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AR bFih BEEYLEFRABE o EREEL L
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#t W& &k & #F & (cholinomimetic arecoline) 2 {& M BS FE & 37
B & B &M% (Saija A AN > J Pharm. Pha. 42:135-138
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AR EEREHED s FARAE - Bl MT 0 KB

mEREREZEOAEEHOEBELTIERTS T B R
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e ©

[#AnmE]

LAABH —EHPREBAHFEBOEN AL KM
b x Fik o BB EFEEAHR/AKREENETERB TP 0 R
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EABRZ TR TRELCEABRTHARDE RADY
EHB (B ZTEER/AKR)ZHMABRN EARANE &
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B AABRAZS —FHRBATFTHEERETFTALSHARAER

tERTRMELAAKR/IABFZIRERREROAHR
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FFAAREEHN AR EELZHE HBLPERAREIRLES Y
% o

WRESSTITELALEEE - TEHR | BAEAB I
ZFOARERTE VI ZREHOEEET L &EH# -

—HEmE S BBATREOET BN SESEN A S
FRATTHMW BHRIAUBELARLETCIAARLES Y
BRIZEBRBERI I HEE R TERBTER, 26
THRBTERABAZIAIN OB ESREHR - Bt &
CHAERBMTERREEHTER(W LT — % 318
RCEHAARBTERABEAGOFINER) &R B XK
CEEN-RC-RBEEHFZIRBTELER RRAEZIRLG2EL

® BB ZELCEFRARABFERY TERZIBELE -

WREESTFT a4 — B R BEKRETETER f 4
a%%%ﬁaéﬁ%~%%ﬁﬁ%~thwwﬂww\
VScFv A M - ERESGNE - BERELLH
FTTHRHELELCEEARE K TELA S B EM(TE NS ME
RR&ES) Pl ETAEAEHERRX=BENR - £—F
BT RREESS TARE - D —FHRelF > LB
N TAEHRBRABMAD) - £S5 —FHH T > B &L
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B2z — % % EJIADR /K — K $EScFve £ F% —FHnHl ¥
KRELSFTARBEKZAS REELSHFTFTES

E2H —AElgEbB (B BINARVE RRHFERE
AR BIRBRERZAEAZEHRZ) £ T AHJAD(H o A8 -
BREAXELEAKESOETER)AAETAEASAT A
RZBEHFTEZA M ZEMHER - CTLA-4(Evibody) - A&
EERESG ZFGAERAZ N, F > Xk BAXZEH B
(Affibody » SpA) ~ A% # ¥ (Avimer/Maxibody) ; # th % &

& > 3% 4o GroEI & GroES ; # 4& % & (trans-body) ; &% & &
F#4 % a9 (DARPin) ;s BR#B R S CHE S RBEE F L& B AR (Wi
# % (Tetranectin)) ; A B & K B XK EF 9 A A B Z X
(affilins) ; PDZ& # 3 5 A % & 8 4] & X & & % kunitz
Al 4 4% 3% (scorpion toxinkunitz type domain) ; R 4 4 & &
% G (adnectin) ; EH A ETZFEAAT I EAEARFAKRK
AR Bz S RLBES -

CTLA-4(lm e HFHTH CE @il L R4)A £ & £ CD4+
Téa o L A R X CD28R % S - ABIFHA A T H Riklg
e AR B ZCDREEZETERERAFFIRAUAR TR
Flegdfh SIRAEUAREALTRNESHREHICTLA-
4 % F I % B Evibody - £ % # ¥ % R Journal of
Immunological Methods 248 (1-2), 31-45 (2001) -

BEEEREOLAE RS LEERS - KAEEET  BREFX
RETZ I B AR FHOBRSIEEOR %R BEFAHERE
HzHABREASERRARE-BR2_ge# HITET
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BUEAESFTRARERLR - HEHRE G 8 R+ A »160-
180 e R de 2 F > B AEETERETSAEL - £ 5 %4
% A Biochim Biophys Acta 1482: 337-350 (2000) -
US7250297B1 % US20070224633 -

affibody A & & % & & & 3% F (Staphylococcus aureus)z
FAARLWN TR A TEIBULEUBFTBELS « S &
HmBEYBEREARZZER RER - b iraRA
R A £ X B - £ %3 % % R Protein Eng. Des. Sel. 17,
455-462 (2004) % EP1641818A1 -

Avimer 5 B AE BB T E X% AL 2 S EHRBE G - 4
3SSEEABIRALEBBRARABEE L — B ibtyie s 2 &
W ARMBREAMBRAZIRAAGIL SR BEL S BN
£ % 3% % £ A Nature Biotechnology 23(12), 1556-1561
(2005) & Expert Opinion on Investigational Drugs 16(6),
909-917 (2007561 ) -

® REZOHERAFANBERT S - BREeTERAS
HFHRBETRBRARAFINREFAAD LB UL A RFAL®

#ﬁ,/ﬁ°é‘“ﬁzlBil%i??ﬁ%é'ﬁ‘%‘%i?{ﬂ@%Trans-
body - £ % ¥ ¥ 4 B J. Biol. Chem 274, 24066-24073
(1999) -

BRFZHECEHNE G DARPInNG G B E G & 4 > 4
EOANEEXLB RO OB T EIRBGOEAY £5 -
FREEOEAFI A HMEE %R — 188 (turn) i & 8
BEAENEA - ATHOMBILEEEF I 28 — 85
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— AR ZRARIERBEUNLELARTRALERRAE - &
SREBTEOH AR (- IR BE) &
% 3% % % R J. Mol. Biol. 332, 489-503 (2003), PNAS
100(4), 1700-1705 (2003) & J. Mol. Biol. 369, 1015-1028
(2007)& US20040132028A1 -

BHELOFOATEIRALEANESRAZITR
Adnectin g III % A B2 A5 K aFEN)HZISEEARE TH
ZIOB BBz RARABRF I ZEMAR AR WY
BB TE T AR U Adnectinfe A BB BRI EX

LA EY o P % 35 4 R Protein Eng. Des. Sel. 18, 435-444
(2005) ~ US20080139791 ~ W0O2005056764 % US6818418B1 -

BELBELAFTEZCARZIAAHELS T ZTRK

R ELBEAAALERABRBAZIRAMET EKR
t i A 2% b (TrxA) - £ % # ¥ 2 A Expert Opin. Biol.
Ther. 5, 783-797 (2005) -

OB B B25-50E AR S A3-4E L R RS
MERBAZMEGAA-MEEZE S EKKalataBIA F
32 £ + (conotoxin) & #7 & % (knottin) - HEZ B A A T & T
ERRALABESCEARARMABENT OIERE R
2%  BIRABIIEFTEABNESHERTLR
W02008098796 -

Huflg b B oo AT RBARARRRERIALREES
Bz EEwmEad AEABRLIRBREORAAHBZE
(affilins) ~ A %8 % & 8 3 %] & Z kunitz® & 4 % ~ Ras-& &
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% B AF-6 2 PDZ & B 5% ~ & F ¥ (+F & 4 2 % & &
(charybdotoxin)) ~ CR 4t R R &£ F & BB (wk i ) #
o N & K& M R B F M (Handbook of Therapeutic
Antibodies)Z # 7% - Non-Antibody Scaffolds (2007, Stefan
Dubel % ) & Protein Science 15:14-27 (2006)% - % # 8§ 2
Flg e B TEETLESRFZTOLLBRE L -

ERABAZX -—FRHFT  RBREASTFRTERNE L &
(B4 ARBRFAH Sl EraB) TR 228
A o

EAXFFEGABTAZS —FRHT  REEAHFTH
AMNELCHAHERERIREST WO B #i
MAG(H# M B X &) NOGO(WE RS A KW H EG)
Hp-MumKkEE -

RERBRELS T FEREEHEASNOGOZ HLE & 4 &
F 0 Bl UNOGOHL # - A N A % ¥ 2 Hu NOGO# 8 = —

® FH A BSEQIDNO 12 £4 ASEQIDNO 2% #4848 ¥ % 2

N RIANOGOR B K & 4SEQ ID NO 1&R2F A M ¥ 2=
B CDRZ LR HE A R K - b B (H28L16)2 & % % §5
T B WPCTH 3% £ W02007068750%F - 2 23] A & & & 4
AR F o |

UERBRELS T TOREHDLEAMAGZHELE A 5 F
Bl FLMAGIL 2 - AN A FAZHMAGR B 2 — T 6 4
B SEQIDNO 11z $4 7T % & A SEQ ID NO 12 8 4% 7 %
EXZARIABAAMAGH B X £ 6 4SEQ ID NO 1&2¥
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M B 2B CDRZ L R & 4 F & - it #L & (BvHI
CvL1)Z £ % 3# 4 T RN PCT¥ 3% £ W02004014953+ > H
L3 A XHFARIF

UERBELO N TFOLREEPNELB-BREREEAIRARE
HEnF ol B- B KETEORYE - ARNRRERAIRP-K
nikE oz —F# AESEQ ID NO 5% & 4 &/ SEQ
IDNO 6z st R A XM B ARP-RAKEORBAR S
4SEQ ID NO 1R 2+ mr M A Z L B CDRZ I R & & A
B oo bR B MHL) X B % #H T R B PCTYH F K
WO02007113172% » E X3 A HF XKBFALRI T -

% % 5L 2 CDRA % T & Kabat4h 3% 4 %4 (Kabat® A
Sequences of proteins of Immunological Interest NIH,
1987) + Chothia 4 %% % # (Al-Lazikani % A - (1997) JMB
273,927-948) ~ 4 A & & & (MacCallum R.M. & Martin
A.C.R. & Thornton J.M, (1996), Journal of Molecular
Biology, 262 (5), 732-745)% # B ® B & 45 £ © 40 A 7 4 3K
P2 A ARBERLCDRZEFMAERL T EREZ -

AABRz—FHRBY REELAEFEHARF FHRAX
¥ 4o 4k A 0 %A% e 3 4o TNF - TNFr-1 ~ TNFr-2 ~ TGFp %
# _2 . VEGF - NOGO + MAG ~ IL-1 ~ 1L-2 ~ IL-6 ~ IL-8 -
IL-17 ~ CD20 -~ B#%& % # &% & -~ FGF-2 - IGF-1 ~ PEDF -
PDGF ~ 4/ 4 C3 ~ C5 - CFDX CFIZ ## B F -

EABRZ —FHRHAT  RH{ECETEFAETAIRTAR TH
mAY - ABZ—FRMAT O EERAHEARY I EAR
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B 20 H90% B FAY] nmZE 41000 nm=
BN - A£F KRBT TR KK N E R
B> 2L #4H90%HBZERAEFAY] nmE H400 nm > K
FH1 nmZE X250 nm> HH]1 nmZE #4150 nm > % 440 nmE
250 nm° X 440 nmE 4150 nm > £ 440 nmZE 4100 nm
ZHREAN - ARXBERAZZ-—FRHT  EHEAEHE LRSS
B ERANF > 25 H90%H B 22Kk FAELI nmE 4
250 nmz £ B A -

BABRAZAZ -FTRABA T - SHERA BB LS B4 E R
B 2D H90%HEBIFHRREFAELH4 nmE H150 nmz
EM -

EH—RHEHAF  RH{ELLEAFAZIET LR TFTHESL
Yo AP EHRIAUARNENS 5P 2B KR F
& ¥ E R~ & HAZ DN 1000 nm* ) 4 H AR RN 4400
nm > e B AZ NN 250 nm > H ke H RPN 150 nm o

© EA—FTHRHAF abHvPxrrRTFHFERT AL
40 nm%E #4250 nm -

A —FTRHATFT Ao FTEERRFHPEART ALY
40 nm% #4150 nm -

EAERAZ-—FTRE T REKLADEFLEBHEEEN MR
BT HE AEASUATHHE

a) EBRAMETFEHHP)AFLETEAARER TR
A E B

b) "R U HADESERR/ZERMERN ()T AT
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BRZAE BT

c) BMAOMPTHABARZIARBAEER KA T L RAE
L

d) BF BHLARM Rk RA -
EABRZF-FERHT REFLAHFHBCENN
RERF2FE RO UTH R

a) AR AL FTHEBAF RS R F X KR
Fa H (HIP)E R &M & 4 4% % W & -HIPHE & 4

b) BARHESEEEESD

c) BHAKBAEHSHAEFHIY F A

() BERAMERNCTAEARZARAE T LREN
RAMBREEGAKAE TR R

(i) BRLG DU EADEXLERIERDERD (T A
HrzAHmAY  BEREFHARAARBHEHGKE P I
R EERIIERMWREAEMRESY S K

e) BAFBFHMAIARM R &M -

st A B KM B FERHEB X FEALFKELE D FE N A (H
W BEEAE  HBRABRFTEHBF)AENBARAMRRS DR
FzHmoP  BARBTIERHATRKETEETERER KN
TP ERAASS A NELRE AR -

£ —FERBFT AHANRBEZ T FTLEZI LD T MNLAE
AKX EOY  HobtEBEESHINRESHT T -
EABRHZ KRBT ZFEaETATRAE R &K (H
o o ABKXFH P HEALK)THEAIRREE
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ERAXHEGERABTRAIZ —F R T > ZTaTHEHRYE
CLUHAAFERLERIAFREAEMOR R R TL  #b
MAG(HE ¥ B HMEBEZa) NOGO(W&E&RIERIWHZE)
XP-BHKREE -

EAXHESRBERAZISZ T HBF  EH T HhHE
NOGO& A Z i 8 » # ww PCT¥ 3% £ W02007068750 % £ ik
Z A2 T L NOGO#L B » L HPCT¥ 3% £ W0O2007068750 % #&
FH28 L16Z i # » £ U Ay F KB AR P o

AARAXAMAGRFRAZF —FTHRHEFT > a8 5B HRMAG
EAZHRE o Bl PCTH 3 £ W02004014953 % #f i 2 4%
T . MAG 4 £ » £ £ PCT % 3 £ W02004014953 + 4% 4
BvL1 CvLIZ i #8 » L E R AT AHARIF -

AXAXFFEGABERAZS —FHhely  ZaE A HEBK
WK EAOEAZHRE > HPCTY % £ W02007113172 ¢

© P it X fEAM R PBER B RKEZEHRE LHEPCTY 3 £
WO2007113172F% # % H2 L1z 8 > Z £ U3 A H KX 4
AARXF o

ARXBFRAZ -—FHRHA T MREEBTAHAMEKKXE KR
T - A LBEERHN T  MBEBBALEERFALAHEHS
BAEaOH - AFZ—FTHRHT  MEERBASERRETFALA
EMEB AR - EAF—FTRBAT O MRBRBEEAETER T
BApERB LS ERBARBIANLBIREREESLS S
T EF-—FTRHA T BRREBAS KR F LA HTNH
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BAEHBER - A —FAATY  HREBBAKRKBLAEANE
MBABEZEGE - AF—FHAT MEERBRAMKALLED
EMBAK - AFZ—FHRHAT O MRERBRBAMNK BAY
EFRB OSSP LERBRARBIANRBIARAESY T - £ 5
—ERB T MRBEAMKBL A ERB S EHRK -
EAXFAHNABTAZI TR T  AHEFHRBBFTEHR
b AN ERERIRERAHMORRE FoHENRE
4 MAG ~ NOGO&£B-Bsr k& & -

E—FwblF o AHEFHEARE AR KL ST ERYH
ZHEATRBENRABKAE T -

LAXFEOREAZI—TRHAT  TEAHARET
B> AN ETRSHNAGETAHIPE - £5 — K %
By EEOEABBRTIEE  HAMBTRAELLE
FRHIPH - £ %5 — Kb P BE#ETAHIPE A ESR & kK
AwesrGaF B2 rbrisg FHBADTESE
Bibw T A4k~ Bibwm F A4k - + =% A BB & (SDS) -

ih B 44 & % B B 48 (docusate sodium)(aka Aerosol OT™)é
ARzB > BHIPE R ER R AN EEET L F EETHH
Bt B ER A - £ H KK T o BT AUHP
BAEAEBRIL=FE=(+ %)% (DDABI8)~ 1,2-= 74
B £ % -3-(= 7 A 4 ) A & (DOTAP) & & # &R &
(cetrimonium bromide)(CTAB) 4 & = # - H HIP # 44 X #
MREANEET L2 FAENBBENLEF FZEFAL -

— KRB Y EABRANEERETREETFITELA
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HHIPR R s Ea T - i kM & FieydHIP)S &BE %R
BEETEAEARMNEFTERAE S BRIz EILLHTE
E#ﬁ°&n$iﬁi’r#§ﬁr’zt\%éﬂﬂa‘%{%ﬁiﬁHIPai%%é‘éfé@
ERERREMANBEEOTEIREISE D AT R ZIAAS
Blreyiik - $REmBmAT _®EQ-LACRA)N)A
A:@%ﬁ%mﬁﬁdz—%m°E—%5ﬁ4ﬁd¢’@*%‘é’v&ﬂ‘é@s
ZTRFREZTEAEKAERRAS - LRSS EEBETFHE
BRBRTRYE  BHMACTAE I EEZ 4T - ZFagdx
g BR_RATRFAFRGTOENECh AL EARER
X REARRTF RSP o

EAXFEGRBTAZ —FHIF TR L LB BT
RABHIPE A& FR®S 2R KBALEFHTORZNT.0Z
PHE *» #lwpHE T A Z D 480K ZE DV H10.0X A £ L 4
12.0 -

EAXMAEDEAETRAZL B REEHNF B CELS
BFHAHIPH ARSE TS & KkMALE HT.0%ER
7.0z pHME » #lwpHE T AH IR H6.0%K RN H40HK ) »
#2.0 -

EA-HLBERHT > ZEEETHEREL M2 EE(WWHT
HOS%NEI% Bl B E L H05% RAEEDL 1% X &
ELH2% RAEVH25% RAE VA% KA ED
HI% > RAHBEDHI% RABHBEVPHI% RBEE DY
20% > R B E D HA0% 0 KRB E D HS0% KA E DY
60% » XA E D HT0%  HAHED HB0% B IV Y
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0% - B mt > ¥EOEAHAKRE  KRARSHWZIULET
BELHI% ERAOEARABY  REBARSHZRKE
TAEDH2% XEERECLLHERBBRIAES > EHBRR
Mo RS ML ETHEDH25%-

AABERZ KRG T RafaamEey(ReptHIP
BRABABAZIRGEREB)ZEELT A05%E50% 4l
W B EDVHS% RESHI% REDHIY REDH
16% > REV H20% > REVH2% - BHl@mT > T&8
G BB R AR M I ETAE Y H16%  REE
GBI EE  RBEARAOPZHETAHEDHI%
TR ALHBRREY  SHBRBALARHZLE
THEDHI% -

AABRHZ—FERHFT RITHLELEEARAEDH
1% ZABHEVH2% RABEE LV H10% > AHE D #20%
KA EVHA0% RAEDH0% RAHAEDH60% K
BEVHTO% RAEED A% RBHEDHIN% RAB

L H95% 0 RBEVHITI% RAHEDHI% - Rl M
.t B ai AR ARELKRETAHEDHION §X
GEBREE AELHXETAELIHI% EXFEH
HEBRBRESF ARLBRETAHAE )TN -

EABERHZ—FRH T ERIFRHHEESATSA
Rz TARBSKTE  AARH&KS FTEAARR
ol s PAAKE - L_S_TFAAMNKE - AN
B2~ NON'-# 5 F % ﬁ%)@*ﬁaﬁﬁ};&‘? AmEB2-—FRABEEL
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B - % — KRBT FHARAAKGBELS Sl RL
# ¥ 8 T 85 (BCA) -
— FRATREEAZSCABRTLEAN KBTI A HE
i A1 I N o 3 A A A
EABAZIS TR TREBADEFLECEN MR
HEPABERERZF L AT ¥ B
a) KBSV EBNABREBTITUABREAHER |
b)) mBSMERT IS EF A FTRBE ZKRKERAK
RMABREBENEEAE KA T Z IR
) BAMARBEAKMENHTRASHAWOWHLR &
d) #F#BA T LB REFT LSS EN KRBT ZHAE
B E MRl X B N ORE ) Bk R
RABRBABETARS R ETGN - Relm T » 2 HAH
Wi bR g7
- BETRAAT  CREBABRAB T HE - &
© BB T ~ # B F (sub-tenon) ~ R A B ~ £ 3 -~ kK % )% &
XERETEMN - LAMKRMAN - £ —FTHHF » &8
Mk A FEHAER -
EA-FTHRHT  AHARREZ T L CEZ A P ENH
HPRRXEEE o b RBETETRNEBELELS ST -
ZETERZIBBRBRBTAMEKRRSE LR T - BH @
T ORRBREBTAIEAREFEALELEAES Y 0 M
RBEBETAHAZ AR TFELADERLEAR B BRTAS
FRBEFEADTHRBOLRBRELYF  HFo&HBR

