w0 20177200156 A1 | I 0K 0000 O O O

12) EF P HZ 3o FHE gAE=LE
19) A A A 2 A) 2+ @ 7) 7 <
ZA AR é L O OO 10 ||IIWII|||II|I| II!II NI O A O
,;9/? 10) A F AN

@3) A TN —
20179 1€ 23 Y 23.11.2017) \wipo|PCT WO 2017/200156 Al
(51) FAESE7F: (74) B3¢ A @A (KIM, Hyun Jin); 06142 A 2] 7+
A6IK 47/48 (2006.01) A61K 31/704 (2006.01) Bl el @ 2374 7, 2o EHY 301& (A1 A 55 H EAL
AG61K 47/42 (2006.01) T 2) Seoul (KR).

21) FASEAE: PCT/KR2016/011348 (81) AAF (Ex o] A7} gl= 3, 715 BRE 279 =
. ] A8 9 B3 E 93}9): AE, AG, AL, AM, AO, AT
= 0] 6]. [e) ] il ’ il ] ] ]

(22) TAEYY: 2016 1 10 € 11 € (11.10.2016) AU. AZ. BA. BB. BG. BH, BN. BR. BW. BY. BZ, CA. CH.

(25) €949l FFatof CL, CN, CO, CR, CU, CZ, DE, DJ, DK, DM, DO, DZ, EC,

EAA: Sl EF, EG, ES, FI, GB, GD, GE, GH, GM, GT, HN, HR, HU,

(26) 2 7h A i D, IL, IN, IR, IS, JP, KE, KG, KN, KP, KW, KZ, LA, L.C,

(30) SHAR K LK, LR, LS, LU, LY, MA, MD, ME, MG, MK, MN, MW,

10-2016-0062155 2016 1 5 ¥ 20 ¥ (20.05.2016) KR MX, MY, MZ, NA, NG, NI, NO, NZ, OM, PA, PE, PG, PH,
) ) L PL, PT, QA, RO, RS, RU, RW, SA, SC, SD, SE, SG, SK,
) 299 MAAGE ASGFHE  (SOGANG SL, SM, ST, SV, SY, TH, TJ, TM, TN, TR, TT, TZ, UA,
UNIVERSITY RESEARCH FOUNDATION) [KR/KR]; UG. US. UZ. VC. VN. ZA. ZM. ZW.
04107 A& A REE W R 35 (A5, A7) g, T
Seoul (KR). 84) AAF (HE9 ZAV gle 3 Vst BRE T /Y 9
. = W A8e HEE ¢3514): ARIPO (BW, GH, GM, KE,
(72) &2} 3 A3 (KIM, Hyun Cheol); 07344 X 24| 35 LR, LS, MW, MZ, NA, RW, SD, SL, ST, SZ, TZ, UG, ZM,
ET 63 45, 65 973 (0] 9= F, A okE), Seoul ZW), ek Aok (AM, AZ, BY. KG, KZ, RU, TJ, TM), -
(KR). ©| ¥ (LEE, Ho Hyun); 07380 A1 24| 45 % @ (AL, AT, BE, BG, CH, CY, CZ, DE, DK, EE, ES, FI,
L2313 A9l uE 7HE 7052, Seoul (KR). FR, GB, GR, HR, HU, IE, IS, IT, LT, LU, LV, MC, MK,

MT, NL, NO, PL, PT, RO, RS, SE, SI, SK, SM, TR), OAPI

(54) Title: NANOPARTICLES FOR CHEMOTHERAPY FOR ANOIKIS-RESISTANT CANCER CELLS
(54) & 9 B A: oblmo] 7|2 WA AL S e S A = Ab

pzza AR cells
o Addh, cells

l w3k

Cell viability (%)

e N
T D-tHSA-
NPs

§ pvalug = 005, * pvalue < 005, ¥ pvalug < 6.01

(57) Abstract: The present invention relates to albumin nanoparticles for chemotherapy for anoikis-resistant cancer cells, and more
specifically, to albumin nanoparticles for chemotherapy for anoikis-resistant cancer cells, the albumin nanoparticles comprising: albu-
min nanoparticles having a drug impregnated therein; and a CEACAMS6 antibody bonding with the albumin nanoparticles, wherein the
albumin nanoparticles are formed by means of disulfide bonds formed among albumin molecules, and the CEACAMS6 antibody forms
an amide bond with an amine group on the surtace of the albumin nanoparticles, and thus the CEACAMS6 antibody targets anoikis-re-
sistant cancer cells, and the albumin nanoparticles ingested by the cancer cells discharge the drug by having the disulfide bonds thereof
broken due to glutathione existing in the cytosol.
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[35]

