSRL, rCGL2, rABA, 

rXCL^b^f>2 rBC2LCN^l/^f 

>1 KW 

•S T^^MbHII^— t) — (D%kHH fr -o tc0 
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[0166] X h U7° YT\f.Vy-f\s- h(Nunc, #436020)±tC >lbrBC2LCN£® 

^bL/co }9t)§&(D7°b-h^ -f >I£(RA)#£TX&##£TTiPS 

»^§0^WL4i)^80«U fei8 0@0tS#±;f (i£Jfe£ 

^^2 4 0|rP^iiL/c:fc©) £0i|XLTt#^ft/ciM±;*£;igTU 3 7 

•0-ei HJt&}#£tT^/c7°b-MC, HRP^^;MbL/c±^ 

3 7°CT 1 1-step UL 

TRA TMB-ELISA (Thermo, #34028)%ffiT U ^T3 0:frJ5J^ 1M»£ 

iPxTSJ^A^± U 450nm®D^^^^:)|JJ^ U/co 

[0167] 7 |i|7tC&N > K • — 

JUi£iteTl#£ftfcP»JtlfiTP&LTffi£S/N^ LTH^L/co 

^^b©iPS«0±M±;* (253G1(RA-))tti%lNS/N 

bLT, ^b^"&/ciPS«0±M±;t (253G1 (RA+))fcfcj; y 

'fSl^S/N'fit L/c0 41(D7t'-/\a-l//f >09^% r A B A fctUt ift 

INS/N^^^L/CO 7-r-y-« (MEF) 0±M±;*&, 1^7 

I£(RA)0^JPtCfrfr;b£>t\ =l> 

tc o 

[0168] (»0iJ7) KW 

^wye-e^L/cb^^v - KW 
J: £v- £ -0^T, i£S±;t*©£#lb«i&££ 

Mt £ fc to ©&wW.O W£ *T o /co 

[0169] iPSM (201B7X&253G4) £2 4 iSift (Medium WakoB, Nut 

ristemN ReproFFX&MEF-CM) £[I!]J|XLN iptfe^CD i PS$|#UCD$|#Ui££: ^ > 

KL/co iPS«0±M±;*^|^b^LT, 6 £ll*§(OT;£TMf£ 

frl\ t#^®^#^:7iN^"[°]l)§iSil7^^:^Mil7^<h; LTt# 

fco LT r A B A 8, M 9 tC 

% r S R L 1 0N HI 1 HC^t"0 l|8~|i|1 1 

iN-ftltO. 9 6 1 J^±0i^l4@il#i(£^L/co 

[0170] I<^£-;b-&Ti£S±;*^(£>^:$Mb 
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& 0 £ & ofc S AN © ¥0 ̂  £ fx ?# £ £ £ to AN £ o 
[0171] (^MJ8) 

T?&s v-i3-<om^^7?tz0 

[0172] (KhEsi 

sup) N 3 0^±MLTt#^tl/ciPS«0±M±;t (253G1 sup) (i£jfe£ 

M^2.A^W\^MLtc^j(D) y K •—;HgJft^1 mLf^ 

rBC2LCN@^btf-X^:;F^U ^^3 J5 

JSII^-X^0.2 % SDS 100 ixLT9 5°C5^jQ^U 

fco *^®#10 ij 77$ SBIfefe^ HRP-rABA 

XliHRP-rSRUCj^T/Pv 

[0173] ^£111 20A~C^"to HRP-rABA^HRP-rSRLJCcfcS^Py S-ett 

% 2 4 0 k D (B, C#B§ 

) o 

[0174] irE>tf K2J 'J ^r'vy K 1 2 DtC^fo 2 

4 0k D K 

tl K*J 'J >/^0— 

bfrttZ-otc o 

[0175] LT, *° 

^ti/co 

mom^izfc^xmw^t^ mm'mowMizbm&i.x 
^&Zttf%l£bnx^Z> (3M$fF&iSK 8 #B&) o 

[0176] ttz, *mMM<DBmRXf# K*J 'J **>y<DTJUti >J >%lk,ZU?fcm$(D 
famfrbs ^° K2J 'J ^i/y&s mmmO)Wrn.*lZ rFuc a 1 -2GaL(3 1 -3GaLNA 
c (H*473mm.) J £#&=&©£*ifc„ ^fc\ 
K*J <J JrisyiZfc&LX^ZfrEfrlttBJlX&Zo 