140126.doc -17-



201012488

BEARE £ —FRAT O BAEBRBAZKRTFTALAY
EFHB A SEHER -

XE O MREBEBTAHAMKRBLAEAMERBAZTET M
HERTARKLAEAMFTEBAR BB BEBT AKX
BAHERBOARRBREAY T HoE&HBAAR A
ZHhmbh cAF KRBT MEBRAMKELAHTHKR
BB

f—BERBT  EEAIAETH ARSI ERFAE
B ESHO0%B B 2R FHAALALEA]l pmE 4100 pmx
H#EEN - A£F—FHGAF FEHEASAETHARST XN
BER 20 490%H B 2R FAEALH] pmE A0 pm > XK
#1 umE 460 pm KA1 pmEH40 pm HH1 pmZE &
30 pm> £ ¥ 1 pmE L 10 pmz BB A -

ERXBRZF—FRHAT FERAIIAETHLMAR
R ERH ZEVHI0Y%HB MK AEAAN]L yumZE H60 pmx
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EARHZS —FaHT ErALAEEHosnn O
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YRS IAETHARSE WA TN A6 FTZMKN
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MBEBAPRERAEMHE P Z AR
c) EMARBEKMENEREHAWO/WIHR I &

d) #ARBAFELAELBEF LSS AN AB I ZHE
FaRxEAABYSERRTF -

BERBAETARS R EIGN - BeIM T 8 AH
AR R R EAT
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REXRY c  cHEBTFHAHBEE(ERRA)R(=
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EAFRAZZ KR REFSEIBBERARS
FioAHmiEmB I E RO SUTHHE:

a) BERREAHKE T E(PBCA)E MM AH HIE B ¥ &
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BRABRBANDEE A KA P Z IR
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50% Bl BE DV HOS% s RBE L HI% R LHE DY
2% RBEDHS% > RBEVLHT% XAHE D H10%
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ﬁ
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BB~ R CCHREAEE - FRAE=ZTER - XK F
K224-ZF AR - I-FERLEEBRRT E -

ERABRAZ TR T RBFEAFTEFHABZERBE
B-RTHR -HBIBEX-_FEZRA - wmfiibx - &5 &
Th ~1,2-— R > —RFR -~ &~ —F R F 8-
RFE TR AEE - FPREAE =T A - AR~ F X -
224-=ZF A I-FERAEHY - XFE -

W AXAMAZREAIHARSTOMREE a4
2BeMBAERB I ETE-— S E2HF MR BELB - 3%
ko (2 R R#): BB S ~ 4% 74 (poloxamer) 188 (pluronic
F68™ R F127) - R %8 - B L IH %2 & ~ R LA
80 RE&HME -~ A% VW ~ 1% B R A (poloxamine) ~

© REBF X A EEE - A AR - mAKXtE - mARXLES
BEE C Hh - BEAHBCIRE RAAL®A - -
R AR - ARKLE - TEAEAILHEH = % B
GenapolR™ R BaukiR™ 4% 54 4 ~ Bs st 2 & B B - % &
Z 42 RE BHBR2LBEBE REVER®BZLE B AR B
AT B2 2RBE RAAMISmERLIENETZTRAL
%o
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AEBIORRE H B -

AABHZ —FHH T RETEIAIAMEZIEMNE
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£ 5 5 P 4o 2 & ELISA > Biacore/f A X > @4 MK G E D
S0%EH B IR > REDTOBRE DI HR R
zBAAKD - £a—FhplP > abhBErstrmif
zEBE T REEER  THaEMEARMTEMNALAZNA
Moz AmERE  ZHREENEELCEHEFRET T XE
Moo 5 ho 2 A 4 E M S F A VEGF dAb > Rl T4 A K #18
v Z A e
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BB T2 AHERB OB EasY -
A TR RH{LLLENRAXAEAZRXFAS
AR FFPXTEEEHNERL LY - 275 —FX6P - R4
EERMERF2ZaENER2asy HAARANLA
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BE/IZBH PRI BALIABAERER > Bl AL TAH
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© # K 7 (Huntington's disease) ~ # B & K M & -~ @R B
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A

B KRBT @MW TLELRANERR/ZRTEAH T
B R AT & LIRS X IUMAGH 8 -

A KRBT BEHTOLRANEEAR/XEARL P
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WMzRA®R AGRARELERARERR/ZRTAL N EERK
Bz AP FRATRBEAIMEZIRERAES D
ZRBR  AHANBLEAULBRR/ZRBEH FRIFER
BHEEY -

EABFRZF —FRHATREAXMEZREZAAS D
ZRAR  AEGARLELARNGBEARBRABAZIEY  FHo
RAEEAREER/IXHABAMDY £ 4 -

AR ARBEAABTRAELSDEARR/IZBER FRW &
A ERZITE - ABF—FHRPAFTREEAAERES Y
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ABREATREEAAZTBAL W LEHER/ AR B Z
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E—F R T  AXAAAZIHEHRLBRE - 2R F
BMEATEDHREZLA KRR ERREEE L 2428/
AMERBEEREHAEZIR T AEARELEAARIIS 2
BRERT I LZAEX LRSS AT HMA MEHIERELE

© BERAaBMPlo > KEIBE)OBRBLEH -

W AXFAZHE " AMERE, ARANERT N F L
EEMERERLERADEAEZ ) AT ZHE -
HBTBLRM 2 EFARAETMmAzmE T A£hiEh
B, R "AHERsF EREAHRAL AN ERE
A e ,

W TEBRRRAARERTZEAN S TFHHABARE
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FTRRFIERIZER AT -
EEARMEFAZHAOEN MR KB FImE "X B
g, s FEAE VL kDa £ E 12 kDa: &£ 2 50
kDa' % % /100 kDa> % % /4 150 kDa » 3 % 4 200 kDax
a4  HOFLX2EAENTEARBERAGKRE  #Hp
EEBEVIOERAS KK AZ D100 B KB > K
EAEABE ISOEBRASE > RKEAHED200E K XK -
E?$ﬁ%%ﬁﬁzﬁ@i%%ﬁﬁ%#zm%r%J
OS> FEARARBBHI0O kDa > A RBBHE kDa» AR
@45 kDa> R FAA2iB Y2 kDa> X FAA2@B#1 kDa-> &b

w1 kDath B ma e A ® 5 7 - aEbzRZEEFRRLB
70@ R A B KA % 5018 B & &k E i® 40
AR REEARB20M@ AR > &k EDNI0E K
* -

wE TRA AEaRFISNABNNLEANKALLD
#F(ERFRN):

T#H BT, -A4BAEERLEIIRRIBFEBE)T
¥ T HEBT,-AOERFEANERBIIZIHBET I
TR AR, BREKTHIRAABREFTZH P BRKK, -R
RESHFRBERADPEZEZM T REBE LR -EB T e
LEEAREGSBE LB EMIRSES T RE R -l B
TANEE S ﬁﬁﬁ’wWéiﬁ%ﬁﬁo

5E TERKREOETER, ABEBINARRAVE R
BEMELREBEIXILEAZTASHRE T E R (Vy > Van
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R2ZBA W AARERS ZH)GFL > APz sg s
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BETERTAABRBTIER ez hketiwhi
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P48 5~ ) ~ # 4+ % (nurse shark) R 5 5 #+ Vyy dAb - B B #}
Vun B 158 8 - 2 M5 - £ - R ERRARR I
BAZABRREEGETEREINK > HAEA LA RAB S isse 2
Tl FEVunE BB TRBFELARE FTHF 42
EEMABEL BZEEEBDHERAARBTR 2 T & 4%
PR e wAXAA T Vy, SHBEHN Vund = -
WAIXAAZHE "HEBEEA T  EREBEERE
® Xl B ARBRAALTOTHEER -
"TEHER ARABRINEZEAERERBRN S IR ER Y
BEEFOFLEH - -— M T  HHBREETZTAETHBERY
e BAEFSZRATITHW BHRIABBEIELLEqG
EmMAEEAER/REBBREABT s B R -T B
RTEE, AL2RBTERFMBEFIFNOERSERE
B B RAERTERBETERAREHE 64T S R4
R -5 @BRCERXARBITERAASEEZFIE
) REBRERELAEN-RC- KM EF 25T K »
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REVREGAERLEHEBRZIELCTHRRABFERLSTE R
B R & -

WwAXAMAZIHE " ARKSERN, ARMAZ DR TFR
BARFPZRITH-ASBRKL I Z-FAREAR
S REARABRAANER MK ZHFE LS -

ko T 2

WwAXAAZAE "THERMY L DLHAA AR F 5
MRS ZAEALAMPR FRTZERGT X - 8 &R
HEBAATEE  TLEARBRBRFRTH RTFTXIAHANE
%) (Brownian motion) AN R L B R F2 A PREHF I L H
BISARAZABELRS RN AHIBKTHILFR
B E ok FAEL - #HEZREAN-F KF A K (Stokes-
Einstein equation)#} 2| & F &4 F 34 R R & A % A 42 (mean
hydrodynamic diameter) °

SHBONTAEAART A  REHBAIARNT LIRS E
ZHAEWMRENGER - DLSHH FT AR FTZIRRT & -

EEARAETAAZL T INABREHARSE, A FAHET
s EHAHKRBNEAHAARERARLGFR © %
F ik H A E 4 ¥k K HEWH(full Mie theory) L E R T2 HE B

AEmEREIARZIEX - FTHEHFTAN T H AR
F R ok (H4E 400222000 pm) -
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MR RABEELRFRAE LRI Y Y B
gﬁi\ﬁ’aﬂ%’%4@%ﬁﬁ%bb4§i§%¥#ﬁ§i’bb*ﬁ
FTHARDYAAMMN LI EETE (R AW EB )N B N LL(E B/
£Eg)-
BPABRY=(BWERF/ R TF AR A RAMHE2ZEE)x100% -
EAALAETFELE R RN EAN LT EHES LB E2
RATHFABAEKFRA -
PHAREBRT RN TERSBBEALRAZERLTULRER
FRab R
x #
HH1I-BCARE A TaH)ER 2 R4 ¢
BRRANRARBEBTLRRBAORBAHBARAEAY
£ AR T @25 mUBHF P 21 ml@ % 8 % 5 wBCA
¥ (200 pl- Vetbond > 3 M) BREAMBERAELEH
KRERE - BAREBREMARGEBR»H K- — 8K
© BRACHERRBBEAUREEHS > Bl 2245 k22 5%
& o
BELBRBTABRELOM T ZLERESZE D1
B o EABLEHL  BARHLZ BB KY - kiR
REANTERTFELBE T -
X #2- # & 4 9 % (double emulsion): # 4 2 o & % &
F
MPBCAR S R1% WVZ REBRBAR_RFRTAA
%%éﬁTﬂwﬁﬁﬂﬁw@%@*’wMM§%ﬁw
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PBCA%Z K kR F ¢
(i) # 3 & (w/o)

Poda (w) © K R4 BT R P X 5% 8 48 (SIGMA) > K & & E:3
MRAARTE&HEMBG
500 plk KR &EH R A
500 pliE & 48 (10% w/vi 5 B R ) °

MAkiBZEMRHKBL ml- BERBHENALAEZEHSEA
Ak - f£E A au%%-«edi#da)\l mlik & % &£ 4 & (Terumo 1
m] > BD microlancedt » 19G 1.5") ¢ -

5h (% #)4 (0) 1 = & F % (" DCM, > Fischer) ¥ 2 PBCA
B AW(1% wiv) -

4 % % 48 (DCM¥ 2 PBCAER 4 4% > 6 m)E A 10 mDR AR
(BMENALRFEF AT LEAYE SRS (Ultra-
Turrax * T25 > 50 ml#E 4t) o s parafilm( 2 )& ¥ & iR 4 M
BB Em R B A ®F L F3HE B (Ulltra-Turrax T25
basic)L 24,000 rpmx & B ¥ H 1 -

IR AR

— ey RS mERE  ABGAZRRNBEKRSE
MHAB WAL BAAALRBEL2FE(EARL)LERE
B ERBEHNSZSGSGE, 25 ml AFEH > ARAHRE
# - P/N 009462 25MDR-LL-GT » # 3 F06-A2190 > B &
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(ii) % = & (w/o/w)
mAig(wio): A EXmEzYETEBEHMAR -
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shAB (W) @ K P 2 BEBE 4 (1.25% w/v) -
F k2 HAR

EREDMLR(WOOMR G A MEE =k (1.25 w/v%st &
)T A T AL R B R A IR (Wolw) o HHEBRMER
(1.25 w/v% > 30 mD#BH 250 mlS B KR (BEN AL REH
FLR A Bp)F B 3 A Silverson L4ARTH 8 8§ = i 4+ (3/4++ &
4 > &% 21t 3 g 58 (high emulsor screen)) » I parafilm(
BARRFES ME)R E AR B A£8,000 rpmxz 2 B T Y
b o — B 3% 28,000 rpm=x if & - B % 40 FL R 4 3T I 4 4
EERFT - -BAHFILRHEILCH S -

BAERZAILRBSBESO mlEE K P L A8 R
AEEXRAKAB AR HE S > REDTAB A KB EF3
N BF o
HaECRKEERRTF

EBBRABEMRBER X% > B b A£16,200 ref F 3 v % A W

© BRZERREFAKZ-—RBEBRINRAKAOmMD) P -

RH3- R BARMNERZE LR FB A

ol A R B ML B S (QELS)(TF #% & & & & # 4
(DLS))Bl = R+ R#EH & Kk FH & - 4% A Brookhavenik
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Fa#wRF HREFTBRIRNAKTAB20LEARE
RTBEZSEB(REA2SC » THERAHI THEKA
658 nm)B X R+ - #F hH #ITI0HB R TR Z R 5 #H 8 F
BE-HBFERMAIrE
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HREANHAB AR TOEABHR B2 TR THAK
AI%ATHFTREFBERNE - A RBATF IR
B HALALSHRATZARTRARELE  THRELTH
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€2 B HAEREHBATEREAMS,L BABER
ERBRVBARTF O BRENTEZILAMNBELATELEZ ZH
IR F o MHMBASZIHEKBAAEREFIRTFTRT A DR
F O RBRBEARTAS SEMBEAKR - ABKHHBTLTEE
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GHRYEIARATHEFHSLIEONRARE -

BlafBa T~ # SQELSH TR FRFRRTHAAEFZAH
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HBZHEKAAREIRAEARVERSE BART A
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la) - T HE AR FHAHES> R BF 5 2 MHEHK
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0262 RABATHRAEEB LA ERE(Bla) IR R
TFHRENDZRATHEZ2E0300 — & ™m = > 48 M B #% %
BRIRFOCARIELERFLE HPBCAR KB FRER -
THEBHRIARSERAN-FRIEZEKEA)EZNA S &0
T A/ kR F(BI1b-d) - EREAA R FH ¥ H8T5%A A4
13819 nm&KX B N ZEARL(BID) - BRABREFRRALAEEH
S HBAiB506.8] nmz EMRF P R FEHEPZ S H
RFEBEEHE (B lc) o > BEM AR A EAT D H#99.86
nmég sk F (B 1d) - Bk » % 8k F 45 & 2 /AN 99.864
138.19 nmx R » b AHFR AKX AR T E R H KN
mAEBBNEHERZRT -
Bl- #HQELSEFXHTRFRTELLEER FHR
<+ B2 K -
Bl dH B ARA TN IR FRFRKLEF 2 48
ME  REMEFSZIEE RFHOTHABGSHNLERLA
© 262.6 nmE % 5 # M 35 # %4 0.262 - |
BlbE H 2R T2 5ERT oA (FHHE ) 4
- EARTREZIBETFTHBEB)ZH - RFHFTZ S H
K F(87.5%) F B A 138.19 nm&K £ /) 2 H & o
Bl H Akl F2 &R0 H(EEHE)D B X
HE-ERRTRBZREFH@E)TAH - HEXRALT.5%
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Bl 2k F2 2RI oA (FHHEE) DS KU
e - RTHRBzRFHEBEB)SAH - HEXHALILI%
B F AR ARAH99.86 nmK B X HAE -

BRI FLAVUBEARAAST KRR FRAEDFTELABMR K
wmE e RIBMEAWRAR AR FNALAIABZSFTZRT A

R #|

* 1

FEM P3G AR EEOm) (o EEE
1 259.6 0.164

2 437.6 0.281

3 319.2 0.303

4 320.6 0.248

F3H4E 334.25 0.249

— T  BRESPBCAR KRR FRBEEALRLAM
ZHRAR S THMEHERRTFRER -

KHa- 2X R FIHH-BREBETHRMEZHEET KRR TR
REZESHE

B EFRHEMEBRASKARNBEEER FHRALERRE T
Aol HhEHITFRMETEMBRRR2 AR TR F
B B BT FESLESEMSHAREBEE R TF -
B mEBEMAEATIFERELS AR TH AR - SEME T R
#rskhF TEMEREEZXRTFAZH  HAEA S
PBCAR A ABE LB I AKESZS

B2~ #£ dSEMaH TR XRT -

Bl3 2o R F2TEMB A E P EaL2 2T v
PBCAZ Xk # T ¥ & AN LK -
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KHS5- EHRABABRALCD2I) A ZEZSPBCAE £ 8 F R 2

é k1t
RN ELBREZIRN KRBT HE R E (b

WO099/58679 % Ff 4% 5= Z A HLCD 23 mAb)#H & N & % &
FTOARKEBESAH - EARBZIERESE WAL R(Wo) &2
HMEBE - KAY TR R FHEALRWo/w):

(iii) 47 3L & (w/o)

P A8 (W) ¢ %2 WO99/58679 77 45 57 2 L CD23 mAb (600 ng
SN EBEMSIGMA)Y ) R4 E SRS UNTELEH
78 ul mAbE & (7.2 mg/ml)

344 ul H,0
500 plfE 8% 48 % & (10% w/vEE # 5 &)

ARKBZLRKEA]l ml- BERBHENALAEZ LS A
Ak -  AERAANEEERBALl mlE & £+ 4 % (Terumo 1
ml » BD microlance4t » 19G 1.5")#% -

© 4h 48 (o) = £ F % (Fischer) ¥ Z PBCAER & H (1% w/v) -

# A # 48 (DCM¥ 2 PBCAE 44 > 6 m)#E A 10 mDE 4
(#MENAKERFZFALN)Y BE A Y B 2 5 4 (Ultra-
Turrax » T25 > 50 ml4E 4t) - L parafilm($2 % 4% & I 4+ W
BB E 5% B 4£24,000rpmz 2 B TH Y

AR R
—ENTRENRSRE A DAEERNBAEES
HRBMAKAE - BARFALRDER2pE (AR L)L R S

BHEEREBEHBSGE 25 ml A F A > BN HF AR
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# > P/N 009462 25MDR-LL-GT » # 3£ F06-A2190 > & A
45 cm 2R24t » 0.7 mm ID) »
(iv) £ =L & (w/o/w)
A (w/o): R B LEXAMEZYEALTESHILR -
spAB (W) Kb X BEBM(1.25% w/iv) e
B ok ZHAA
R EMARMWO R G HImEE —KMB.25% w/iviz ik
a)F A E bR B R IR (Wolw) - BB MAER
(1.25% w/v> 30 mD)# 4% £ 50 ml& & A (W E»N KL RAFRHF
2Lk A 47 )P B 48 A Silverson L4RT34 % & X & & (3/4°F &K
4 ZA LY EHE) Aparafilm(B B K A FEH KWEI)E E
v & B 4 8,000 rpmz & & F 3 g4 - — 2 ik 28,000 rpm
2R E IBVILRBAFEHEIREERT - HAF AR
¥ g AL 6 48
MR ZALRESE E50 miEBEiF ¥ B £ & BEMT
AEEHEBAKAR A B H B REHT AL A #i8 R &3
N B o
FhBOoHEBKETRRE T
EaBogEAAESRRTFERAEAEAAEAR AL AR
Lok  BoeZToimESHEREHLRLR)R
R BERAB)RERA T ELKE -
E4E A E600 pgii B BR A FALKE BS2% B
ROELXEEAEAALFAER AR EZIREMRAR
@BPBCAR Az HZ A B ECHA T 50 mg/kg) » L4
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MATHERELAARNERILE - ABERIL 1328 F > & &
FABZFETRARNEAM KB E 8 H -