2-Iminothiolane hydrochloride®l] ¢ $+ Bl =3} 7745 F-3f Bl &35 ¢l
/\gxég}b Ao E;dp_f:,_ §_Hj-'

AN= T

Houbrd o] It th 2 A A ofof] up 2, B ko] uf2 oA shet e S $1%
i g zpe] Az iel QoA 7] B st A ol A Rl 21T EH| &2
1o 20 WX 3090 Ae EH o=

Houbrd o] It th 2 A A ofof] up 2, B ko] uf2 oA shet e S $1%
e g zpe] Az el QoA 471 YA Al G A= HEPES B 3 ] /7]

Bl 2-3ld ARl ofEo] £gE gollo o -3 S FHEA 0 ® HIFHESA]A
oFFo] HAlH dHnl YA A E S 5 o= s
Boubg o] e & A A ool wp=A

(¥ ol ubE oA E st A9
L abe] Azl slolM Al A e A=
N-(3-Dimethylaminopropyl)-N'-ethylcarbodiimide hydrochloride & - §+3}i= MES
gE-3-81 3 ol CEACAMG &4 &2 E93te] /E-3-A] A NHS/EDC-2d 31
A FAstaL, 37 243E FAE Y] FEo] HAE tnl =Y}
ofel] TG A|A, FEo] HAE AR v Ao CEACAM6 T A &

N-Hydroxysuccinimide 2}

r
O

H T
kg o] & 3}
Bl 2 b B Ao o8 v F2 a3 E AdE )
By 2 o) GAEE gHH o2 AMEAZ 9= a3k
wat Eodbig e obriwl 1)) zlof] A 33 CEACAMSG 3 A 7} o)

Ao A3 A
X 1-& tHSA-NPs®] Zetasizer ¥ TEM =4 A5 LJrE]rLH =5%,

X 2+ D-tHSA-NPs9] Zetasizer =4 2 3= e} %,
%32 B L& vt o= HAla s LJrE]rLH =5

o2 1:\4

¥ 43 27 EFE[ 2 o] Fof) whe} D-tHSA-NPs®] oF& W& %UrE‘rLHt 3.
% 5% S FEFE 2 o ol w2} D-tHSA-NPs2] =17] ¥ 3l 5 YEhl= E %,

% 6 D-tHSA-NPs 2 C6D-tHSA-NPs®] YA} H-¥ & Vb= £ 3.

= 7 % 82 C6D-tHSA-NPsoll A D-tHSA-NPs2] 3£ o] CEACAM67} A g3k
A& gatr] |k 324 dAn A ojn|A.

% 0= Wk A E o] CEACAMG Yl whe -9 gkel5)y] 913t 833 v 7
ol u| =],
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[36] 52102 vl k¥ SHAMI O] CEACAMSG AL Wkl & &<lst 7] 918k RT-PCT
ANE el = B3
[37] % 11 C6-tHSA-NPs®] o} w=0]7] 2= A Al E = o] 4] 58§ 213}
et T3 A om A
[38] T 123 C6D-tHSA-NPs2] o} -0]7] 2~ WAl oA Z o] X & &8-S 39157
91 gk Cell viability 2 & e = 231

o] AAE AG A o)

[39] o] alol = B ulhgof] u} 2 o} o] 7] A A obA E ] 318 e 93t

|

o
N
—_

e

i
2
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1o
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[40]
[41] E_ HLDO:] o] o] A] }\] oﬂ