[0177] 7°3mnZ£TZtf K*J 'J **>y&m£3tlfc 
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ztte, ^^b»£*£tt~t£/ctf)®70P-7"<>: L"C K*J 'J *•*>>#[ 
WXfo -o ~€s *° K±J U 7°3 mM(D!§»{utkWMMIZMMt 
£fUmX$£ qTt^tt 

[0178] (^MJ 9 ) r B C 2 L C N ©Mf 

r B C 2 L C N sSsSgf £$t$Mti£©fc„ 

[0179] r BC2 LCN£NHS-activ 

ated Sepharose 4FF (GE)LN $— (inner diameter, 2 mm 

; Length, 10 mm, bed volume, 31.4 /j, L) [Z^Sbtci^ P 

V V-V=7 7 4-\,Z&mLtc0 HKiPS« (201B7) \ZV*J)\,T 

®]^285 nmN 1^350 nm-e&ft&ai L/c„ M 

rBC2LCNtt, iPS«^^^H Ltc H * -f 7°3 ?:ttrOii 

fltCttU Ka=2. 5 x 104 H-1 5 C t fc (HM 3# 

m) o 

[0180] @13 (A) P> KP-;UPAjbHII"efe-g)Mana1-6(Mana1-3 

)Man/31-4G LcNAc /3 1-4GLcNAc-PA©;#tJH 7°P 7 7 4 )\s%mto MB&s iPSIffl 

b i£it L tcPMk'M&Xfo Z> Fuc a 1 -2Ga L /3 1 -3(Ga L /3 1-3G LcNAc /3 1 -6)Ga LN 

Ac-PA0;#tJH7°P 7 £fcs HI 1 3 (B) l£s Fuc a 1 -2Ga L /3 1-3 

(GaL jS 1-3GLcNAc /3 1-6)GaLNAc-PA (H * -f 7°3 

N-^-tz^JU^UP+f^ X H^&7P-X£^"to 

N -Tiz^JUfJUZ+tS >s 13^0 \-~Xt N -7-&J-)\s-ti=7<? K +f$>© 

Fs3 ©:&&£&£ 'J y>T-Vs h-7i:7 3-^©f|©iii(ia 'J >^r-

[0181] (#^»J1 0) 

£ &SE L /CQ 

[0182] 9 

f>7H (#f#I^£tn mm KPNGaseF^jiTFU 37°CX-m,KJt^^ 
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tc o JSJ/Stfll 1 T, C y 3 (rOrys 