B4sar B o FbxERNEBL LR -

KHl6- ERAMAZ KB FHBRK

RTRAEDBERZIAROELZI 2 EBAMH L
BRABRTERTRBAALRGHEEIN - Z i b FERE
% #% G ELISAA B2 ER Z L 88 - £ 72 8 55 %52 M 41
MeaRFIRBE BTERESCELIE - X TEKR
B3 AT > SIGMA)(# #R $ R #PBCAR A M 2 T o 2 #2)
REMRF o £ KEH M (A% K K& (Ringers solution) » pH
7.0°37C) AFFEEFERMBO-1-2~3-4K24 )R
B#ABELISAp H E i BHEL -

B SBA T Bk T BT % A L SLELISAD # /7 8 & 2 8
BREFSOBRR B K -

KHl7- B BRA BB FEHSBIAD)E %2 S PBCAE %
® BFARHx ekt

E£AXATFTEH T > £ A A Sigmas 4 2 BCA% 4@ (QPBCA)
BATBCAR T B RB N AT EST - F B EBJALDHE2R R 10
BURAETH - K& e EILJADH FE 1004 -

RN ETILBEINABTHERBRRABUELE
BAERBIADIH AN FT R FZAMRBZ N - EHKAT
# B R 405 ml 20 mg/ml dAbE & (10 mgH& & % )£ 0.5 ml
REBBER(ESRS > 10% wWVIREHERN KIS - B E o E
BlaT PP B AL RZEB R R TF - 8 b 8.0 £ 575
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Ak FERRERERERLABREcOELRA B> S - H b
WEATRE(CEHRTEBRE)SVHBAREHERB)R
AR(KBELBE)REIUAN T CELHE - 2HERBT

RNE6Y - B3R EH FLdAbE & 5 6.66 mg - B dADZ &
/483 mg-o B & L F BHH666% BBBLEHR
11.1% - R THERALREIRELEXIR AT ARLE
W SPBCAE KR FF -
X H 8 RuHIPXHUHPBCAR K& T

Bha L AR EBHIPE Tz A HAB(S EfEM 1 ml=
FLF I ¥ 23.058-6.116% w/v)¥ & 100 pl BCAERE R 2 R
BAEFRT HAAAEARRARREZTRAKXRBA% WVRE
% # > 0.2% w/v pluronic F68 » 10 ml > pH 7.0)¥ - F] & &
B Silverson L4RT35 % % 4 7,000 F 35 & 1t - 8 F # K 48 &
+ o pHE R EBCAE R R R &M APBCAR G W - #F I

Gz A RMERASH BB EABEM T EFILH QA
%ﬁ%%ﬁﬂ%ﬁ%*ﬁ%o%ﬁﬁ%*ﬁ%%%ﬁ%ﬁ
W4T TF

XH9- BaHBEARMNABERE TH A
% i A 8 R k4 (DLS)R & R+ & #& & # & HIPX
A PBCAZ ¥ # F - &£ A Brookhaventk 5 2 sl # & % # &
(BIC 90 plus)# # F - B 78 7~ #& & DLSH 5 2 35 7~ B 7
RPHEAESERFORTRAEHE - HHDLSAH X R TH
FEOHMATH AR H S ERL A291.4 nmz & KR T (B
Ta) o TFHRK T HBHES AP AHBATRE R
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BREZEENS P #HMHERAH0242(E 7a) > bk F
HRZEAXTHEZMEM0300- —FMmT > BHBH®HBRF
KRB LECRSDELRF L WPBCALZ KR FRER -

S HEBRAASHEBTAH IR F(BTb-d) - &£ 2 A28 R
T2 F #496.3%E £F£201.37 nmKX /2 AE(BTb) - B %
RTFMF—BFRAARERE RS E/ERLB732.05 nmz
R F R FHITZSIHBFREKN(ET) . BHEd
T FRSEMDMN143.38 nmeg s F(B7d) - Bk » % &%
B F 8 H A2 AN 143.3882201.37 nmz B - b A& #5542
AmMETREEERR IR ABERED & K FE 2R+ -

B7(a)- B HEARF ISR TFRERABER 2
HHE  REABEFIBE BT ARG HLER
%291.4nmB % 5 3 M A 0.242 -

B7(b)- @REFRRFZIEERTIA(F L HHE )G &
UEg -~ XRTHREIRETHBTB)>A - HPFEXARF
B 96.3% 4 B £ 201.37 nmK £ 2 HIE o

B7(c)- #RE2ARFXSIERST A (R HHE B &
U -~ ARTHEIRARTHBBE)>A - HBELAARF
B ¥ 96.3% M A A201.37 nmK £ 2 HE H100%% F 4%
AEAFT32.05 nmF E P Z AR - Bob» BRBRIFRR A
ABREREIBALRAHNBRAREM T AZ LY

B7(d)- ®RF KRR FXS5ERTHIA(E L EHE )G 4
A —ZARTRBIAFHHEB)>A - B X H62%
M FHRARL A 14338 nmK B2 H AR o
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RBPUFTEALAL B ARSI R FARDFELEBEMSE K
WRE o Z2BUHEBAAABARIABEARNARY 27 &
B2z R B R EE

%2

FE TR E H L A2 (m) | aREHER
1 367.7 0.280

2 291.4 0.242

3 236.3 0.259

4 244.7 0.256

5 255.4 0.213

6 269.8 0.221

EATYS 294.22 0.245

—mt  BRAHP:AALBEAMEBARRZ MR
ERRFRER-
K #10- £ AHIPK B R EEN A M4 F LéafizPBCA
=XBFFP

i & 45 30-60 mghk & M 3 ml CaCl, (18.3 mM)¥ B # &
Ao R B (2 M)BpHME B £3.058 % 4 X KE R F
(dalargin)i& #& ° # A7 4% & & (500 pl- 10-20 mg/ml > H AR o
# 8 A5-10 mg)ds /m £ 2 mleppendorf® ¥ 2 HIP# % & &5
AR FE P& ml 3.058-6.116% w/v)¥ - FA A
HIPH & 2 2 4 A K ZE &R o R4 (500 plgk A & > 1 ml HIP
A)e HIP | Bk 2 ¥ HF WL # 75 mghk M T A 10:1 > B H R
10 mglh M T A5:1 - HBARARETBHBRISERR S
A iR Ak o BEBAFRFRA20,817 refT &350

NS

AU SERME  KEABRB(ASEERMZIR)AANEA
& ok ok F o ATHBRFEZECRDELERERAN A KB
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TR KA FPHEAZIKRGE - BHLC-MSER B EBERA
(Edman sequencing) 2 #f B 7 £ P 99%BR T R X R E 4 &
P e
K#H11- RAPBCARZ Xt F 2z afit
# B 100 pl BCAE R A wE A4 A B EMZ K ARHIP2
FHAB(N mDF REBEERF - BArE3rsrARELR
AKAB(1% wWwivE H H 4% > 0.2% w/v pluronic F68 » 10
ml > pH 7.0)% - [ #% 4% A Silverson LART3 4 B (# = 3L 1t
MEA B VT HEME)RAELTS00F 23 E4e - R FE N KW
T HpHE R EBCAR LR R A HAPBCAR A M - # W
X FLRMEALASE 0 BB E A E R M P EBEJKAR )
RHESR  BRERZADTRHFIINEAEZ AT A BB - 1 2
HMRERRTEEIANARD BT 2LEURIFE BB AR
BERBFHAR KERARTFRIRBLAEICTRE -
BB AR TUABREMHFSERKDLAERENAKR
© PBS ¢ -
HHLC-MSo ik FRZOEAKE - R EAEASK
Z (10 mg)¥ » HH Ho0%K EH EL LK/ - UHIPEF R =
OELRNEARMERFABZIFT AT EZTRZENLL
8% B THIP-PBCAk 69 & % (B 8)- £ A & Mkt
ISR B EZEARER T L - ARAREMHKATHE SR M
FEERERFILAARBFO M o £ M B E AHIPK) 2 57
KB ELsHKreuterB 2 FH A5 AR AT ZH
KXo HAZLC/MSHRAHPLC k th T K % -
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KH12- FRAHIP-PBCAR X FTHRERAKZF AR
BE)

AN B M A P EHE MR ELHIP-PBCAR K F 4 XK A
BHBEEABOEN  HEFEAHPE G EZERF
4y HIP-PBCAZ £ ft F 2 wKreuter¥F AR E EF KRAK
2% FA & LZHIP-PBCAZ kR Fr& - #F#d X R LR
EESOFBENRBERAABREGEARR T URREANESH
BN R REEE  FT 2 AEHZIAKEREFLES
1% WiV ®E M B ZPBST R F30404 c EXRT LR
ERA maRBE IR ELFREZTOARMELZT AR TR G
tRAMERESEER FRAOKRKE  LERTARALBEEL
ZHEEAASHRELLBEARINERNE - LBEATHARY

1. 4£ HIP-PBCA % * & F(5:1 HIPA €)

2. 4£ HIP-PBCA % 3k # F (10:1 HIP4 &)

3. AR P i #(2.0mg/kg)

4. 2 B L BM A EHFZHIP-PBCAZ kR F(RARY T

4 A 2.0 mg/kg # &)

5. & & 4 & 4 % 2 HIP-PBCA A # & F (5:1 HIP : &3
$E FL)ARY FHEB2.0 mg/kgl & F)

6. &, & 4 i 4u % = HIP-PBCA % # & F (5:1 HIP : & &
% F ) (B P M 2.0 mg/kgh B & )-8 £ X 48 F
Z a0 B 1/10% & 4 -

7. 4 & % ¥ 41 % 2 HIP-PBCAZ % & F (10:1 HIP : &
S 2 E ) (B P& A2.0 mg/kgt F F)
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EEHB2058RAE DA ERERXNKRAORERLE

BLC-MS-MSH M BRZ F £ - st #H o RBF HRIEXEH

WO BEEAAKRBIS plbarF %% - mEBFXIHERET

HEIF o

TRAMAEZE R AAEAHIPE B K @ £ »HIP-PBCA

EEARBRFIBOFIFENRBERREAMER FA &L -

K #13- pHEA H & F AHIP-PBCAZ kR F P2 & %1t

HEHYE
® ERABENY  BRbEBCAERR AL B EARALR T E
12 %A RWAPBCAZ K F » £ % k48 2pHME A 42.0
(0,01 NHCl) - MM HTXTRAEREEZE V3 )2}
BRAA&k - A FZ EHAFTHpPHE X A FRR RS - AF
RAiBAB BB EH 4L E R B AKPBS pH 7.2) - & 4« BCA
ER AT HMHpHE TRRERA(EAHAPH R) - B » HIP-
PBCAZ K # THAEAAFERBRRBARILRKR - £ FE T
st #& 8h A {1 A Silverson L4RT3 ¥ 8 £ & 1% (7,500 rpm=K &
M) FTHHALRETRL BREFHPHAETHEEBRREARE
HHRERRERH OB TFFRARLOEAAKE - AR >
ERHMZRETERARTFZIRBHERRXEIRAY - AR
B % 1R 3% 0 {& A HIP-PBCAk # & s\ 3% R Z Bk £ PBCS 3 4
A X RN E 000 NHCHY LItBCAER £ ¥ # %
KK F - BHRFHEAKREE S A A EFR L H(0.2% pluronic
F68 1% B B &R) RETHITHAEIRAFAEBGE L X R
F - BRAERMAAKRKZIEAS mg EH AT HED(F —
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PEd — B A )

1. £ HIP-PBCAZ k # F(35:1 HIP4A &) pH 2

2. /£ HIP-PBCA % } #& F(35:1 HIP4 &) pH 7

3. @& H iE k¥ 2 HIP-PBCAZ ¥ & F(35:1 HIP: &

FEFLL)S.Omg AE) pH2

4. o, & H i f ¥ 2 HIP-PBCAZ ¥ # F(35:1 HIP : & &

FEFL)SOmgmAE) pHT

5. & f&H % 2HIP-PBCAZ k& F(10:1 HIP : & &

#EFL)SOmg AE) pH2

6. &, & # £ &% 2 HIP-PBCAZ £ 4 F(10:1 HIP : s &

FEFL)SOmgmAFE) pHT

7. &, & H 2 4% 2 HIP-PBCAZ sk # F(5:1 HIP : & &

FEFL)SOmgm ANE) pH2

8. &% & ¥ 4% 2 HIP-PBCAZ ¥ & F(5:1 HIP : & &

R F L) S.Omgsm AE) pH7

BE kR FRAEDEBESCUABHREMBEERKRLABRFNK
FPBSY¥ - B h Mk FEAMNIO mM NaOH(AZ BT R A
BRE)FPEBEZHSLC-MSo M ABMET O ELKE - AR
FzEHERBABIOF -

GRIFUATHERRX £ FHpHE TREM APBCAR &
MBEFRKEOELARXESIN AR ZRILT £ 84 pH
BTEREBHREAY - B % d»ANaOHR E ' A M 38 X
— Bk e EF L RAHEBR T AT HPHE TR L T
zZ %Kk o ££10:12HIP: ##F T g8 F42£pH TTH
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RE O 6323%MABRKHANRZ KB FF - £pH 2F » & &
%ﬁﬁﬁ%%ﬁ’%Z%%oﬁgz’ﬁ%ﬁwWTﬂﬁ
CRECREFNAAPH LT B H B O FLK % -

K Hl14- tt AHIPA B & MBI B A ENPBCAZ X & F ¢
REETHFITFHELEABLEBB R BE(RLBETFEY 5%
dAD)HE WPBCAZ X R FF - BE Y P AZE G Y&
EAHI0Omg- A HUERHERGY - 5 TALEEEIIAD
TEOMRRBRTEECUABREM BB ZT AT LR EE H K4
REFSH BTAINERZS BBREXAEFTANE
HEEEM AT XS ATHRALLEE > b BEaF A 4
HRABOECHHM - HAEF2LERETABAIY - &
AW TH AHIP-PBCAR & BB A5 F > 12 £ % % % & o
Mmoo THRAEERANERB A B LI I EEALLARS 01
TCME - AHHEIRFRAECZIENFIET ToLEFA
10 mgo 2 #2.56 mg- sbi8 & N25.6%2 L &b % > 1
PY BMEHNBREOAH AN B ARRFALT ¥ 2 B Ak h

TEG
K 15- B M GELIL-13 mAb)& 2 o PBCAZL £ & F &
z e ki

ROAANBETBREZAA KA T8 E B K2 (RIL-I3
mAb)H &N X KRB FXARB R - FHRA0.5 ml 20
mg/ml mAbE % (10 mg%& & % )#$2 0.5 ml4& & & 5 & (B &
#010% wiV)R BB KA - BZ 0 EBSTAEE S
BARZHUBERR T - B OB CEMB LI LR FHRIL

140126.doc -47-



201012488

DB BEEREREEsLELLRE S  HbBEETaRARA
(—vhok P BE M 2 )0 4 B R (& H AR E)R L FROEER
By E AR AL E SHERBEAINBEIZY - &
34 4, & /L mAbe) ¥ % 8.62 mg - ¥ #EmAbZ ¥ A 1.79
mgo B EILKEA862% ARMFEAIILIEEY -
XH16- HBERRRLBANPBCAZ X R FFXTARER
it R & 4\t HIP X

ATHREABRBZ R &~ FHRAELERF
$°?Mmﬂnﬁﬁﬁmﬁ%&mﬁ%%éﬁ%f$°

FEBEZBHAEARNTRARBAEAAR BT IREEMRR
HXHAEERRTFF -

LS AEESY LIS BUN RHIP dADE S BN H
Wi P 2 BERRER - —&MmET o HERFFTEHD A
T ok 8

#+ A = dAb & VEGF-myc dAb - dAb# % % DOM15-26-
593 8 4% 5= » PCT WO02008/149147 % -

5 4 100 mg PBCA% & 4 12 mg(0.843 pmol)Z 8y N ¥
(12% w/w dAb/PBCA » % 100 mg PBCA% 4 412 mg dAb)
3@ &L dAb -

w# dAbSB HIP(% B Es )X 82:1x ¥ Fb# 4 - HIPE R
2 & £30.581 mg/ml(1 ml¥ 0.06879 mmol) °

B iTdAbE R 2 BIALBEEERAUAB L5 THER
i&4&pH{E&F§"ﬁ¥°

A HCl4 dAbx & X pH{E & ZpH 3.6 °
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A% ACaCl” B A H & F#HIPRJAbZ & 4 -

# b 4§ 500 ple B L dAbE & (24 mg/ml > 12 mgB &8 %)
#1,000 pl»DCM ¥ 2 % & & 48 (30.581 mg/ml - 3.058%
wiw)B e MAEEBBORSERE K MmAEKMET
EREHKILAAb . TR HERF > FRIADRA T 2 BB R
ABAY  MRAEAFRBDRABREBELEY - ABRYAEG
dAb:HIPE @ > B AL BHMFRERT A ZHIP
B dAb#y) & R EL Bl o 45 A B M B 500 plik b £367.76 plz
KRAB(RBmAK)RZ 2 ERIJAbS TR A8 87 15 A 500 plg 4%
RfE - —2FEREAAZTETHAHRBET Y > 27 T4 0K
pl (VEGF dAb-myc > £ ¢k 3k 5 F pl=6.6) & 3 7L B dAb - £&
B MEAKRKBRALAEACTHE - £ A &+ HIP-dAbE <
Mz HmHAEEHBHELKRRT -

HBTERBEREERTF > 2 F HHIP-dAVE 5 M 7N £ 4 49
oo B A BAEFTEFIAUNTHIYELSTERE

. I\

#% kA8 B4 A Ultra-Turrax3y g B (T25 basic v fOE %
K1) A # A8 A dAb B 4 £ 2 ml eppendorf% ¥ 33 § 1k -
HRAEDHERLISHPH AR TR -

ER2WMRAMHIP-dADE R 134 4 ZER 48 F L 2 B B

IR A o
I B8xB KGR ETLELERERFR > 12dAbIE &
E M e

B HILzH - B H#ABYAE2 ml eppendorf® ¢ B &
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#2100 ul BCAE R - # A RBER BRI RBEHHRLS -
BEBRAA R BT 2T rEEBELEERT -

TERAAREAFAREHE 2 F & & FILmAbx HIP-PBCA
AT BREUATHHIAVHBZ I EARLS K EKRNR
B (4 PCT WO099/58679 A7 4§ 5~ 2 4L CD23 mAb > 150,000
Da: 4 100 mg PBCA% 4 # 12 mg > 860:1 HIP:mAb¥ ¥
tb) e F B X THRAL X

# 3 mAb(4w WO099/58679 % £ 4§ 5*r 2 L CD23) & £ &
VEGF dAb% w3 HClE - % 4 A HIPA * B & > 3 A mAbA
ARdADE MM AR EARLEHANARBTEAERE
RARBERRY - |

BHEE ZmAbRE# E R LR A 250 pula A oK 48 B K500
nlE A E % M ETAmMAVE A BB F I RAER - 4]
ZAMAERA KB LEARBE AL EMFR AR ERN
F 5 AMMIBEmMAbE M - 1112 F 48 8Ktk FHM
mAbR dAb®H F ¥ A B B & -

ABTHBEEL R T EpnAdAbABREIHEL
BT EIAARBHP- mADR RAEBMN A KA T - A
HEALERDNY LR FRBRAFF > TR & HIP-mAb
HAMZRTITBRAMI & - 1oz EKFHGHYETLAE
AR R E R EmAbK TR - Bk RHEM H SR
fsa(158) -

BERBUEH PAAAMEZJADF FREE R KR
.}-o
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— &M RRLRRI AN ER G L EL
FHAREBIATEMBEAR

dAbZ mAb% F & & % HIP :

% %M H

At BB E O bk i R AR
(% % & 82:1% 860) o
EHRIADERMADE X R 2 BB A B A F -
MALERBRYRALBRY - ATEREABRAT > Bk
B ELEZERAA BT A EBRBR IR I REE - &
R R ML F e