= -
CEACAMG6 @A & 23 s, 7] &7 =
t] A o] = A 3h(disulfide bonding)ll &l &l A & ¥ 31, 471 CEACAM6 34| =
A e Y2} 33 9 o}l “15F (amine group)  oFrko] = A 3 amide
bonding) 3t -l Wi gi kel el Agtgttt A7) of o] 7] A WA
A E 2] 8}8F 2 WS 93 Q] 2= 150 WA] 350nme] 24 S 7HA|H, 7]
ARl Y= T EH o FHE TR ] e GAIEZEATE S 5 Q=
theFet of = o] AMRE e A o 2 S AT o] ARgE 4l I
T HEAE 53| o] &5l ¢ E(floating cancer cell)©l] <] ¢t
71 o] (metastasis) ol 4], A 2] #] o]& 2 13 = M| A} (anchorage dependent
programmed cell death)2 2] 1| 5}= o} 0] 7] 2o tf gk W] A& H =2 o],
olx=o) 7] 2 WA 5A4& zHE ¢ Al 3£ ol A= CEACAMG6(carcinoembryonic
antigen-related cell adhesion molecule 6)7 5 J_’JrHEL?_{4_(overexpressing)ﬂ ng B
g of ShA 9] 3ot R A Y AkE Rl Y xbe] o
CEACAM6%E EF 5= CEACAM6 @A) 7} A 3}5te] o]
QF A 3 (floting(metastasis) cancer cel)E &4 02 E}ZIE & 4= Q)31 vl
Urmdahs A e g A vl dafol = Ao AN PR S a0 R
A8 4= 9l o, v]d vfol = A S 2 = FEHE 2 (glutathione)> Al 3

714 (cell eytoso)®l 3= EA sh} R o} 3 gz olo = £ 5] o} & el
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[50]
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g Abs A o) A e PRS- X
GAFO] BAHOR FEL PET 5 Qo] FAEL Fola PAF
AR RS F7Z S ek 2 3ol b ahs ohwmo] 7] 2 WAL 7hH

& Hg o] T2 A Aol el] wp ofiro] 7] s A ShAlE S Shel S S
i dakel Az el ek AR, V] e Aol AlmgEE G vls
El 23l 6hi= Bl shdA o, Bl & 3he Al o2 g o] 8-5fe] o] 3t A9 3
vl st 44 ol ool BAE & Y dAE g5
ARG @A e}, 7] Fgo] FAE &Rl Y9l <bo] CEACAM6 FA &
AP TN= ot

gkot.
&3t GA R, A A 0w
piperazine-N'-ethanesulfonic acid(HEPES)<} ethylenediaminetetraacetic
acid(EDTA)E ¢-8F= HH-g- ¥ 1 o] &7 (human serum albumin)& = ©] L,
2-Iminothiolane hydrochloride(2-1T)¢ll 2] ¢+ ¥] -3} 1} % (thiolation process)S & 3]
El &3kl & (thiolated albumin)S A7 RHek. 371 Bl 2 3hd Aol A 4wl 2t
2-IT2] &= H] &2 1 o 20 WA 3091 Z o] upgh=] sty

7 ARG A b A = B =3 Rl o) oF &S o] 85he] o] &3t A H
283} A4S Sal Feol HAE dE R YA E A dAR
A4 o 2 HEPES ¥l 5ol 4-7] Bl 2819 9w} ok 5o Zatel g oo
of gk

22 T E A (dropwise) = H7hekg A A ofEo] ¥ H ekl
WA S AR .

A7 FAAZTGA = 7] oFE o] HAH Rl Y=} Aol CEACAMSG
A& A3 A 7| = SR, 74 4 2 2 N-Hydroxysuccinimide(NHS) <}

N-(3-Dimethylaminopropyl)-N'-ethylcarbodiimide hydrochloride(EDC)E 3 §}8}=
MES HE-3-# 3 ol CEACAM6 A & & & este] #E-3-A] 7] a1 A Al 5}
NHS/EDC-24] 3} ¥ 3} A (NHS/EDC-activated antibody)E & A 5}z, &-4) 3} ¥
GA ek 7] ofzol EAE & YA} ] oFRl Z15F (amine group)
Alol o] olnlo] = A3} (amide bonding)s HAsH7] A&, 7] 2AAsH A E
71 e ol E A Rl YAk G ool ZFRESA A, oF = o] HAH

AR Q] 2ol CEACAMS6 T4 7F A A 21T

o, AN el F BalA B e wok s AR A AR, o S
¥ g2 nok gAs A9 918 A B, 2w e] A 97t ofof
:l_ L

<A 1> G AR kol wA R Tl el Ael Al

(1) 1mM piperazine-N'-ethanesulfonic acid(HEPES)<}- 0.1mM
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[53]

[54]
[55]
[56]