at a) £;&TU 2 0 °CT-0ftJ5J^ "&/c0 2 !•]&&£ ft o T, GLy 

coStation™ Reader 1200 (GP Biosciences) Ti£^ijj|Jt L/c0 c£tc 

, tt$%t LTPNGase^II^T^TlN&l^SJt^Mb^V^b^ffllN 

Tt|W|*§0}#fE£fto/co 

[0183] PNGaseFMLm%fT?r^te^l'mL>Tl'<fV&. SSA, SN 

A, RCA120, MC A"U'"> 3 tU rO r y s a t a^ctl 

b4o©U^7 51>tC^LTlN/co —Us PNGaseF&Lil^ft ?tc\s <7 ?->7 \s 

-fTfc^ SSA, SNA, RCA120, MC A frb® */?-)-frtfM&Ltc 

o £©££1^ fM y^;£tc£iNT)liit£W~t£ b 

t^yttm^tci.f^tcti, U^>|W]±tf\ 

.. ^§£b^51>§#^Wt~'i>MfI£^LTi|n"n LT@^J<h 

tf£b%s \sO"5-y - ^o^-y^y K 

-f v tc 33 ̂  T tc £ ̂  T &P§1f £ 

i; £ pTf£'IWr% M fc0 

[0184] (»0yi D KW(mm^mm[s<7^y) 
^ >7u•< Lxmtcii 

INT. is0 3-y - \s9?-yy-y\>4 y^;itcj;£$i 

* >A?M©*£ai£ftofco 
[0185] ##^ife0J1 0Tffl^fc^$Mb?31>:Pb>ncPNGaseF£}1§TU 3 7 °C 

T— 0W S LTCo -f a Vf£% 2 !•]&&£ ft o T, 51 

• ?WJ> (10 M-g/mL) 4iTU 3 7 °CT-BftJxJ^3 t^Co J5J&& 2 0 

/jfe^^rftoTs C y 3 (rOrysata) ^jjST 

Us 2 O°CT3 0^HSjS^-&/co £J^2[5]&>#£ftoT, GlycoStat ion™ 

Reader 1200 (GP Biosciences) T^^ijIiJt£)UJAE! Ltc0 £tcs tk$&t LT 

7-uVu7x) y^Ti+t^p^nyj 

7is4xmbtltcm%i&m& (Signal) tMT LT^^y •??# 

btltcm.%^.m$. (No i se) t(Dtb (S/Nhb) ^^diL/co &fc\ ^ 
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SSA, SNA, RCAI 20, MCA&tfr 

0 r y s a t a <7u 

tl/Co 

[0186] r^2 J tC^fo 

[0187] [H2] 

S/NJ± 
PNGaseF L PNGaseF 

S SA 1.9 8.0 
SNA 1.5 6.0 
RCA 12 0 1.7 3.6 
MCA 3.1 6.5 

[0188] PNGaseF$M£fToT^&^H7f1yj7H'©S S A ~C 

<DS/Nlkttftn . 9?'fo?tz0 ZtllZjtfLZs PNGaseFMH 

>7KOSSA T?ttS/NJ£tt#]8. 0^11 

MlZ&mLtc o ll*§tC, SNA, R C A 1 2 0, M C A tCO l\T t, PNGaseF 

$M£fr o tz l> 0 "5- y 7 l> -f T?&, PNGaseFMH^ft o T l> 0 51 > 7 l> 

-f tChbLT, fPyP7*'J y^ih(DS/Ntt1fm^lZi^[yfz0 

[0189] !10O|g|^, PNGaseF$M£fToT^&^j7H"e 

ti, rOrysata <7 tf, fP^P^'J > 

If) ZfttZZttHK SSA, SNA, R C A 1 2 0, MCA (JilJEffl is 0 

^y) tCi&Jg^U J 4 X1f%£.LT^Z>Z.£1f%z.t>ti%>0 CtUCttL 

T, PNGaseFMH^ft^/c^b^-eti, JilJEffl b <? ^ >©$tflP££tC <£ o T, 

JilJEffl [sO^yto) it&^ l$± 3 tl, Mfem u <7 ^ y 
t e> £ i; a *> i^#jt iz 
^ai"e$/c0 

[0190] Is^^y-Is^^yy-y KW £fr9*§ 
\s?^y(Dmm(Dmw%:m%tz>ztiz£t>), mmtz^c^-yo 

mmzifc(D Ist^y LtLS?0^R5±Lt, >D£©/< v 0 V=? V y 
K£€< Wx, !t Jt T HH fj tl ft £ >U £ T bfrttz? tz o 
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[0191] 1 ^ z-.mswz (u 
c^yL,tmihnmmTt\yc^yL20m^w)s LI:U^>IN L 
2:\st>^y2s G1N G2:Himi^ S : T : 
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!t#©S6SS 
^111] $$«©iM±;**©T§E (iU) Xtt (i£2) 

Oai) 

OH 

RiiiOHi, R2(JOHIN 

x&&n<Dm$ks t>y;«7Hs mit ) 
(i£2) 

OH 

RiiiOHi, R2(JOHIN 

x&&n<Dm$ks t>y;«7Hs mit ) 0 

^ii2] (su) x& (sS2 

ZZtZftftittZs tmm HC|Ei6©^;io 

#JI3] fu§E^>/^ff^\ TIE©^ >/^K"efe^)!*^iI2 tc|Ei6©^;i 
J 

13^0#^ 1 71113^0, 71113^0 1 f L 

W.&S mXs 

tuiE (^D x& (^2) 
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tcfe(Dmm±}m-T:-foZ>Zt%:W$LttZ>, 1*^111 ~3®lN-ftl7!M 
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