KH17- £ A X RHIPE R & BB & & W PBCAZ %
o F P

R EHI6F ATl 2 A N dAbDB & R HIPH £ & & —
% 5 dAbH F - HEEFEHEE - B ANBE
HTRANT EFPRBEZZ T EHN — & B 2 dAbiE A
BRAEHFITHEDEED - BE R FTJADET T B (K3):

dAbf%: &

%3

dAb DOM 15-10-11 |DOM 15-10-11, |DOM 15-10-11,
® Vk, NT&4#Z48 |Vk, myc Vk, HA

B B (mg/ml) 39.734 22.585 12.523

% E 2 (pl) 9.0 6.8 8.2

DOM 4 5% 1% 45 40 WO2008/149146 + £ 38 & 2 & & B
B omychEEBBILE L 2myc2 8§ X HAL I & 2B &K
B x HAR &

R % BB AHIPE sL70:12 ¥ HF Lk #% & dAb{E 3] &
AEEPBCAE KB F F o

HIPER P A A R E 77 T R (Xk4)F
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* 4

FELY DOM15-10-11 |DOM15-10-11 |[DOM15-10-11
NT myc HA

dAb¥ (mg) 6.0 6.0 6.0

dAb¥ (umol) 0.490 0.439 0.451

dAb% & R & (mg/ml) 39.734 22.585 12.523

dAbE & 2 (D) 151.00 265.66 479.12

% B 542 E(mg) 15.248 13.661 14.034

Mr=444.55 Da

% B B4 2 & (umol) 34.30 30.73 31.57

Mr=444.55 Da

% B 85 4n 5k R E (mg/ml) 15.248 13.661 14.034

% B BS AN R B A () 1000 1000 1000

% 1t dAbIE & WA E B -

EHALZATE S THRKRAHEBJIADER(KRS)

%5

WAL DOM15-10-11 |DOM15-10-11 |DOM15-10-11
NT myc HA

P & dAbisE & 2 B8 M (ul) 151.00 265.66 479.12

PR E ok Z B ik (ul) 328.12 213.46 0

7KAB 2 B8 479.12 479.12 479.12

P s iuHCL(2 M) Z £ 5k (ul) 2.00 5.00 3.00

& #%pH{& 3.4 2.5 3.0

B 8 & mHCI(2 M){E & & 8 1t -

B AL E2500nplo

B EZE T 16t FdADE R Z F K48 T
rABPAAHBRBTREERGR
2 2 dAb(NT) & A b £ e dAbZ L B #% B 4% %
Wk Fd o dAbZ Z X E B R B E E M

dAb¥ kX 7T

BHEEAME T -
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EBHAKM(RR)Z % > b ELEMA #%MA REIAD
B B TH16F At ®H 4 5 kR F -

# & SDS-PAGE % #1 & sk & F ;R 3F £ dAb & # -

A T H OSDS-PAGES M 2k FRFR » B H A LEH
RS BT £ 13000 rpm F RS 105 4% - R EF kBB
M 3% A % F100 pl PBS¥ o sl 1xNuPAGE LDXA £ & #| & 3

ARBEBR BNy MBESOCCEN4N) 4 B E G
SDS PAGE A # £ % 153 X NuPAGER B % % - T #% % & &
CHRAADZ ZCHEBRM O L FREALAEG Y B -

AEIR6: 5 FERE - h#2: 8L aER
HIP-PBCA % % # F ¥ #§ VEGF dAb DOMI15-10-11 - # i&
3: &myciitx & & MNHIP-PBCAZL  # F + 85§ VEGF dAb
DOM15-10-11 - 7k i# 4 : &£ HA4 22 2 & & » HIP-PBCA % %
M+ F &) VEGF dAb DOM15-10-11 - 5% 5 : k&L 2 &4
FERNEo A KR F P2 VEGF dAb DOMI15-10-11(% # ¥

© R) - BB #EdAbz a4 - BB FHEBIALL Z
FOAE AR FEBEEmEAR -

H#BAEBR TIADE A EN R TP 0 B A A BB IE R
BAADZ R E AL AR FTERLAR T M(B13) -

dAbC HBEENRET AR TFF > B AEFESHEEE(RRK

B)To#H BRAAERBLEAEMESLS » B 4dADE Y
R FF(ERRKBT) &% #% & SDS-PAGE» # & F
HAZRSMHEMH(ESDSEALA THRRE)EJADE & T F 2
MEAERBLEEM(un) - R4 & B R 2dASY & £ 1b
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W& Rt o bR BRI H AL B L HIP-dAbAR
A EBEAEEIE T A HJADE E R R TP - B £ X
B 4 HIP-dAb# & H £ R @ & % B (L &£ £ & pl dAbZ KA
F)RBEdAbE R F ¥ 2 & F4 - B b - R AN FdAb

4, & AHIP-PBCAR F P2 R RFIEHPAARNZIKLER
ple MEH N — XL HE XdADAH B S M °
18- A X BRHIPE B &M XL B e NPBCAR K
BFERAEZTARBERERNEARIADZIF R

ATRAEXKXRHIPY ETERZ & & E - AdAb
(VEGF-myc dAb » 4 WO02008/149147 ¥ Ff # 5 = DOM15-
26-593)% 4 HIP PBCA % sk & F #H & 4 - A & 100 mg
PBCA % 4 # 12 mg(0.843 pmol) = # A 2 (12% w/w
dAb/PBCA » $ 100 mg PBCA% 4 4 12 mg dAb)3H B dAb -
bo B 16 pr i 45 A A N dAbZ Z RHIPH £ R # A &
B o W 4 0 3 & SDS-PAGE & # % 3k & F W& # 3% dAb4R
BErrxadtogrrdanim T o o T HLITPAELRA
SDS-PAGE#4 # - e B LA AR T I — 2L L E
zdAbEZ B B AN A XL o FLdAbZ E(B 14) - sbh #
bk mie B A4k Alabworks VA6E R R AR EMKR
ZEREBERER BRBALTHRE

KAB1RT: » FER® - Kkil2-4 dADR K & T A
My o AES: EAERRF(EMHEB) RET-10: JADR X
M (500 ~ 125~ 31.25% 7.8 pg/ml) » kil 11-14 : dAbR £ 4

(7.8~ 31.25~ 125& 500 pg/ml) - % B s ®dAbz & £ 1t T
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BAEBIADA R E Y - RAKPREARENHKFREX
b kB A kR FH K PJdAbZ B B A413.7 ug/ml -
ERETREREELEABL BEFERAZ S LGS E
HFHRAZETREFELS AR FRAEY FJdADZ § -
RBHBJAVE RS H AN R TF Y EHE AL ELZ %
FRHRAZE HBAREHLBEERLE LR FHEY T dAD
ZREAH413.7 pg/ml- e BRA A LA S KR F F 12 mg#H A
® P &3 A331 mge £1LdAb - B 0 B B K X B
27.6% - dAb#& & %3.31% w/w o
HTEKEOEI/LIJADA R R A TR FHE LR FH#
ABITHRE - FHd £1% Tween 205 £ F L£4E 65T % B
RZBETRFINVEFEREIJADE 2 X R FPRBHK - 4%
FEEREVH L A EILdADAE R F P EHR > KM AN
T -—ERENHNIADEFMHE X - B T HE H K 23 &£ 2
dAbFMHB KB ER /D THERAST FTRFS»E K
© BRAEZTCZBEREBEE TR EMRESSH 4 -
AIZHF X K H K L£10,000 rcf T 3 104 48 XK A7
B ZAEMAdADE B F o8 - W& & F TR 2dAbsy L #F
% B 3% B ELISA% 4 58 M -
# B ELISA4 F 4 4 £ K 2 dAb :
0.5 pg/ml rVEGF# % Nunc maxisorb 967L %8 > £4°C F
fa & o 3 #F L7k # 4 % & (PBS+0.1% Tween)ik # 32 % % 4
R o B3 F LA 4 % R (PBS+1% BSA)AE ¥ % F & 1)
B R # % - LK EE BEaLEILTH W50 pl
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— X EERBAL L AR AR - iR
B2 S B ILS50 pliimye ABCN R)E R B A R A7 ik 3%
TRAER AhMmwAEBEZHL 0 SwBEILS0 pli ) AHRP
B PR FRAR B LAKRBERBRILBEFZF S mEIL
50 pl TMB & - A &R L &£ & H mwB IS0 pl HCI(L
M)# it R B - {& B Versamax3¥ % # 3% B & & Softmax Pro

V5388 € 8450 nmF 2R & E - ELISAKR R B F 2 & X

S O

% 6

B R 4°C 56°C 65°C 65/37°C
B R (ug/ml) [0.44 4.0 >50 61

BERBHRXIADE A ENR ASEBETERFFERBK
ExHA%  BRAEAAMBEBESGCARIICTREZIKRAFR
TREMESEXEMNRIAb BAE Y P X EMEKE B U
it BAHACORBREEREFMN > 245 EPAGER X >
65/37T A A LA R EHHITHZHS0%EH H -

# & ELISA L & SDS-PAGE 4 # # #% %z dAb > ELISAZ 4
& M dAbx 3 # > W SDS-PAGE{s ] 48 dAb - £ 5% B L £ —
2R EHFLHdAb BEE N LT AR EH 4
moe m oMz EBE A TIADZ E - B RFMHJADZ IR
B (61 pg/ml - # & ELISA ¥ 2 ) A& % dAbx R K (137.89
pg/ml > 3% & SDS-PAGE E ] )& 44% -

B BRE2XRFPFPEISONEHEIADR F T M -
LB ARABAEYERKRE FRIARLSRAEANA
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#EBTHEAEDYEARS Bk R FEBEMFER
AR SRR A
KHl19- TRAFEL AL HBBRA MY ZHIP PBCAZ X &
TEIRBNEBRNBEAOABAREAZT O a2
% 7

FREFIBP A2 ALk R FAGRD A D ABYE P X
B E X JdAbDE B2 e A -

# 2 A & & EIVEGF dAbx £ # & F # 25 2 dAD L 8 12
Fl AT RXE G8 BN BEJIADS F ¥ wdAbz X B 3 R
E o NEBE " HREZ KRR FEAARHLYBIEL -
FRAREZ R

MRS BERFEAIADRE S E2 R BE RS H L @ 8
BI04 R604 48 - £ KA ¥ 2 dAbE B & X 478 $t 5 48
MEHNEHAGRATEE SR T F A o s KA
R -ZEFZBRBFMBEUAALHFST L - T2 E 89dAbE © ik
PS BEFTHFR - aRFHEZETIADE 5 3 KX K#H A LB

FIERZIHELRR -~ dADE L R BB P26 % 7 802045

FI)THRETRABEFHNB L oRFTE BhRALFES X

2 EXHEE -

REHRATZoRFLHRE :
HTRAARBBATLEFOABBERAELELANAE
FTHBLEFARBAOBR T RS AHELE(RRKSF )2 dALE -
T B % - 38 ¥ (start-chase)®A & - P A N R % — & #
EHCHBRENLRTER L ERBIBERSTF - i

B
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B S F B 4o WO99/58679/7 8 = 2 #uCD23 2 ki & - &
BRATagz AKERE - Bk KEEZRATRAHZE
T E WL CD23 mAbB B Ha N A FARNFTRAKARY
wmEY  AEAHMZASHEL THERA - RERIR
BErYN LR YAESBRERLERFTHE LA EQRER
i A

A HBEF > At=08&F > HM#EEt=STEFLTER

& oo
B: 2% F¥F2xdAb> £t=08& T > K 14 fEt=54p 4 F &
P 6 He Al o

C: mm Pz aEdAb(HB) At=0H4F » BAR LEt=5S
Er e T EHA -

T At=1004 0 AERBBABASTERSR -
D: #Bu F 5 At-0H&F HMAEA=SSrTE&FHLETER

| o
E: 2 %% F % 2dAb A£t=0F& F > & At=550 & &
“ ik H#e B/ -

F: s Pz HhEdAb(REARZIHR) At=08& T °
RE 76 L t=55m 4 Rr & T & M A& -

LA AEt=60404 > LERABAKSTER R
BEHEMBE
i ¥t & wPCT W099/58679 % 3% 7= Z $#L. CD23 mAb > 2.0
mg/kg °

# & 4% 68 mg/ml mAbE B B R M E A S500 pg/mik R A
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o

Ny
ey

HW25 g/ BmF > i EN100 pliE & F 50 pgx &

Z -
B A dAbz & ¥ F : 1.584 mg/kg ’ 50 mg/kg PBCA% 4

-}

¥

Fob 160 pl W A E% 85 8038 & (25% wW/w) i Avw 23,600

MIZ KRR FRERFREGBANEH IS LR FRIER
oA A X &R E 5396.1 pg/mley & 3 B dAb o # %25 g
MmE > 48 E N 100 plfE % £39.6 ngz dAbE &
FRBEF(EHEHR) 50 mg/kg PBCAR 44 -
b4 LA 160 pl L & 82 85 8038 & (25% wW/W)Fs fu
3,600 plx KA FREFRFPREBANEHZIEZ LR F
BFER - LEERLEEAL2 mg/mleyPBCAR &4 - &
W25 g/ T o dbA8 EAN100 pl s ¥ 125 pgz PBCARE

€3

22V
7e
-

o

e

) BRFPZHBIJAD(REE R ZHB): 1.584 mg/kg -

b o¥ 2.0 mg/mlig 45 78 R A A396.1 pg/mlk £ 4 AR

E A5 Z dADE R - HA25 g/ A E 0 A E N 100 plE %

¥ 39.6 pgz dAbE ¥

NRZESH  HCDIPREBTHRKNER(REHFKRESR)-

ANPRBENF R AHABHA - -ATHRABAERZE B

FiAEDNBRERXRBRARLOFRALAR - BaEKRELERL

TERAR -HAAERRBAEN-80T -

Mg AL KBS AR M o
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%k#%&&ﬁé°@§k%¢%m%ﬁ%k%%ﬁé
T 2 W /& ey PBS - 3 ¥ & A Covaris 2 & & & & R
(Covaris E210)#% K RS 34 E 1t -

# & Meso Scale Discovery(MSD) #» # K B

REMSDAYH RO RERFHRA - LAl dlFTHLe
% g i 2 L VEGF ELISA £ A @ A MSDE X R TR - £
1:10,0004 #% ZBx P X 1:1,0004 M e F AR A - £ 158 HK
BRY S RABES -

33

REHFLEAABISTHATIZIER - BKAKIOF&E &
sk FP2dAbE 4 #2380 ng/mleg T AR KBEHRF -
AR Y FTHEAEIS ng/ml(FHB IR HMBKRE
Z Hs8dAb P HBERFALER ARG Y X R L KRE AR
FRZBAH A AREBLFZIHRHBITNEUARE - — &
MET 2RBIFMRIFRER D EEWIOGEFRBEZESE
EHRBERE -

K L6044 Kk NEH - N BRJIADM F £ K
v EM  BFERKBASEE — ¥ wEILIZS ng/mle ] o
TREBERMLER

1. % sdAbE 2 RER P FRHBPEHT RGN ER XK

BmtbR FXTERHER ATHEFEHENARZN SR
ki FPzdAbm T 0 £ 5 HEBEJADT A KEH/R -
2.dAbE R F P2 EREFARA S UK A BBERLR
HhmileARYBE LR RTFTF2EHERAE
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3.31% w/iwe SR FHAEMANE Z5.0% wwz 8§ 8
LA A4S ng/mlz KBS A & - 8.9% 2 8 & Bk & &£ X
B ¥ A 4 5833 ng/mley K EE - L F3.31F € %=

AEBRAEHNS I FELAWEFH M TIORLIUANERSA
BMAKEE AT — S E4LEHK -
3.104 48 RO60 48X Rl BT AE i@k - A AT N T H$ R

% 9% T B (loperamide) sy M X 3 © X A H £ A R & &
(EEH2-304EN) AAARTECRA LKA, &
ZAREFRRAABFITZIREED S E - BH105 4

ZHMBEAERARAA T ETHBERA L A EE
6048 R AL BRA B2 ETH AR -

4. HIP PBCAAZ & E #H B ety RAE - & % Ik W 4 % 85 >
BT ERTHAREBIMBBRABZ I FTES T
MEZBREET - LEBTOLHETBAMK - ETHKAL
B AR TFTAEABERNBMIATR T LI EFEAMN

® W Bob HMASKRZSHEBETHEEIRT AR

MBS THEZRE - -ELTRT LEREHR
TR FHERBZIEN -
HTRHEIAVPA & R BER TR EAZIBE T EAHA
fRZ L FE(EL6) ERAEBTE AL KR T4 &5
HMBEREIADRER T 2 HBER XL E > KK PHELZ
dAbPEL I B BN LR &EHF S - THE L & AR ZJADE T
0042 KA B o Z 2 th F2(604548) bHZ N BILALMAHK
ABESE Mt 2 o HEJADE 2 # H4E T 8 M B3 R
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HBHEAKMSLABERME Bt BEFEHZIHEHRZR
X o ERBEZLEaMBEEZHEREN  RBRTFRETHENRF
3 dAD -

— BB WmET LB RNEARARGE G T (o
HIP-PBCA42 )89 R A BB 2 H B L - Bk HFHRAR
# i 3 R HIP-PBCAA 44 A ik ¥ 3 @BBBHE L £ #
ez ERF K c Bt FHRITHEGHMKAAR -
@REHKNRERELBE T RARRT S ELRHE I
BABHEALRE R EEEIHZILEERTEHET
AN AKBEEE  AXBEEYALHEEREDZIRNAZLR
(head to head comparison)¥ > K MR E £ A T e R &

Ak k FHABBBBZ A WMATER -
me-ﬁﬁmﬁﬁéﬁgﬁﬁﬁﬁzﬂwrmm%*ﬂ
FAEASBBRNEFSRANELAABABRELETOTAERD
Z feh

AR FARMZIERAFILE-AHKRAKZA -

?%##ﬂ%ﬁmﬁﬁ$%¢&ﬁﬁwmﬁwﬁkW%
#HE dAbE R X e

ZERRLHBAEARBIEAMOELERE - EWE
LTEZHEH/K T NEZR -G AHKRE -

MR EEHBRARLER - L A E RN ATH B E
B EZTa®  FARALBRMFTERE TFTHEE KB
h > BARCHEEH o BAERBKZIAERK - TH
+t > Kreuter¥ A & # B 2| 3%t A PBCAR M Z R T M T > /A
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EHZLZHEEZEABFHE(HOO%) LS R #H K& B
AT B & WL o
— & mE R EFRANREAE S SR A % (2

%0 > HIP-PBCAZR K B T T A AR AR B IR £ %

R RALEBAYRNBRELIATHERBERR FRB AR
B BEBE 2 A /) o B 2R 45 T o

ERANME & -

AR RSTEFRANARAAE > EFHFAERT £ R

L AX ARV EHHUREFRBERE - b N F R
FREBFOEREDAEL T Y -

2 HEBRFHMEBZIELC L IR N R LR AL R T
B Y KR ¥ EdAD -

3. BEBMBIMNE TERB  ERARANAATRE &
BREETLTIE -

O |
A HBRF > At=084F > BMEAL=SHBHFL T LR
# o

E: ®XRFFXdAb At=0 4 F > MA A=K &5 &
T 38 3¢ B o
C: BRTZHEJAV(HR) At=0F L F > % £t=5%
S RF 4 T BB -

Tl At=10454 0 AERBEELBSFIBERE -
B #HEBRTF H At=08&FT MK E=S5048%LF1ER
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#
Ak F P 2dAb A£t=0F & F > Mg £ t=550 4 &

% F ik He Al e
D: 2Pz HgEdAb(AE AR ZIHRE) At=08F & F >
Btk A t=550 48 iF & T & H B -

biidm =604 c EEHRBBRAKLSHIERRL -
BEGEE -
B H A 4 PCT WO99/58679F A7 4% 5= X 1 CD23 mAb > 2.0
mg/kg °

3 i 35 68 mg/ml mAbAE 5 R M F 5500 pg/mik H #

o

e
bl

$MN25 g/h B m T 0 b EN100 pl M P50 pgx H
g -
A %4 dAbz & k& F : 1.584 mg/kg > 50 mg/kg PBCAX &
e

o 48160 pl& W &% 85 808 & (25% w/w) ¥ Av £3,600
M kR FREIRTAREBANEIHZIARR TREFR -
oA A B &GEE £396.1 pg/mley & A & dAb - #H 25 goh
amzT > A EMNI00 nlggE P39.6 pgx dALH &

A ki F(ERHERBR): 50mg/kg PBCAR &4 -

Bow o bR 45160 pl% L AL BF 85 80E R (25% wW/W)H Au
£3,600 plx xR FREZRTAEBANEIHZIZT KR TR
ik o A A BKREEAL125 mg/ml#yPBCAR &4 - # R
25 g/ BT 0 b ERNL00 plB A F 125 ugZ PBCAR ¥
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BRF ZHEBEJAD(REL FHE ZHB): 1.584 mg/kg -

Fh 2.0 mg/ml 455 A396.1 pg/mlk & 4 AN
EH X dAbE R - HR25 g/ BT 0 ABEN 100 plE H
¥ 39.6 pgxz dAb#E| &
¥ R

REBBELEARBITPATZIERE - HHEK105 &85
ZFRHFAFZIAADE T AR P X S5dADL E © 3 HE A
627.60 ng/ml - KB YAdAPH FE R EETHES » B A LHE

© FAOERERNHEDLIRH - FEARAARAETLBSIAEUNZLE
ZRER  ERERARAEFIFUAAALAIBL T - —E i
BEAABEESTHE EE 44545 ng/mleh 48 o 8 18 89 A BS 32
B LR HRZAaBRAIIBABEEZ - KM AKTFTEAR
dAbx F 3R E & F 4 % dAb& I » £ A71.67 ng/ml -

£ ES K605 4 > KB FPXAdADA ERFT EHEKE B
146.51 ng/ml - M ¥ B dAb= B E & % £3.17 ng/mlx F 34
KE -

Bk 2EHBL054E > 2 RBFE A XJADK KR E
AHRJADE R 2 KBS R B 8 464% -

—EME BRI ARTFTAELEGRANRE G A KE R
dAbBS 48 & B 3 o

e &2 KA bR X Ry R ERER(H
18) e kM FAFXLAAVPERBEHHBSTREFTARNIZ X
B #L e R X b R (£ 109 48 R 604 48 8% & %] B 1.569 &
1.845) > b R A % M L A B JALDE & 7 8 &2 X B - 48
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R > #8dAba 2 H M ABE EIT BRI KA LR (L0
NA4E R 605455 % 5 % £0.012%0.286) -

Mz BRAAEIRTFEBRALETERGRANRLLER
RARAABRIADE KB 2 1R 3& - sbth b & R £ B AT R
BBBZIAWIEAK HREBARBAKR KB ZSRARS T
o AU

HBHRANRRRME ARB/BIADZ A BEREH ) E Y
R - b ThbhanRFFaRzdADRRZ > ARFE A
@ R RN KT ERE -y AR TR EKX
B o

At BTHRRAL LT ALHRANRBLERBY A
ik EERE—-—SAREERTFFPXdADE R - LT HS
kAR OLETEAARNHIP PBCAAR 4 x &8 RRdADREE H &) =
PBCAA2 4% F R - A2 AL A TN AHLE Al ZvPBCA
# FTLLHIP PBCAZ 4 E i) R AS B £ dAb - A T #%
miEEH THRLEHXRAPBCARAH B AEARAES T =
z R4 B A (%4 > PLGA - PLARPCL)Z #4644 - £ &
AR TSENERRC_BLERY AEREHTHR
REt R FAORTZHEBHUALRLEARABEE -

RERBLIAAZRAS IR AL E LA RBOARH - &
FTHEBBBLZEZR LA ZRABHEHEOAEXRTAT

EXRABMBERALABERFA L TFEACAKRFTFZIHR - A
TEREBHEG THRLERFZHBR LG R T X
EURHH A LS T2 EMEEERER -
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— M EF O AXBFAEZIETERTFAAELATREH
BRABEABIAIEBREOERESL KA DEEHFXK
mRAEMRNTRILE & -

KHI21- RARHIP A B & BB B a6 ENPCLENKT

HEBEALMBPTARNEPCL Lacte DA A A MHEARER &
BEREASHURHIP, #47dAbE £ L2 B R B - W& T %
B RAERIARITY i 2 HIPE 16 F £ 2 2 B A i B 4
RPCLEAZLX KB FRAMKBE -

ke AE M E A PCLA — U F (DCM) ¥ 2100 mg/mlpE
R EAEAF ®ENBE 2 1% pluronic F68 (Sigma) » 3 % 4&
g B % 4000-7500 rpm > B 5454 > mH D MK K E
ARFBERBET) B ERELARARGERBESN T
— $ &AL ¢ F 1%HE & 45 (Sigma) © % 1% Lutrol F127:4 %
7 # 407(BASF Corp.) > % 1%#% % # E TPGS(d-ALPHA 4 ¥
By % 2 = 8 1000 T = & &5 )(Peboc/Eastman) © & 4 #& 7 47

© BARBRERBEAFT) AZR4AD8BANERY Z10
mg/ml b A RXRLBEMETITRY E>20 umx § B A&
HKEBEABET) M HPCLAARER AB AT X T B
MIHERXEBRIRIFHEBRBEABET) - RELFHLETH
AOEERA2%Z R LAEHLIRMERANEYRBGEHR
BMUABNEARBEBBEIR IFRRAE - F AR F E
Lutrol F127:4 % 7 $#8 407(BASF Corp.)s # 4 £#E TPGS A
¥ F itk B A 7500-9000 rpm > B EASH B2 4 - 4 A K
FHEAEMAERATHAEAA] pmR+ 28 F(HB L&
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F)> EH T XMz o fkdAbx F R R F2% 4 £ KE
TPGSH A R @ E WA A2 sEHH L -
4, & dAbz HIP-PCL# 3k (M/P)z # # -
BRELXEAIZFERTXHAEIHLTITEF LS
47 2k % % # HIP-PCLAL 3% -
R ABR Y
HEoEPCL(R-e-CRAE)ABRY -
i) B # A NPCLxHIP# AM/PhHy % % F-4000 rpm (2%
4 4 FE [TPGS1¥ A R @ /& # B )-25 48
ii) B % A#»PCLxHIP# AZM/P# £ & F-7500 rpm (2%
4% ¥E[TPGS]# A R @ & M &l )-2% &
iii) B # A » PCLx HIP4#% & M/P+R » 4 # % dAb(dAbl)
K F-7500 rpm (2% 4 £ £ E [TPGS]#E & R @ & 4
B -2 4%
iv) B # B »PCLxz HIP# A& M/P+A » & & R + 2 dAb
(dAb2) &y # F-7500 rpm(2%#4 % £ E [TPGS]# & %
@ E M B -2 &

PR BB R

(1) 4 % B 2 dAb : 4L VEGF(4w W02008/149147 ¥ A7 48
& z DOM15-26-593) » 3t 3% TB090220 1.5 mg/ml(14,246
Da)-4 A 4x5 ml(4£ B Nanodrop 10004% % 5 & 3t (Thermo
Scientific)? mAEFRRIADE E » B R E T B A 1.04
mg/ml)

(2) 82:1 HIP:E#& (1 ml » 30.58 mg/ml)
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(3) M bdAbE & (25 mg/ml)N/A
(4) x5 PBSY 2 1% wvEEH HE > 2% Wi &@iZ o 8 *
(5) EMm»DCM$ 2PCLE &%
*10%%4 4 ¥ E [TPGS]4: # &
DCM¥ 2 PCLx & &9 & # -
BHANRBEEHAEYI0 mgx @ » DCM$ =z PCL-4%&
DCMY E#E % #4100 mg/ml(F K@)’ 12 £ #4 10 mg/mlF
® TEBRE S  HWHSHAERMEIFRHPCL: FES ml
| DCM¥ 2 50 mg - # % 50 mg PCL(% & -20C 8 £ ¥ i 8 41
MBRAZEBRRZ) BEMBREXTF)N(ALI0 mit & d B
PCL+4 ml DCM—& #{##H ) @AM P 2B EZ T UAKBHH
BRH - — BB WHAKBEHFTER > LUDCME B
ESml #FBARARHEBKR) BRFHER -
dAbE RZ IR E -
RWAEERTAGC0 rpmTF #A4TH #H % R(O/N)» B # 2
° MR ERE % A Vivaspinig 4 £ (Vivaspin 6, Sartorius,
VS0691, MWCO 3,000 PES)B & # % ¢ B 3R 88 & & Sorvall
legend RT Bench Top# < # P E L5 % - EEAFEH21.5
mg/m1(20.0 ml » 4 4xVivaspin¥ %5 ml)Z 25 mg/ml(#4 700
pl) o % @ 2 £ 1000-1500 rpm F & 472/ 8% B £ 3000 rpmTF
BEATHINDE - 47 dAb 400 puliE & Nanodrop sk 1:754% #%
B A A£056 mg/ml-# ¥ & H % 2760 pl(25 mg/ml) A &
REAEpHEBFEIKEHN3.T - HBHH 4L 4pH 2.5F 8% &
¥ o dAbA 25 mg/ml - #pH 5.0/4.5(B & £ » ¥ £ pH 3.7)
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pH 1% sipH 2.5 4. 53X K 5 - &£ A 380 ul dAb > fl 4 &

WHEW1E9.5 mg(AL T &1 mg/mlim JE1.5 mg/mlx %1 4 & A

RE) e

27 Btz ®H -

HE ZHR dAbE &

P E25.0 mg/ml dAbE R Z B (u) |0 760, (2x380)
i & 7K A8 A (ul) 500.0x 10 12.0

PR s /n2 M HCLR % 2 38 #5 (ul) 5.0x10 6.0

PR s An 1 M CaCl, 2 28 #5 (ul) 0 0
RENER

St Ry

Aotk Z pHAE <<=2.5 #3.7

28 ARHIPERZAEDARB(ERERHEFTZ) -

(A)%E # 48 dAD

HED 10-12.0 mg dAb - 82:1 HIP -
dAb 10 mg PCL

dAbE (mg) & £ dAb #9.5.

& & (mg/ml) 25.00

P % A () 380

(B)# # 48 HIP

HE 12.0 mg dAb » 82:1 HIP »

HIP AOT 10 mg PCL

Fir & AOT /R & (mg/ml) 30.58

£ %30.58 mg/ml AOT:& % < 28 #(pl) {1000

B e &% 4 dAb(K & &) DCM/HIPZ 1:2:8 4 # - L i

HENIERESEH ™ E
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29 THEBZHE (A HAB)

FE 48 > 82:1 HIP »
100 mg BCA

dAb ¥ (mg) 04£ 4% A PBS 480 pl+20 pl HCI
RE&1b

A % AOT2 /8 B (mg/ml) 30.58

P %30.58 mg/ml AOTA % Z 8 #&(ul)  [1000

M % BB A HIPE S dADR BH H (T FIEXRE

A #ABF
# B ALdAbR TR, B R AR K # 48 4£2 ml eppendorfF ¢
o REAEBRMWELXRKMBY - BEAMWURAKRZEBXR LAl

% H 3% ¥ F M Bench top 4 B5432F B 55548 - ¥ A7 4%
& & R 4 % & & K ik E (microfuge ¥ 20,817 rcf > 14000
rpm) F 3 505 4% - dAb-HIPHE S M+ A R @ R B A 9
FaehiBYy - - WEKABBELEAC THAE - F KR TR KIS
BEfAF BEUNEANAARBEBELTER

# HIP-dAb#E G #3 ELEZ A BB T -

# & # 48 £ 2 ml eppendorf® ¥ & A IKA T2535 % &

L (polytron > i ER X 1) FALT-10% - B AR TR G &

ABY(AAVEHIPE S W)ZE AR EH(DCM)F 2 23 %
ib - HIP-dAbBR M E H BZREFRBFIFHEREHETZA
R B ARBARLXYETILIOD - WELAZARETE T
Yk B BB R E H A
MKz HH o

RORZ]I mAHRBERABDARESL L TERRARA S
#& % DCM(100 mg)¥ % 1 ml PCL -
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B AAARFRQC DARBAB I THRSGSGED R
ERAREFRAKBQAS mBEKRTIOmIRk PR & HHR
PBS¥ 2 2% R & 7& M # 5 & ) - 4& A Silverson L4RTH K &
¥ k48 £ 7,500 rpm(M/P) 4000 rpm(M/P)F 35 & 1t - # AL
RHEAL2 G - B EFLABABRABMFAEARFRERETE
FHEEWI I ERDABTABRAE -  ERFILIEFIHERFERL
BREIUB LA RBERLAS  BALRSRRERAHRNR
&k @ L o
K#22- HHRZRTAR
(a) # % 8 f

2 b X Z Fr K w4 PB4 (i)E (iv) 4 Nikon Eclipse E400
EMSITERTRAARMIRT BITLERTIVESYER
HETHBEIOF - BARF R AJADZ /A W & A B %39
TAMMRATHBEZTAMK - -EHEARAALEJADF A T &
R RO N & =
(b) %2 AE#ELHH -

4 Micromeritics Saturn DigiSizer 5200 % i o & & 2 %
MmELRAEAMAEOEKART -

EhsERHaMAHA Exm xR+ 2K E R E M Saturn
Digisizer 5200 £ 2 R EZ EH AR EZ E 1> UL B APBSE

% & 2w fE (obscuration) % 5-30% @ # 4 & » 15%(t F & 50-
100%FE ) #MBE/RARART - BEXARINEB TN
BAEAHAEILTZE»ERAT A X000 EHERS
Wik Ak o AB ik E A6 L/min 4 & & 1k A (stop beam angle)
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HASE > N EAPBSE — X =@t - RERHRAHB
SARE MR IEBELBORLE(ERBREEZE) F
% Z ¥ 1% % R Micromeritics Saturn Digisizer 52003 4 & + ##
V1.12(2007 %3 8 ) & B i& & # 45 & (Quick reference guide) °
M BESZIHE D (DEGY) B200)EWT 4B
HTFHBBEEHH LR EE BRI E LR - P TFTXHER
b F B R X BE -
B 20a

© s
- & 3
HAGEE 1 0.01069%
B 1 29.1%
M BT
BEE A8 HEEHS
T 8.355 2.926 F.# (Mode) 10.00 4.017
& 4 44 9.754 3.951 R E 0.382 0.047
8 -0.267 0.106 R -0.436 0.180
B 54 RATHE
REEAS BEEHS
T34E 1.393 0.070 ) 4 1.000 0.000
¥ R fE 1.033 0.009 BREEHY 0.214 0.022
B 1.504 0.388 Y 2.001 2.445
o
B 20(b)
somE
- ¥ 1
HAEE ¢ 0.00284%
B 16.7%
B BT8R
BEE A8 BRREAS
T3 5.366 3.943 ) 28 2.239 2.744
o 4y 14 4.304 5.816 1R E 0.521 0.033
ey 0.523 0.450 83 -0.370 0.178
¥ B oA RiTHT
BRREEAS BREESBS
T34 1.231 0.016 ) e 1.000 0.000
& 431 44 1.048 0.013 B E W 0.141 0.012
Y3 1.954 0.198 93 4.737 1.339
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B 20(c)
#A
HAGEE 1 0.00771%
A 21.6%
RS BT
BREERS BEENS
3 E 9.346 7.368 h: o 2.239 12.53
& 43 4E 10.45 7.174 P 0.421 0.115
BE -0.234 0.252 M R -0.185 3.125
BB HABRITHE
EEEAS 2R ERS
344 1.355 1.046 )& 4 1.000 0.751
& 431 (A 1.048 0.731 BEEHH 0.196 0.070
BB 1.711 0.234 R 3.196 1.059
B 20(d)
wseRE
b 3
#HARE © 0.01069%
B ¢ 29.1%
koA RATHE
ZEEHS BREEHS
Ti44a 8.355 2.926 )€ 10.00 4.017
& 43 48 9.754 3.951 2 A £ H 3 0.382 0.047
Iy -0.267 0.106 SR -0.436 0.180
BB A BRATHS
BEEBS EEENHS
EXVV 1.393 0.070 B 1.000 0.000
& 43 4E 1.033 0.009 B EHH 0.214 0.022
oy 1.504 0.388 i 2.001 2.445

FHypRrzERAEATRAETTHEESH > REA
R ok AR
i) B # A »PCLZHIP# A M/P#y £ H F-4000 rpm(2%
% 4 FE[TPGS]#E & R\ &M & )-24 4 @ FHRE
1.231
ii) A% A »PCLxz HIP4#% A M/P& % 4 F-7500 rpm(2% 4
4 #E[TPGSI#E & R & & M 8] )-24 48 » F 35k 42 1.18]
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ii1)

B A A #»PCLx HIP# % M/P+A » 4 # 2 dAbl &y
F-7500 rpm(2% 4 £ £ E [TPGS]4#4 & 7 @ 75 1 #])-2
w4 Tk 421.355

B %A A »PCLz HIP4# & M/P+mA # 8 &£ R <+ 2 dAb2
B K F-7500 rpm(2% 4 £ £ E [TPGS]4 A R & & 1
B -2 48 0 F 3k 42 1.393
AARBREAELRFERSFTIBRREAETAEAASMBRAZ
18 % % R K -4+ % 47,500 rpm T 34 % b A 3 2 45 4

AdAD G A T A A FHEAL A4 umey 2403k > B b 8 X
R FEFZERF

% #23- 4 A dAbz HIP-PCL#AL 3% &4 &% #F

BELEXET 218 # 4 4 dAbx HIP PCL# 3% - % 3 &

M B 50 pl(dAbl & dAb2) » B

iv)
3K o
@
1)
o
ii)
iii)

140126.doc

£ 1.5 ml microfuge® ¥ £ 3K rpmF % #5' 20 & 4
HR(S)-4430 pnlM £ H microfuged ¥ B 4% M 3% (P)
BB IENSO ul PBS ¥

£ 1.5 ml microfuge® ¥ & 13K rpmTF % & 5'0 & %
L F &R (S)-# 30 plf £ H microfuge® ¥ B 4§ @ %
(P)4-BE 3% o B B ;%750 ul PBS ¥ ;

# Vivaspin 500(# & 1,000,000% F € )% 4 5K rpm
FTHRBSUBREMHAZIIAD R F R YA E R
T A/ A LFR(F)ZS50 pl PBSEB H B L W& -
& E H %3 R WA F #E A Vivaspin 500(Sartorius

stedim biotech) o
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Eh B2 plEASmES pl 4 E R EH A3 pl 108K
By AEANR IIRLBEHREBGANERZIHEA LT A
2 N PCRM B & ¥ 2 96FLPCR32 % # (PTC-100, MJ research
Inc)¥ Aok 2 80°C B EsS5m,4Ex % % |10 pl -

BEREAEREIRB L REHLHRNAF £MES
SDS(2-N-"E 4 R Z s w8 » + —REFRENEHRT R
B4 354> 4 (invitrogen) » B 4% A #% % N~ & 4! X X SimplyBlue
SafeStain# % (invitrogen)#$t & - F AR B L E H A M X &
FAALH E REE Y UTBHERE  FH o EXAAEA
HAEH P HEH3.28 ng- 0.82 pg~ 0.21 pgk0.05 pg-
10pl# %500 ng/pl ~ 125 ng/pl~ 31.25 ng/pl&R 7.8 ng/plek
R - BReERBIEXHEBIIMNE2LY -

BB A T HRE

kil 2 3dAbl > 4k E2: dAbl 3K S %k &3 dAbl
3K P % i#4: dAbl 13K S % #5: dAbl 13K P % &

6: dAbl F>» % 7 : & 2 dAb2» % & 8: dAb2 3K S %k &
9: dAb2 3K P ki : dAb2 13K S sk iE : dAb2 13K
P> skig12: dAb2 F» 5k i#E 13 4 F 4 3¢ -SeeBlue Plus 2

& 12 % # (invitrogen) > &4 F & (kd) » 7% & 14 * 3.28 pg
dAbAZ Z 4 > 7%k E 15: 0.82 pg dAbAZ £ 4 > Kk i#E16: 0.21

ng dAbAZ £ 4p - Kk HE 17 0.05 pg dALZE £ 4 - BB #EE
dAbz o it B 4 - B F#ABJADA T XS L HE XRE

BT Wk AR
45 P #% % 3 3 & Labworks 4.6 # 2 1D B £ 8 £ #
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(UVP)4t #f dAb 1% & 2 3 PCL HIP# F ~ PCL HIP& ¥ %
TARERERSENR S FXIHMBE - %A K B A Olympus
mMEMBR I VisionT ks A A THRREBERAD M - K
B Ek10F o

% 10: PCL-HIP# X + 2 dAb & # & B & -

kil dAbfE %55 B dAb (ug)

1 997.63 3.5

2 277.54 1.0

3 865.5 3.0

4 2413 0.9
© 5 927.56 3.1

6 214.26 0.73

7 1225.4 4.5

8 317.93 nd

9 628.75 nd

10 126.42 nd

11 1056 nd

12 23.896 nd

14 925.94 3.28*

15 272.34 0.82*

16 40.492 0.21*

17 6.7923 0.05*

i1 : 23 dAbl > %32 dAbl 3K S % &3 : dAbl

® 3K P> %4 : dAbl 13K S % 45 : dAbl 13K P k&

6: dAbl1 F>» % &7 © 3 dAb2 4i#E8: dAb2 3K S » %) &
9: dAb2 3K P 7% i#10: dAb2 13K S - JkiE : dAb2 13K
P> 7%i#12: dAb2 F: % i 13: 4 F4& e #- SeeBlue Plus
A4 & 42 & 4 (Invitrogen) » 4 F = (kd) » 7k # 14 : 3.28
ng dAbAZ £ 4 - K iE 15 0.82 pg dALDER £ 4 > %k i#E 16
0.21 pg dAbZ £ 4 > % & 17 : 0.05 pg dALZ & 4 -
RAJADE R H AT HREZ B &L (HE KB T)HKJALR
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Bz B it RdAbE (pg)(k10) -

T3 2 AdADE B E R A (KHE1KT)3.5 pgtd.5 pg/2=4
ng-% H 210 pl¥ 4 A% R20:32% 8 > AT 10 ply 2 &
dAb=32/21x4=6 pg °

dAb 1L # &R (k&2 4%6)=1.0+0.9+0.73/3=0.9 pg - 4t
HHEBEREALA pg

dAb1 M 3% (kB 3K 5)=3.0+3.1/2=3.0 pg 4+t ¥4 HB/RE
A4.6 ug

FRLER > » B, MMFEFHFAS6 nge I dAb=dAb 1L
£ & (1.4 pg)+dAb1HE % (4.6 ng) > & & FILdALVS T oL A
%2 3 dAbz 77%(4.6/6.0)

Km0 8 AdAb-10 pl(9.5 pg)¥ £ & £ iLdAbZ B 4 Lk
% 4.6/9.5x100=48% -

% ) 24-dAb B HIP PCL#% ;a‘{ Py R

2 7 BHIP PCLu F ¢ % dADLE S sh s iF M - A
dAbl &2 dAb2 HIP PCLE & H ] S50 plFE s XF 2 AL &
# 1.5 ml eppendorf%d ¥ - # b H 4% & 241 ml PBS 2 # 2
& » f£ Eppendorf 5417C microfuge¥ £ 5000 rpm T % & 54
4 - B EKRBERLRFNS0 pl PBSF B £ 56C F 42 Techne fo #
B P #AT0 20 40K 6048 238 H o HEF AR KR K

> 425000 rpmAE YA B K30 plEFR(S)R B N K E A4
oM BEHBEERCP)EBERFNSOplF -

HHmAPENRIETRBIN- 2 RBLELOIHERZ

FRBLAZ —BBLFERZER - LFRBB AT
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HE222Y wHHE2IPZ B AMAEREARY -

% B # % 48 32 R Labworks 4.6 % # 2 IDREB X & F #
(UVP) 4t %t dAb 1 R dAb 25 & PCL HIPH F &4 A R % L 3% &
EERTBENR>FIHNE - A K B A Olympus# ¥ #
Z VisionT s LB ATHRBEANTH -

£ AdADR E M H K F % E X ¥ & B (HHE K BT)HJAD
BEZRER BB RJADE (ng)(£ 10 F247) -

E BT BRI MK B A£120-189 ngsh B N (K £ &
T) R F PR A BR KRR A 4 882-1000 ng-H F £ XK
12-19%# # -

# @ ELISA# 8 PCL HIP& F ¥ # & = dAb# 47 3 % »
oo

ELISAR T ERHAERANF R THEMLE MR ILE(VEGF
dAbL)ER F @ VEGFE S XTI AR E - BB EERE
& » ELISA3z % #% (Nunc Immunosorb)k @ t 2 & @8 A %A

© VEGF(R&D Systems)Zk 3 # VEGF dAb - ke A B #H B
1247 R 8 % & 2 dAb - 7 & A VEGF dabx Myc#Z & # #L
B (9E10, Sigma)f R & & A4 2 dAb- B A K BL B EH
B AR RlgG® A 1L 8 & 4 4 (Sigma) A R & & & =
timychi i - £ ATMBE RE KR T B & B4 A BLK
R BRI Z AR HAJAbDZ F R L] -

X EELISAR Z B UM TXHNHEZIHAARNR LIS &
% "TH B, ZdAbPIRdAD 2# K c B A S B 30 plB R M
A F 521 plA #»SDS PAGE4 # B9 F9 ulit 471:1004% ~
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1:10004% & 1:100004% # 5F -

3t H oz 4 12 % dAbS 3 S ELISAE 8 2 5 & & H dAbsy b
BBRAEILP -
£ 11-m 452 HdADR A B M dADW £ &

HA R B8 SDS PAGE3% K #1t|R B ) s ELISA &) |7& 1£dAb%
& 48 4% IEdAb ng/pl 4& 4% £ dADb ng/ul

dAbl -20 min |20.57143 33 #100
dAbl - 40 min [28.8 22 76

dAbl - 60 min [18.59048 30 #100

dAb 2 -20 min [18.28571 14 77

dAb2 - 40 min |18.28571 11 61

dAb2 - 60 min |21.33333 17 80

TRERAELBREARATE MK BER I P AR A
HELISAFF E Rl 2R 6 129 7% M 860-100%— 3 & & F

M Z o) #E & M dAD

# dAb ¥ & M dADM R 3 AR B K 2 dAD » B K F R dAbx

EMBERmEH Am o RBAZBLEERR -

B 5 %

SEQID |4k

NO.

1 & e A 8T 7 AR R R HO8H NOGO4L 22

2 2A1032 48 i A B 7 A SR 1L 48 3R AR L 165ANOGOL B
3 € 48 A #3816 DNAAE £ B H284ANOGO+ 28

4 2A1032 4% A 38/LDNAM £ 2 L163ANOGO 52

5 AR E4 AR FF(FcEE 2 RE LM B-BmRE G IR
6 P B 32 4 R AL BT 7 B- B K B & Rl

7 A H1 1 & 8 i K BT 5

8 R SO %E 4 Bz A B /T 7]

9 FRF XN

10 DOM15-26-593 VEGF dAbgz & & 5 5

11 CvL1T# & iz A 8 5 SIMAGILE

12 BvHI1 ] 4 & Bz A & - 5IMAGHL 22

13 H24 EDNA B-#idr ik & Gl

14 B f:/tL1essDNA B- Bk E Gt

15 L12 EDNA B-B ik & a it

140126.doc
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H 5 k&
SEQ ID NO. 1: &4 A 514k 5 24128

MGWSCIILFLVATATGVHSQVQLVQSGAEVKKPGASVKVSCKASGYTFTSYWMHW
VRQAPGQGLEWIGNINPSNGGTNYNEKFKSKATMTRDTSTSTAYMELSSLRSEDTA
VYYCELMQGYWGQGTLVTVSSASTKGPSVFPLAPSSKSTSGGTAALGCLVKDYFP
EPVTVSWNSGALTSGVHTFPAVLQSSGLYSLSSVVTVPSSSLGTQTYICNVNHKPS
NTKVDKKVEPKSCDKTHTCPPCPAPELAGAPSVFLFPPKPKDTLMISRTPEVTCVVV
DVSHEDPEVKFNWYVDGVEVHNAKTKPREEQYNSTYRVVSVLTVLHQDWLNGKEY
KCKVSNKALPAPIEKTISKAKGQPREPQVYTLPPSRDELTKNQVSLTCLVKGFYPSDI
AVEWESNGQPENNYKTTPPVLDSDGSFFLYSKLTVDKSRWQQGNVFSCSVMHEAL
HNHYTQKSLSLSPGK

. SEQ ID NO. 2:2A1048 4 A $51L4% R 2116

MGWSCIILFLVATATGVHSDIVMTQSPLSNPVTLGQPVSISCRSSKSLLYKDGKTYLN
WFLQRPGQSPQLLIYLMSTRASGVPDRFSGGGSGTDFTLKISRVEAEDVGVYYCQ
QLVEYPLTFGQGTKLEIKRTVAAPSVFIFPPSDEQLKSGTASVVCLLNNFYPREAKV
QWKVDNALQSGNSQESVTEQDSKDSTYSLSSTLTLSKADYEKHKVYACEVTHQGL
SSPVTKSFNRGEC

SEQ ID NO. 3: &4 A $81b4% 5 28 H28

ATGGGATGGAGCTGTATCATCCTCTTCTTGGTAGCAACAGCTACAGGTGTCCAC
TCCCAGGTGCAGCTGGTGCAGTCTGGGGCTGAGGTGAAGAAGCCTGGGGCCT
CAGTGAAGGTTTCCTGCAAGGCATCTGGATACACCTTCACCAGCTACTGGATGC
ACTGGGTGCGACAGGCCCCTGGACAAGGGCTTGAGTGGATCGGAAATATTAAT
CCTAGCAATGGTGGTACTAACTACAATGAGAAGTTCAAGAGCAAGGCCACCATG
‘ ACCAGGGACACGTCCACGAGCACAGCCTACATGGAGCTGAGCAGCCTGAGATC
TGAGGACACGGCCGTGTATTACTGTGAACTGATGCAGGGCTACTGGGGCCAGG
GAACACTAGTCACAGTCTCCTCAGCCTCCACCAAGGGCCCATCGGTCTTCCCCC
TGGCACCCTCCTCCAAGAGCACCTCTGGGGGCACAGCGGCCCTGGGCTGCCT
GGTCAAGGACTACTTCCCCGAACCGGTGACGGTGTCGTGGAACTCAGGCGCCC
TGACCAGCGGCGTGCACACCTTCCCGGCTGTCCTACAGTCCTCAGGACTCTACT
CCCTCAGCAGCGTGGTGACCGTGCCCTCCAGCAGCTTGGGCACCCAGACCTAC
ATCTGCAACGTGAATCACAAGCCCAGCAACACCAAGGTGGACAAGAAAGTTGAG
CCCAAATCTTGTGACAAAACTCACACATGCCCACCGTGCCCAGCACCTGAACTC
GCGGGGGCACCGTCAGTCTTCCTCTTCCCCCCAAAACCCAAGGACACCCTCAT
GATCTCCCGGACCCCTGAGGTCACATGCGTGGTGGTGGACGTGAGCCACGAAG
ACCCTGAGGTCAAGTTCAACTGGTACGTGGACGGCGTGGAGGTGCATAATGCC
AAGACAAAGCCGCGGGAGGAGCAGTACAACAGCACGTACCGTGTGGTCAGCGT
CCTCACCGTCCTGCACCAGGACTGGCTGAATGGCAAGGAGTACAAGTGCAAGG
TCTCCAACAAAGCCCTCCCAGCCCCCATCGAGAAAACCATCTCCAAAGCCAAAG
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GGCAGCCCCGAGAACCACAGGTGTACACCCTGCCCCCATCCCGGGATGAGCTG
ACCAAGAACCAGGTCAGCCTGACCTGCCTGGTCAAAGGCTTCTATCCCAGCGA
CATCGCCGTGGAGTGGGAGAGCAATGGGCAGCCGGAGAACAACTACAAGACCA
CGCCTCCCGTGCTGGACTCCGACGGCTCCTTCTTCCTCTACAGCAAGCTCACC
GTGGACAAGAGCAGGTGGCAGCAGGGGAACGTCTTCTCATGCTCCGTGATGCA
TGAGGCTCTGCACAACCACTACACGCAGAAGAGCCTCTCCCTGTCTCCGGGTAA
ATGA

SEQ ID NO. 4: 2A 10824 A $a bA% 5L 16

ATGGGATGGAGCTGTATCATCCTCTTCTTGGTAGCAACAGCTACAGGTGTCCAC
TCCGATATTGTGATGACCCAGTCTCCACTCTCCAACCCCGTCACCCTTGGACAG
CCGGTCTCCATCTCCTGCAGGTCTAGTAAGAGTCTCCTATATAAGGATGGGAAG
ACATACTTGAATTGGTTTCTCCAGAGGCCAGGCCAATCTCCACAGCTCCTAATTT
ATTTGATGTCCACCCGTGCATCTGGGGTCCCAGACAGATTCAGCGGCGGTGGG @
TCAGGCACTGATTTCACACTGAAAATCAGCAGGGTGGAGGCTGAGGATGTTGG
GGTTTATTACTGCCAACAACTTGTAGAGTATCCGCTCACGTTTGGCCAGGGGAC
CAAGCTGGAGATCAAACGTACGGTGGCTGCACCATCTGTCTTCATCTTCCCGCC
ATCTGATGAGCAGTTGAAATCTGGAACTGCCTCTGTTGTGTGCCTGCTGAATAA
CTTCTATCCCAGAGAGGCCAAAGTACAGTGGAAGGTGGACAACGCCCTCCAATC
GGGTAACTCCCAGGAGAGTGTCACAGAGCAGGACAGCAAGGACAGCACCTACA
GCCTCAGCAGCACCCTGACGCTGAGCAAAGCAGACTACGAGAAACACAAAGTC
TACGCCTGCGAAGTCACCCATCAGGGCCTGAGCTCGCCCGTCACAAAGAGCTT
CAACAGGGGAGAGTGTTAG

SEQ ID NO. 5: s 3 H2 & 4 Bz J 82 7 7]

EVQLVESGGGLVQPGGSLRLSCAVSGFTFSDNGMAWVRQAPGKGLEWVSFISNLA
YSIDYADTVTGRFTISRDNAKNSLYLQMNSLRAEDTAVYYCVSGTWFAYWGQGTLV
TVSSASTKGPSVFPLAPSSKSTSGGTAALGCLVKDYFPEPVTVSWNSGALTSGVHT
FPAVLQSSGLYSLSSVVTVPSSSLGTQTYICNVNHKPSNTKVDKKVEPKSCDKTHTC
PPCPAPELAGAPSVFLFPPKPKDTLMISRTPEVTCVVVDVSHEDPEVKFNWYVDGV
EVHNAKTKPREEQYNSTYRVVSVLTVLHQDWLNGKEYKCKVSNKALPAPIEKTISKA
KGQPREPQVYTLPPSRDELTKNQVSLTCLVKGFYPSDIAVEWESNGQPENNYKTTP
PVLDSDGSFFLYSKLTVDKSRWQQGNVFSCSVMHEALHNHYTQKSLSLSPGK

SEQ ID NO. 6: & 3 4d ik X 8 5 7]

DIVMTQSPLSLPVTPGEPASISCRVSQSLLHSNGYTYLHWYLQKPGQSPQLLIYKVS
NRFSGVPDRFSGSGSGTDFTLKISRVEAEDVGVYYCSQTRHVPYTFGGGTKVEIKR
TVAAPSVFIFPPSDEQLKSGTASVVCLLNNFYPREAKVQWKVDNALQSGNSQESVT
EQDSKDSTYSLSSTLTLSKADYEKHKVYACEVTHQGLSSPVTKSFNRGEC
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SEQ ID NO. 7: A 3hH11 &4t 4 5 7 5)

QVQLVQSGAEVKEPGASVKVSCKGSGFNIKVYYVHWLRQLPGKGLEWIGRIDPEN
GETIYTPKFQDKATLTVDTSTDTAYMELSSLRSEDTAVYYCVSSGYWGQGTLVTVS
SASTKGPSVFPLAPSSKSTSGGTAALGCLVKDYFPEPVTVSWNSGALTSGVHTFPA
VLQSSGLYSLSSVVTVPSSSLGTQTYICNVNHKPSNTKVDKKVEPKSCDKTHTCPP
CPAPELAGAPSVFLFPPKPKDTLMISRTPEVTCVVVDVSHEDPEVKFNWYVDGVEV
HNAKTKPREEQYNSTYRVVSVLTVLHQDWLNGKEYKCKVSNKALPAPIEKTISKAKG
QPREPQVYTLPPSRDELTKNQVSLTCLVKGFYPSDIAVEWESNGQPENNYKTTPPV
. LDSDGSFFLYSKLTVDKSRWQQGNVFSCSVMHEALHNHYTQKSLSLSPGK

SEQ ID NO. 8: g, . Lo%% 4# iz X 8% - 5|

DIVMTQSPLSNPVTPGEPASISCRSSKSLLHRNGITYLYWYLQKPGQSPQLLIYQMS

’ NLASGVPDRFSSSGSGTDFTLKISRVEAEDVGVYYCAQNLELWTFGQGTKVEIKRT

' VAAPSVFIFPPSDEQLKSGTASVVCLLNNFYPREAKVQWKVDNALQSGNSQESVTE
QDSKDSTYSLSSTLTLSKADYEKHKVYACEVTHQGLSSPVTKSFNRGEC

SEQ ID NO. 9: i 3%
YAGFLR

SEQ ID NO. 10: DOM15-26-593 VEGF dAb A 7] :
EVQLLVSGGGLVQPGGSLRLSCAASGFTFKAYPMMWVRQAPGKGLEWVSEISPSG

SYTYYADSVKGRFTISRDNSKNTLYLQMNSLRAEDTAVYYCAKDPRKLDYWGQGTL
VTVSSAAAEQKLISEEDLN

‘ SEQIDNO. 11: CVL1 T4 &

DIVMTQSPDSLAVSLGERATINCKSSHSVLYSSNQKNYLAWYQQKPGQPPKLLIYW
ASTRESGVPDRFSGSGSGTDFTLTISSLQAEDVAVYYCHQYLSSLTFGQGTKLEIKR
TV

SEQ ID NO. 12: BvHI T % &

QVQLVQSGSELKKPGASVKVSCKASGYTFTNYGMNWVRQAPGQGLEWMGWINTY
TGEPTYADDFTGRFVFSLDTSVSTAYLQISSLKAEDTAVYYCARNPINYYGINYEGYV
MDYWGQGTLVTVSS.

SEQ ID NO. 13:H24 EDNA A 7]
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DNAGAGGTGCAGCTGGTGGAGTCTGGGGGAGGCTTGGTACAGCCTGGGGGGT
CCCTGAGACTCTCCTGTGCAGTCTCTGGATTCACCTTCAGTGACAACGGAATGG
CGTGGGTCCGCCAGGCTCCAGGGAAGGGGCTGGAGTGGGTTTCATTCATTAGT
AATTTGGCATATAGTATCGACTACGCAGACACTGTGACGGGCCGATTCACCATC
TCCAGAGACAATGCCAAGAACTCACTGTATCTGCAAATGAACAGCCTGAGAGCC
GAGGACACGGCTGTGTATTACTGTGTCAGCGGGACCTGGTTTGCTTACTGGGG
CCAGGGCACACTAGTCACAGTCTCCTCAGCCTCCACCAAGGGCCCATCGGTCT
TCCCCCTGGCACCCTCCTCCAAGAGCACCTCTGGGGGCACAGCGGCCCTGGG
CTGCCTGGTCAAGGACTACTTCCCCGAACCGGTGACGGTGTCGTGGAACTCAG
GCGCCCTGACCAGCGGCGTGCACACCTTCCCGGCTGTCCTACAGTCCTCAGGA
CTCTACTCCCTCAGCAGCGTGGTGACCGTGCCCTCCAGCAGCTTGGGCACCCA
GACCTACATCTGCAACGTGAATCACAAGCCCAGCAACACCAAGGTGGACAAGAA
AGTTGAGCCCAAATCTTGTGACAAAACTCACACATGCCCACCGTGCCCAGCACC
TGAACTCGCGGGGGCACCGTCAGTCTTCCTCTTCCCCCCAAAACCCAAGGACA
CCCTCATGATCTCCCGGACCCCTGAGGTCACATGCGTGGTGGTGGACGTGAGC
CACGAAGACCCTGAGGTCAAGTTCAACTGGTACGTGGACGGCGTGGAGGTGCA
TAATGCCAAGACAAAGCCGCGGGAGGAGCAGTACAACAGCACGTACCGTGTGG
TCAGCGTCCTCACCGTCCTGCACCAGGACTGGCTGAATGGCAAGGAGTACAAG
TGCAAGGTCTCCAACAAAGCCCTCCCAGCCCCCATCGAGAAAACCATCTCCAAA
GCCAAAGGGCAGCCCCGAGAACCACAGGTGTACACCCTGCCCCCATCCCGGG
ATGAGCTGACCAAGAACCAGGTCAGCCTGACCTGCCTGGTCAAAGGCTTCTATC
CCAGCGACATCGCCGTGGAGTGGGAGAGCAATGGGCAGCCGGAGAACAACTA
CAAGACCACGCCTCCCGTGCTGGACTCCGACGGCTCCTTCTTCCTCTACAGCAA
GCTCACCGTGGACAAGAGCAGGTGGCAGCAGGGGAACGTCTTCTCATGCTCCG
TGATGCATGAGGCTCTGCACAACCACTACACGCAGAAGAGCCTCTCCCTGTCTC
CGGGTAAA

SEQ ID NO. 14: & 4£1tL 1382 DNA
GACATCGTGATGACCCAGAGCCCCCTGAGCCTGCCCGTGACCCCTGGCGAGCC
CGCCAGCATCAGCTGTAGAGTGAGCCAGAGCCTGCTGCACAGCAACGGCTACA
CCTACCTGCACTGGTATCTGCAGAAGCCTGGCCAGAGCCCTCAGCTGCTGATCT
ACAAGGTGTCCAACCGGTTCAGCGGCGTGCCTGATAGATTCAGCGGCAGCGGC
TCCGGCACCGACTTCACCCTGAAGATCAGCAGAGTGGAGGCCGAGGATGTGGG
CGTGTACTACTGCTCCCAGACCAGACACGTGCCTTACACCTTTGGCGGCGGAA
CAAAGGTGGAGATCAAGCGTACGGTGGCCGCCCCCAGCGTGTTCATCTTCCCC
CCCAGCGATGAGCAGCTGAAGAGCGGCACCGCCAGCGTGGTGTGTCTGCTGAA
CAACTTCTACCCCCGGGAGGCCAAGGTGCAGTGGAAGGTGGACAATGCCCTGC
AGAGCGGCAACAGCCAGGAGAGCGTGACCGAGCAGGACAGCAAGGACTCCAC
CTACAGCCTGAGCAGCACCCTGACCCTGAGCAAGGCCGACTACGAGAAGCACA
AGGTGTACGCCTGTGAGGTGACCCACCAGGGCCTGTCCAGCCCCGTGACCAAG
AGCTTCAACCGGGGCGAGTGC

SEQIDNO. 15: L1& &k
DNAGATATTGTGATGACTCAGTCTCCACTCTCCCTGCCCGTCACCCCTGGAGAG
CCGGCCTCCATCTCCTGCAGAGTTAGTCAGAGCCTTTTACACAGTAATGGATAC
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ACCTATTTACATTGGTACCTGCAGAAGCCAGGGCAGTCTCCACAGCTCCTGATC
TATAAAGTTTCCAACCGATTTTCTGGGGTCCCTGACAGGTTCAGTGGCAGTGGA
TCAGGCACAGATTTTACACTGAAAATCAGCAGAGTGGAGGCTGAGGATGTTGGG
GTTTATTACTGCTCTCAAACTAGACATGTTCCGTACACGTTCGGCGGAGGGACC
AAGGTGGAAATCAAACGTACGGTGGCTGCACCATCTGTCTTCATCTTCCCGCCA
TCTGATGAGCAGTTGAAATCTGGAACTGCCTCTGTTGTGTGCCTGCTGAATAACT
TCTATCCCAGAGAGGCCAAAGTACAGTGGAAGGTGGACAACGCCCTCCAATCG
GGTAACTCCCAGGAGAGTGTCACAGAGCAGGACAGCAAGGACAGCACCTACAG
CCTCAGCAGCACCCTGACGCTGAGCAAAGCAGACTACGAGAAACACAAAGTCTA
CGCCTGCGAAGTCACCCATCAGGGCCTGAGCTCGCCCGTCACAAAGAGCTTCA

ACAGGGGAGAGTGT
[BXGERA]
] BB EAUHDLORBR 22X T AERY &
RITBAEZHEE  HEFTRIRFAEALELECERHFEZI LXK
B F o
Bla# o H EABRH I T AR TFRERZEF 4
BB

Blb) E A2k FXx 3R+ oF (%8 HFE)dh g
g - RTHEBXRFHEKB)THF |

Bl H A2 XA TFX5ERT oA (FH#HE ) KA

@ vu-—crRtuEBzuTE@EE)

Bl 2L F2 5% R+T4oH(E & $48)dhg
e - RTHBZHEFHFIB)TAH

B2- # b SEMa# 2 & k4 F

B3- 2of ki FXTEMEHK > £+ & 28 % wPBCA
FXRAFHGEANLEEK

B4- ¥ #I1gGl(3LCD23)2 . b £ & 7

B5- a8 FTHAEELEGELISAp H A BHR X B
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BAOBR G K

B6- & —Fo%k F &g £ (BCAK )& 472 % wPBCA
AXARFFEEBRAB(BIFEABIADZ GEALKEN
Bl

B7.#3DLSES 2RIt REHE HIETREIFRTAHA

&Kk
B7()- #dHERHAIMET AR FREBIFRAEFSZ
A8 BB

B7(b)- #E xRk FxtbERTITA(FHEBEBE SR
Ui - RTHEBIRFHEE)SAH

B7(c)- ¥ 2k R FX5ERTHA(FEHF IS &K
Ui — R RTHBZRFHEB)TH

B7(d)- #8252k F25BRTHrA(FHBEF)SK
AP e—FRTHEBzHFHEB)TAH S
BEUHIP:RF Rz EoFLEHNFXIFAAMERT
AFBZFEAFEERZEH LK

B 9- MM HIP-PBCAZ K & FH K&K KM FXEHEF2S
- ERAHIPX A ENRE FRELTTALERE PRI
B

anl
N

B 10.- £ AHIP: th g 3 EPBCAZ kR F ¥ &) &0 &
EekiBzpHEH o R EFZ ARG R
B1ll.- £ AHIP (X Z i # P Z AL BB £2PBCA
sk Frzofit ReaBRBEZRFIHERR T
B 12- B #1gGl(4uCD23)z & Fibx % & A ;

140126.doc -86-



201012488

B 13- # & SDS-PAGE 4% # i 47 = dAb % HIP-PBCA %
MFFZERRGER - FEERTHRCUAB R
dAbH 3 & SDS-PAGE 4 # B 3 s # 8 & & & 1t dAD ;

B 14- 3 & SDS-PAGE % # i# 47 2 VEGF dAb(DOMI5-
26-593)Z HIP-PBCAZ Xk B F ¥ ¥ £ R B & - b & %
MFHRYBAIADE R X E E 2R F ¥ 454 2dAbY
¥ AI2 mgzRBHBMAEFT - #3331 mg dABE & £ 1
ERARTFF - Bob » 8 #% % A27.6% - dAbE & A
3.31% w/w ;

B 15- TR AFES A E&HRIHE2HP PBCAZL £ &
TEIABNESBRNBRROABIRALZ T a2

MER - BRAKLIONEEF > Sk F P 2dAbE 4 4

3t 8.0 ng/mley =T 48 A KBS #& B o & KBS ¥ 75 T 44 2 2] 3.3

ng/ml(# ¥ HHE)H S MR KEEZHB8JIAb - B pb » & %

HMFURFRERD BN EFOTOABER(W S HE)-

© 60T ERBMABBRASE > B AN BIADM F £ KB+

AR OBRAEAARXBEAEL— % ¥ wEL3S5 ng/ml- X584
EERE ;

B 16- &Mk MBS F &HBILHExHIP PBCAE
*ﬁ%%%%mﬁﬁéizm%%k%ﬁﬁﬁ%%$°%
ABTEARAR FLEBEHFEREN TIADR AR * 2 35 &
HREEH > KETHREN LR HEALERS B 2dAD;

B 17- TR AT~ S E L& H R 8% 2 HP PBCAZ ¥ &
TEINABNECEGRNEALAARBEEELET ST a &y
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ZE A HE R HHEBI0HEN > X RFa T ZdAbDE
APz E5dAbDA E 0 FHME A627.60 ng/ml ;

18- @ B H Bk PR AE 2 4 A & H kA 2 HIP PBCA
AXx R FHERNTHAEL ZIJADH A E L RMLF -
A FaP2dADEARBEHMABERTANIZAKA L
eyt (2104 48 & 6045 4% 55 % 5l A 1.569% 1.845) ®
bk A % B & WAEJALDE R B E KEE

B19- B b LEMMEFZIMREEOEE - HKA
Bk e HIP AR A RT NEE L S ©
(a) Vit E TPGS 2% R & 7 & #4000 rpm 2 min 20xmag
(b) Vit E TPGS 2% R & 7% & # 7500 rpm 2 min 20xmag
(¢) Vit E TPGS 2% R @ 7 & & 7500 rpm 2min+dAbl 20xmag
(d) Vit E TPGS 2% @ 7% # # 7500 rpm 2min+dAb2 20x

mag ;

B20- S5 EHENETZHMKAE L WHEE - MKAR
M EHIP AR NEE L
(a) Vit E TPGS 2% % & 7% & #4000 rpm 2 min 20xmag
(b) Vit E TPGS 2% 5 & 7% £ #7500 rpm 2 min 20xmag
(¢) Vit E TPGS 2% % & & t£ # 7500 rpm 2 mintdAbl 20xmag
(d) Vit E TPGS 2% 5 @ 7% 1 #7500 rpm 2 min+dAb2 20xmag :

B 21- # & SDS-PAGE 4 # & 47 z dAb Z HIP-PC#L 3k ¢
2z  EiL ey EE - B K BIAEF) #.oGkx 13K rpm)
#% M 4E 47 7% 8 dAbH 3 & SDS-PAGE# #7 L FH (A BH R
(P)s i & 6 £1dAb; &
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Bl 22- #% & SDS-PAGE 4 #7 # 47 2 & & % 1t dAb g HIP-
PCRRKZBAGHE - ABMKALBEZAESCCTHRRE
0-~20-4060%4 48 A K dAb ¥ % K B R IL(FESKTFSH
48 )H % B SDS-PAGEo # L #F R ()R B B & 6, £ 1 =
dAb - o F 4% it -SeeBlue Plus 278 # & 4Z % # (invitrogen) -
2 FEkkd) - BRZEBJIADZER OB AL - B8 K% B dJAD
ARZEHALERAAERBE M BEH -
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3%
<110> AHEMFEMA ML T
<120> A EM#z o fi
<130> PB63619

<140> 098114851
<141> 2009-05-05

<150> US61/050775
<151> 2008-05-06

<150> US61/074171
- <151> 2008-06-20

<160> 15

<170> FastSEQ for Windows Version 4.0
Q10> 1

<211> 462

<212> PRT
Q213> AT A7

. <220>

<223> /R & (mus musculus) &% A&y ASEILA 7]

<400> 1

M(let Gly Trp Ser C§s Ile Ile Leu Phe Ifgu Val Ala Thr Ala '{‘lgr Gly

Val His Ser (Zi(])n Val Gln Leu Val g;n Ser Gly Ala Glu \3/81 Lys Lys

Pro Gly ééa Ser Val Lys Val igr Cys Lys Ala Ser %y Tyr Thr Phe

Thr Sgr Tyr Trp Met His %‘gp Val Arg Gln Ala g(r)o Gly GIn Gly Leu

g;u Trp Ile Gly Asn ’17(1)6 Asn Pro Ser Asn Gly Gly Thr Asn Tyr A(s)n

Glu Lys Phe Lys ggr Lys Ala Thr Met ’ggr Arg Asp Thr Ser glgr Ser

Thr Ala Tyr Mg(t) Glu Leu Ser Ser Ii,gg Arg Ser Glu Asp '{1116 Ala Val

Tyr Tyr Cy; Glu Leu Met Gln Gly Tyr Trp Gly Gln Glg Thr Leu Val

Thr Vg(l) Ser Ser Ala Ser ng Lys Gly Pro Ser Va(l) Phe Pro Leu Ala

Pro Ser Ser Lys Ser Thr Ser Gly Gly Thr Alg Ala Leu Gly Cys ng
‘ Val Lys Asp Tyr Phe Pro Glu Pro Val Thr Val Ser Trp Asn Ser Gly

165 170 175
Ala Leu Thr Ser Gly Val His Thr Phe Pro Ala Val Leu Gln Ser Ser
180 185 : 190
Gly Leu Tyr Ser Leu Ser Ser Val Val Thr Val Pro Ser Ser Ser Leu
195 200 205

Gly '5'1116 Gln Thr Tyr Ile Cys Asn Val Asn His Ii%(s) Pro Ser Asn Thr

Lys Val Asp Lys Lys Val Glu Pro Lys Ser Cys Asp Lys Thr His Thr
. 225 230 235 240

Cys Pro Pro Cys Pro Ala Pro Glu Leu Ala Gly Ala Pro Ser Val Phe

245 250 255
Leu Phe Pro Pro Lys Pro Lys Asp Thr Leu Met Ile Ser Arg Thr Pro
260 265 270
Glu Val Thr Cys Val Val Val Asp Val Ser His Glu Asp Pro Glu Val
275 280 285
Lys Phe Asn Trp Tyr Val Asp Gly Val Glu Val His Asn Ala Lys Thr
290 295 300

Lys Pro Arg Glu Glu Gln Tyr Asn Ser Thr Tyr Arg Val Val Ser Val
305 310 315 320
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Leu Thr Val Leu His Gin Asp Trp Leu Asn Gly Lys Glu Tyr Lys Cys
325 330 335
Lys Val Ser Asn Lys Ala Leu Pro Ala Pro Ile Glu Lys Thr Ile Ser
340 345 350
Lys Ala Lys Gly Gln Pro Arg Glu Pro Gln Val Tyr Thr Leu Pro Pro
355 360 365
Ser Arg Asp Glu Leu Thr Lys Asn Gln Val Ser Leu Thr Cys Leu Val
370 375 380
Lys Gly Phe Tyr Pro Ser Asp Ile Ala Val Glu Trp Glu Ser Asn Gly
385 390 395 400
Gln Pro Glu Asn Asn Tyr Lys Thr Thr Pro Pro Val Leu Asp Ser Asp
405 410 415
Gly Ser Phe Phe Leu Tyr Ser Lys Leu Thr Val Asp Lys Ser Arg Trp
420 425 430
Glin Gln Gly Asn Val Phe Ser Cys Ser Val Met His Glu Ala Leu His
435 440 445

Asn His Tyr Thr Gin Lys Ser Leu Ser Leu Ser Pro Gly Lys
450 455 460

<210> 2

<211> 238

<212> PRT

Q213> AT A7)

<220>

<223> F 8 (mus musculus) B & A8 ABILE 7 @

<400> 2
Met Gly Trp Ser Cgs Ile Ile Leu Phe Lgu Val Ala Thr Ala '{lgr Gly

1 1
Val His Ser %(s)p Ile Val Met Thr %n Ser Pro Leu Ser g(s)n Pro Val
Thr Leu gfl_’y Gin Pro Val Ser ‘It(l)e Ser Cys Arg Ser igr Lys Ser Leu
Leu '%r Lys Asp Gly Lys ?5“ Tyr Leu Asn Trp lgge Leu Gln Arg Pro
Gly Gln Ser Pro Gln Leu Leu Ile Tyr Leu Met Ser Thr Arg Ala Ser
65 70 75 80
Gly Val Pro Asp lg\gg Phe Ser Gly Gly géy Ser Gly Thr Asp glsle Thr
Leu Lys Ile Ser Arg Val Glu Ala Glu Asp Val Gly Val Tyr Tyr Cys
100 105 110
Gln Gln Leu Val Glu Tyr Pro Leu Thr Phe Gly Gln Gly Thr Lys Leu
115 120 125
Glu Ile Lys Arg Thr Val Ala Ala Pro Ser Val Phe Ile Phe Pro Pro
130 135 : 140
Ser Asp Glu Gln Leu Lys Ser Gly Thr Ala Ser Val Val Cys Leu Leu
145 150 155 160
Asn Asn Phe Tyr Pro Arg Glu Ala Lys Val Gln Trp Lys Val Asp Asn
165 170 175

Ala Leu Gln Ser Gly Asn Ser Gln Glu Ser Val Thr Glu Gin Asp Ser
180 185 190

Lys Asp Ser Thr Tyr Ser Leu Ser Ser Thr Leu Thr Leu Ser Lys Ala
195 200 205
Asp Tyr Glu Lys His Lys Val Tyr Ala Cys Glu Val Thr His Gln Gly
210 215 220
Leu Ser Ser Pro Val Thr Lys Ser Phe Asn Arg Gly Glu Cys
225 230 235

<210> 3 ‘
<211> 1389

<212> DNA

Q213> AXF 7]

<220>
Q23> )R & (musmusculus) &% A8 ABILAE 7]

<400> 3

atgggatgga gotglatcat cctcttcttg gtagcaacag ctacaggtlgt ccactcecag 60
gtgcagctgg tgcagtctgg ggctgagstg aagaagectg gggccticagt gaaggtittce 120
tgcaaggcat ctggatacac cttcaccagc tactggatge actgggtgeg acaggeccct 180
ggacaagggc ttgagtggat cggaaatatt aatcctagea atggtggtac taactacaat 240
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gagaagttca
gagctgagea
tactggggcc
ttceceetgg
gtcaaggact
ggcgtgeaca
gtgaccgtge
cccagcaaca
tgcecacegt
aaacccaagg
gtgagccacg
aatgccaaga
ctcaccgtce
aaagccctec
ccacaggtgt
acctgectgg
cagccggaga
ctctacagca
tcegtgatge
ggtaaatga

216> 4
211> 717
<212> DNA

agagcaaggce
gcctgagate
agggaacact
caccctecte
acttccecga
ccttceegge
cctccageag
ccaaggtgga
gececcageace
acaccctcat
aagaccctga
caaagccgeg
tgcaccagga
cageccccecat
acaccctgec
tcaaaggctt
acaactacaa
agctcacecgt
atgaggctct

Q213> AL F 7

caccatgacc
tgaggacacg
agtcacagtc
caagagecace
accggtgacg
tgtcctacag
ctigggcace
caagaaagtt
tgaactcgeg
gatctceegg
ggtcaagttc
ggaggagcag
ctggctgaat
cgagaaaacc
cccatceegg
ctatcccage
gaccacgect
ggacaagagc
gcacaaccac

agpgacacgt
geegtgtatt
tectcageet
tctggeggca
gigtcgtgga
tcctecaggac
cagacctaca
gagcccaaat
ggggcaccgt
acccctgagg
aactggtacg
tacaacagca
ggcaaggagt
atctccaaag
gatgagctga
gacatcgeeg
ccegtgetgg
aggtggcage
tacacgcaga

ccacgagcac
actgtgaact
ccaccaaggg
cageggeect
actcaggege
tctacteect
tctgcaacgt
cttgtgacaa
cagtcttect
tcacatgcgt
tggacggegt
cgtaccgtgt
acaagtgcaa
ccaaagggca
ccaagaacca
tggagtggea
actccgacgg
aggggaacgt
agagcctcte

. <220>
<223> K & (mus musculus) R 4% Ay ASRIL A 7

<400> 4

atgggatgga
attgtgatga
tcctgeaggt
ctccagagge
ggggteccag
agggtggagg
acgtttggee
atcttccege
aataacttct
getaactcce
agcaccctga

getgtatceat
cccagtetee
ctagtaagag
caggccaatc
acagattcag
ctgaggatgt
aggggaccaa
catctgatga
atcccagaga
aggagagtgt
cgctgageaa

cetettettg
actctccaac
tctectatat
tccacagetc
cggeggtege
tggggtttat
gctggagate
gcagttgaaa
ggccaaagta
cacagagcag
agcagactac

gtagcaacag
ccegteacce
aaggatggga
ctaatttatt
tcaggcactg
tactgccaac
aaacgtacgg
tctggaactg
cagtggaagg
gacagcaagg
gagaaacaca

ctacaggtgt
ttggacagce
agacatactt
tgatgtccac
atttcacact
aacttgtaga
tggctgcace
cctetgttgt
tggacaacge
acagcaccta
aagtctacgc

agcctacatg 300
gatgcaggec 360
cccatcggte 420
gggetgeetg 480
cctgaccage 540
cagcagegtg 600
gaatcacaag 660
aactcacaca 720
cttecceccca 780
ggtggtggac 840
ggaggtgcat 900
ggtcagegte 960
ggtctecaac 1020
geeecgagaa 1080
ggtecagectg 1140
gagcaatggg 1200
ctecttette 1260
cttetcatge 1320
cctgtctecg 1380
1389

ccactccgat 60

ggtctecate 120
gaattggttt 180
cegtgeatet 240
gaaaatcagc 300
gtatccgete 360
atctgtcttc 420
gtgcctgetg 480
cctccaateg 540
cagectcage 600
ctgcgaagtc 660

acccatcagg gectgagete geecgteaca aagagettca acaggggaga gtgttag
<210> 5

<211> 445

<212> PRT

213> AT B35

<220>

<223> F B (mus musculus) R4 A8y AILE 5

<400> §

Glu Val Gln Leu Vgl Glu Ser Gly Gly Géy Leu Val Gln Pro Géy Gly
Ser Leu Arg %gu Ser Cys Ala Val Scr Gly Phe Thr Phe ger Asp Asn
Gly Met éga Trp Val Arg Gln ﬁéa Pro Gly Lys Gly %gu Glu Trp Val
Ser ggc Ile Ser Asn Leu g;a Ty; Ser Ile Asp gér Ala Asp Thr Val
Thr Gly Arg Phe Thr Ile Ser Arg Asp Asn Ala Lys Asn Ser Leu Tyr
65 70 75 80
Leu Gln Met Asn ggr Leu Arg Ala Glu Sgp Thr Ala Val Tyr ggr Cys
Val Ser Gly Tgé Trp Phe Ala Tyr ?6? Gly Gln Gly Thr Leg Val Thr
Val Ser Seg Ala Ser Thr Lys Gly Pro Ser Val Phe ?52 Leu Ala Pro
Ser S§5 Lys Ser Thr Ser ?éy Gly Thr Ala Ala %23 Gly Cys Leu Val
Lﬁg Asp Tyr Phe Pro Glg Pro Val Thr Val Scr Trp Asn Ser Gly Aég

Leu Thr Ser Gly Val His Thr Phe Pro Ala Val Leu GIn Ser Ser Gly
165 170 175
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Leu Tyr Ser ll,gu Ser Ser Val Val Thr Val Pro Ser Ser Sg(r) Leu Gly
Thr Gln Thr Tyr Ile Cys Asn \2’8(1) Asn His Lys Pro Sgg Asn Thr Lys
Val Asp Lys Lys Val Glu Pro Lys Ser Cys Asp Lys Thr His Thr Cys
210 215 220
Pro Pro Cys Pro Ala Pro Giu Leu Ala Gly Ala Pro Ser Val Phe Leu
225 230 235 240
Phe Pro Pro Lys Pro Lys Asp Thr Leu Met I1le Ser Arg Thr Pro Glu
245 250 255
Val Thr Cys \212(1) Val Val Asp Val Ser His Glu Asp Pro Glu Val Lys
Phe Asn Trp Tyr Val Asp Gly Val Glu Val His Asn Ala Lys Thr Lys
275 280 285
Pro Arg Glu Glu Gln Tyr Asn Ser Thr Tyr Arg Val Val Ser Val Leu
290 295 300
Thr Val Leu His Gln Asp Trp Leu Asn Gly Lys Glu Tyr Lys Cys Lys
305 310 315 320
Val Ser Asn Lys %g Leu Pro Ala Pro %’.138 Glu Lys Thr Ile Ser Lys
Ala Lys Gly (3?{113 Pro Arg Glu Pro Gln Val Tyr Thr Leu I;g(o) Pro Ser
Arg Asp Glu Leu Thr Lys Asn Gln Val Ser Leu Thr Cys Leu Val Lys
355 360 365
Gly l;% Tyr Pro Ser Asp %%g Ala Val Glu Trp Glg Ser Asn Gly Gln
Pro Glu Asn Asn Tyr Lys Thr Thr Pro Pro Val Leu Asp Ser Asp Gly
385 390 395 400
Ser Phe Phe Leu Tyr Ser Lys Leu Thr Val Asp Lys Ser Arg Trp Gln
405 410 415
Gin Gly Asn Val Phe Ser Cys Ser Val Met His Glu Ala Leu His Asn
420 425 430

His Tyr Thr Gln Lys Ser Leu Ser Leu Ser Pro Gly Lys
435 440 445

210> 6

211> 219
12> PRT
13> ATF7]

20>

Q23> % & (mus musculus) &% A8 ABRILA 5

<400> 6

As{p Ile Val Met Tl;r Gln Ser Pro Leu %r Leu Pro Val Thr };go Gly
Glu Pro Ala ggr Ile Ser Cys Arg \2155\1 Ser Gln Ser Leu Iégu His Ser
Asn Gly Tyr Thr Tyr Leu His Tép Tyr Leu Gln Lys Ego Gly Gln Ser
Pro (SE(I)n Leu Leu Ile Tyr ISJ}S'S Val Ser Asn Arg 16’183 Ser Gly Val Pro
ggp Arg Phe Ser Gly Ser Gly Ser Gly Thr f;gp Phe Thr Leu Lys é(l)e
Ser Arg Val Glu gla Glu Asp Val Gly \9181 Tyr Tyr Cys Ser gln Thr
Arg His Val 1;68 Tyr Thr Phe Gly Glg Gly Thr Lys Val (ﬂs Ile Lys
Arg Thr \llzllg Ala Ala Pro Ser Vg(l) Phe Ile Phe Pro II’EO Ser Asp Glu
Gln ng Lys Ser Gly Thr 11\5251 Ser Val Val Cys Leg Leu Asn Asn Phe
Tyr Pro Arg Glu Ala Lys Val Gln Trp Lys Val Asp Asn Ala Leu Gln
145 150 155 160
Ser Gly Asn Ser Gln Glu Ser Val Thr Glu Gln Asp Ser Lys Asp Ser

165 170 175

Thr Tyr Ser ng Ser Ser Thr Leu '{'lgg Leu Ser Lys Ala Agg Tyr Glu
Lys His Ifys Val Tyr Ala Cys (2}(1)8 Val Thr His Gln Gly Leu Ser Ser

Pro Val Thr Lys Ser Phe Asn Arg Gly Glu Cys
210 215
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<L210> 7

<211> 442
<212> PRT
L3> AT 57

<220>
<223> N FE (mus musculus) R4 A 69 ASEILE 5

<400> 7

Gln Val Gln Leu Val Gln Ser Gly Ala G(I)u Val Lys Glu Pro Gly Ala

15

5 .
Ser Val Lys ;181 Ser Cys Lys Gly ggr Gly Phe Asn Ile I3,(3)'s Val Tyr
Tyr Val Iélgs Trp Leu Arg Gln I‘i.Su Pro Gly Lys Gly ‘Lé:u Glu Trp Ile
Gly %g Ile Asp Pro Glu 1§§n Gly Glu Thr Ile 'é‘%/)r Thr Pro Lys Phe
Gln Asp Lys Ala Thr Leu Thr Val Asp Thr Ser Thr Asp Thr Ala Tyr
65 70 75 : 80
Met Glu Leu Ser ggr Leuv Arg Ser Glu S(S)p Thr Ala Val Tyr '&/r Cys

Val Ser Ser %% Tyr Trp Gly Gin Gly Thr Leu Val Thr

Ala Ser Thr Lys Gly Pro Ser Val Phe Pro Leu Ala Pro

115 120 125

. Ser '{‘l;(r) Ser Gly Gly Thr .ga Ala Leun Gly Cys Leu Val

140

ll’gg Pro Glu Pro Val Thr Val Ser Trp Asn Ser Gly Ala

150 155

Gly Val His Thr Plgg Pro Ala Val Leu Gln Ser Ser Gly
1

170

Leu Ser Ser Vg(l) Val Thr Val Pro ?gg Ser Ser Leu Gly

1
Tyr Ile Cys Asn Val Asn His Lys Pro Ser Asn Thr Lys
195 200 205
Lys \Zla(]) Glu Pro Lys Ser Cys Asp Lys Thr His Thr Cys

215 220

Pro Ala Pro Glu Leu Ala Gly Ala Pro Ser Val Phe Leu

225 230 235

Lys Pro Lys Asp %‘I‘g Leu Met Ile Ser Arg Thr Pro Glu

250

Val Val Val Asp Val Ser His Glu Asp Pro Glu Val Lys
260 265

Tyr Val Asp Gly Val Glu Val His Asn Ala Lys Thr Lys
275 280 285
Glu %8 Tyr Asn Ser Thr Tyr Arg Val Val Ser Val Leu

295 300

gl(l)§ Gln Asp Trp Leu Asn Gly Lys Glu Tyr Lys Cys Lys

310 315

. Lys Ala Leu Pro 25551 Pro Ile Glu Lys '%6 Ile Ser Lys
Gln Pro Arg Glu Pro Gln Val Tyr 'gg Leu Pro Pro Ser

340

Leu Thr Lys Asn Gln Val Ser Leu Thr Cys Leu Val Lys
355 360 365
Pro g% Asp Ile Ala Val Glu Trp Glu Ser Asn Gly Gin

375 380

ggg Tyr Lys Thr Thr Pro Pro Val Leu Asp Ser Asp Gly Ser Phe Phe

390 395

Val Ser Ser
110
Ser Ser Lys

Lys Asp Tyr

Leu Thr Ser
160
Leu Tyr Ser

Val Asp Lys
Pro Pro Cys

Phe Pro Pro
240
Val Thr Cys
255
Phe Asn Trp
270
Pro Arg Glu

Thr Val Leu

Val Ser Asn
320

Ala Lys Gly

335

Arg Asp Glu

350

Gly Phe Tyr

Pro Glu Asn

400

Leu Tyr Ser Lys I.{Slsx Thr Val Asp Lys 2;.6 Arg Trp Gln Gln %g Asn
Val Phe Ser Cys Ser Val Met His %g Ala Leu His Asn His Tyr Thr

420
Gln Lys Ser Leu Ser Leu Ser Pro Gly Lys
435 440
<210> 8
<211> 218
<212> PRT
Q3> ALEH
<220>

<223> A F R (mus musculus) &4 A #y ASEILE 7]

140126-7- 5 % .doc -5.
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<400> 8

A?p Ile Val Met Tgr Gln Ser Pro Leu §8r Asn Pro Val Thr ?go Gly
Glu Pro Ala ggr 1le Ser Cys Arg Ser Ser Lys Ser Leu %gu His Arg
Asn Gly %lc Thr Tyr Leu Tyr Iép Tyr Leu Gln Lys igo Gly Gln Ser
Pro gén Leu Len Ile Tyr Gén Met Ser Asn Leu géa Ser Gly Val Pro
%gp Arg Phe Ser Ser §er Gly Ser Gly Thr %gp Phe Thr Leu Lys éée
Ser Arg Val Glu Aga Glu Asp Val Gly Val Tyr Tyr Cys Ala gln Asn
Leu Glu Len Tag Thr Phe Gly Gln Gly Thr Lys Val Giu 118 Lys Arg
Thr Val Alg Ala Pro Ser Val ng Ile Phe Pro Pre ?gg Asp Glu Gln
Leu ng Ser Gly Thr Ala Sgg Val Val Cys Leu %28 Asn Asn Phe Tyr
Prg Arg Glu Ala Lys Yaé Gln Trp Lys Val ?gg Asn Ala Leu Gln Sgs
Gly Asn Ser Gln Glu Ser Val Thr Glu Gln Asp Ser Lys Asp Ser Thr

165 170 175
Tyr Ser Leu Sga Ser Thr Leu Thr %gg Ser Lys Ala Asp {56 Glu Lys
His Lys Val Tyr Ala Cys Glu Val Thr His Gln Gly Leu Ser Ser Pro
195 200 205
Val Thr Lys Ser Phe Asn Arg Gly Glu Cys
210 215

<210> 9

211> 6

<212> PRT
Q213> AT A3

Q220>
Q23> % & (mus musculus) &% A#h ABALA 5

<400> 9
T{t Ala Gly Phe Lgu Arg

<210> 10
<211> 130
<212> PRT
213> AT 57|

2%%(3): JF & (mus musculus) &% A#) AFRIEA 5

é?goia}OGln Leu Leu Val Ser Gly Gly Gly Leu Val Gln Pro Gly Gly
Ser Leu Arg Leu Sgr Cys Ala Ala Ser G?y Phe Thr Phe Lys ila Tyr
Pro Met ggt Trp Val Arg Gin Aéa %ro Gly Lys Gly Lgu é?u Trp Val
Ser géu Ile Ser Pro Ser ggy Ser Tyr Thr Tyr g%r Ala Asp Ser Val
%gs Gly Arg Phe Thr %63 Ser Arg Asp Asn Sgr Lys Asn Thr Leu gyr
Leu Gln Met Asn Sgr Leu Arg Ala Glu Ssp Thr Ala Val Tyr g§r Cys
Ala Lys Asp Pag Arg Lys Leu Asp T%g Trp Gly Gln Gly Tha Leu Val
Thr Val Seg Ser Ala Ala Ala ?53 Gln Lys Leu Ile Seg Glu Glu Asp

Leu Asn
130

140126- 5 %] % .doc -6-



201012488

<210> 11
<211> 115
<212> PRT
23> ALFEF

<220>
<223> R & (mus musculus) &% Aty AZEILF 7|

<400> 11
A§p Ile Val Met Tgr Gln Ser Pro Asp Sgr Leu Ala Val Ser Lgu Gly

Glu Arg Ala Thr Ile Asn Cys Lys Ser Ser His Ser Val Leu Tyr Ser
Ser Asn ggn Lgs Asn Tyr Leu ﬁ(l)a Tgp Tyr Gln Gln %%'s I?;go Gly Gln
Pro Pro Lys Leu Leu Ile Tyr Trp Ala Ser Thr Arg Glu Ser Gly Val
Pro i(s)p Arg Phe Ser Gly ggr Gly Ser Gly Thr léx(s)p FPhe Thr Leu Thr
??e Ser Ser Leu Gln Z(l)a Glu Asp Val Ala \7121 Tyr Tyr Cys His gln
Tyr Leu Ser 886 Leu Thr Phe Gly Gln (9}(l)y Thr Lys Leu G%S ??c Lys
Arg Thr Val

. 115

Q210> 12
<211> 126
<212> PRT
23> AT EF

<220>
<223> R & (mus musculus ) & 45 A& ALEIL S 7]

<400> 12
Gln Val Gln Leu Val Gln Ser Gly Ser Glu Leu Lys Lys Pro Gly Ala

15
Ser Val Lys \2/81 Scr Cys Lys Ala ggr Gly Tyr Thr Phe '?I"gr Asn Tyr
Gly Met ggn Trp Val Arg Gln ﬁ(lja Pro Gly Gln Gly %gu Glu Trp Met
Gly '§6p Ile Asn Thr Tyr }‘rsxr Gly Glu Pro Thr 'é'(%r Ala Asp Asp Phe
Thr Gly Arg Phe Val Phe Ser Leu Asp Thr Ser Val Ser Thr Ala Tyr
65 70 75 80
Leu Gln Ile Ser ggr Leu Lys Ala Glu lg\(s)p Thr Ala Val Tyr 'gssrr Cys

‘ Ala Arg Asn Pl’ég Ile Asn Tyr Tyr G(l)g Ile Asn Tyr Glu Gly Tyr Val
Met Asp Tyr Trp Gly Gln Gly Thr Leu Val Thr Val Ser Ser
115 120 125

<210> 13
11> 1335
<212> DNA
Q13> ATFF]

<220>
<223> pFE & (musmusculus) &% Aé) AFEILAE 5|

<400> 13

gaggtgeage tggtggagtc tgggggagge ttggtacage ctggggpete cctgagacte 60
tectgtgeag tctctggatt caccticagt gacaacggaa tggegtgggt cegecagget 120
ccagggaagg ggctggagtg ggtttcattc attagtaatt tggcatatag tatcgactac 180
gcagacactg tgacgggeeg attcaccatc tccagagaca atgccaagaa ctcactgtat 240
ctgcaaatga acagcctgag agecgaggac acggetgtgt attactgtgt cagegggace 300
tggtttgett actggggeea gggeacacta gtcacagtct cctcagectc caccaaggge 360
ccateggtct tccecectgge accctectec aagagecacct ctgggggeac ageggeectg 420
ggetgeetgg tcaaggacta cttccccgaa ceggtgacgg tgtegtggaa ctecaggegee 480
ctgaccagcg gegtgecacac cttecegget gtcctacagt cctcaggact ctactccctic 540
agcagcgtgg tgaccglgee ctccageage ttgggeacce agacctacat ctgcaacgtg 600

140126-/ 5} % .doc -7-
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aatcacaagc ccagcaacac caaggtggac aagaaagttg agcccaaatc tigtgacaaa 660
actcacacat gcccaccgtg cccageacct gaactcgegg gggeaccgte agicticctc 720
ttccccccaa aacccaagga caccctcatg atctcccgga cccctgaggt cacatgegig 780
gtggtggacg tgagccacga agaccctgag gtcaagttca actggtacst ggacggcgtg 840
gaggtgcata atgccaagac aaagecgegg gaggageagt acaacageac gtaccgtgtg 900
gtcagcgtce tcaccgtect geaccaggac tggetgaatg geaaggagtla caaglgeaag 960
gtctccaaca aagecctcece ageccccatc gagaaaacca tetccaaage caaagggcag 1020
ccccgagaac cacaggigta caccctgece ccatcceggg atgagetgac caagaaccag 1080
gtcagcctiga cctgectggt caaaggctic tatcccageg acatcgecgt ggagtgggag 1140
agcaatgggc agccggagaa caactacaag accacgectc cegtgetgga clecgacgge 1200
tccttcttee tctacagecaa getcaccgtg gacaagagea ggiggeagea ggggaacgtc 1260
ttctcatget ccgtgatgea tgaggetctg cacaaccact acacgcagaa gagectctec 1320
ctgtcteegg gtaaa 1335

210> 14

Q11> 657
<212> DNA
Q213> ATA 7

20>
23> S F B (musmusculus) &% Ad) ABILE 7

<400> 14

gacatcgtga tgacccagag cccectgage cigeeccgtga cccetggega geecgeeage 60
atcagctgta gagtgagcca gagectgetg cacageaacg gelacaccta cctgcactgg 120
tatctgcaga agcctggeca gageccteag ctgetgatct acaaggigtce caaccggttc 180
agcggcgtge ctgatagatt cagcggeage ggetecggea ccgacticac cctgaagatc 240
agcagagtgg aggccgagga tgtgggegtg tactactget cceagaccag acacgtgect 300
tacacctttg geggcggaac aaaggtggag atcaagegta cggtggccee ccccagegtg 360
ttcatcttce cccccagega tgageagcetg aagageggea ccgecagegt ggtgtgtetg 420
ctgaacaact tctacccccg ggaggccaag gtgcagtgga aggtggacaa tgccctgeag 480
agcggcaaca gecaggagag cgtgaccgag caggacagea aggactccac ctacagectg 540
agcagcaccc tgaccctgag caaggccgac tacgagaage acaaggigta cgectgtgag 600
gtgacccacc agggcotgtc cagecccgtg accaagaget tcaaccggeg cgaglgc 657

<210> 15

<211> 657
<212> DNA
Q13> ATA 7

<220>
223> N F & (mus musculus) &% A8 ABILA 7

<400> 15

gatattgtga tgactcagtc tccactctce ctgeecgtca cccctggaga geeggectee 60
atctcctgea gagttagtca gagectttta cacagtaatg gatacacctia titacattgg 120
tacctgcaga agccagggea gictccacag ctcctgatct ataaagttic caaccgattt 180
tctggggtce ctgacaggtt cagtggeagt ggatcaggea cagattttac actgaaaatc 240
agcagagtgg aggctgagga tgttggggtt tattactget ctcaaactag acatgttccg 300
tacacgttcg gcggagggac caaggtggaa atcaaacgta Cgglpgcige accatctgtc 360
ttcatcttce cgecatctga tgagecagttg aaatctggaa ctgectetgt tgtgtgects 420
ctgaataact tctatcccag agaggccaaa gtacagtgga aggtggacaa cgecctecaa 480
tcgggtaact cccaggagag tgtcacagag caggacagca aggacageac ctacagcctc 540
agcagcaccc tgacgctgag caaagcagac tacgagaaac acaaagtcta cgectgegaa 600
gtcacccatc agggectgag ctcgeccgte acaaagaget tcaacaggge agagtgt 657
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The present invention provides particulate carriers comprising encapsulated
biologically active agents such as proteins for ocular delivery. Also provided are

methods of delivery of proteins to the eye in nanoparticles, and uses of compositions
. comprising such particulate carriers in treatment.
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