[57]

ethylenediaminetetraacetic acid(EDTA)E- $}-8}+= -5 ¥ 3 (pH 8.0)°ll
&A1 (human serum albumin) 40mg-2 5 ©] 31, & 4] & 1:25% 2-Iminothiolane
hydrochloride(2-IT)ol] &1+ B] 23} 4 (thiolation process)S =&l B &-3}%
A2 (thiolated albumin)-& A} A 5} 31 T},

(2) ©) 33} A 3H(disulfide bonding) ¥H-3 2 €F-&-v)| 3} 7} (desolvation)©ll 2] 3+
El 231 4HET F21o Y HEAE THE 7] 9§ HEPES ¥ 3ol A7)
E]l 23} ¥ 7l 7} 54 1] 2l (doxorubicin) ©] 3 g ool o gF&-S
=52 (dropwise) & =2 H 7Febo] A ol A a2 uE B WA A AT H| Lo
A E R W e ) AH(D-tHSA-NPs) & A4 &F i o

(3) 5mM N-Hydroxysuccinimide(NHS) <} 2mM
N-(3-Dimethylaminopropyl)-N'-ethylcarbodiimide hydrochloride(EDC)E- 3 3} 5} =
MES RE-g-H 3 Yol CEACAM6 FA] 89 Img/mlE -Z33}aL ALl A 154
"3 A1 7] 31 g A| sho] NHS/EDC-2d 315 34| (NHS/EDC-activated antibody) &
FAdstar, 24 ske A9k Ui A AHD-tHSA-NPs) €] 371 2] o} vl Z153 (amine
group) A}o] el o}wlo] = A3l (amide bonding)= & A s}7] Asl, 7] EAd3td
242 Y= A & 9(D-tHSA-NPs solution)oll Z381o] 1.54] 7+ HE-S A A,
FAaFH Al o] 'Rl E ARl Y]l Ate]l CEACAMG6 @A 7F 2 ehet & i-wl
U} 3= 91 AH(C6D-tHSA-NPs) E A A 513 o}

ol =)
(1) 5A2F8]A S 2GR e A S AL etar= AA el 19 (2)9 ¥y

T U3HA st HAFH]| A o] WA H] 2 U AHHSA-NPs)E

A X3} a1, Zetasizer(Nano-ZS, Malvern) @ TEM . & 74 38lo] 1 A3 E & 19

eI B3, A A o) 12] )0l A Al Z2E & v AHD-tHSA-NPs) S

Zetasizer® =430 & 20) YERAITH &1 2 25 E3), 9FE ] 43} o ¢}

daglo] 7] dAbES ek 180nmtl o] A A & 7H & ¢ 7

371 =4 AHHSA-NPs)= 78 o] FEH & 71 & & 5 ATt
Q) LHU I 2-1T2] EH| &S 1:2500 4 1:12.5 E 3752 v} 4+

AATel 19] (2)9] HH I FUsHA sho] R L) AHE(D-tHSA-NPs(12.5),

D-tHSA-NPs(37.5) & A 23}tk A A o] 19] ()0l 4] A28 vl

1} Y AHD-tHSA-NPs(25)) 2 7371 Y= Y A& (D-tHSA-NPs(12.5),

D-tHSA-NPs(37.5))2 HPLC "ol 98l S4F0)2 HXx 88 =43 =
3] EMARITH & 38 HH Bl 23 1] & 1: 259 vl © K] afo| 7P S AS ¢

T =, B3 v & 1:12.5%) A Ao BSRg 7Falv Aoy
ol §A] g&o] B2 Flo g Hola, 9|9 Ag Ao LAl E E-3)

Aoz el
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(3) Y= U AHD-HSA-NPs) 2 7B 54 FH| A W& £ 55 ZQls5h7] 9 a4,
2o 19] (2)ell A Al Z2H Y= AHD-tHSA-NPs) = dispersion medium W] <]
dialysis membrane(molecular weight cutoff 30kDa)ll 3} 7] ¥ o] 1} 2} o]
HAE 5 AFH LS S 10mLE WS ¥ =5 §F 5, HPLCE 53f ¥4 5}
O A3E = 4o YEMH AT 2§ -2 dispersion medium W ¢f| glutathione©] )=
74 $-(with GSH) 9} $13= 2 9-(w/o GSH)E W7ol A3ttt = 45 B,
glutathione©| 3= 74 $-(6A137F Well 90% W) §liz A-9-H o - A7 22
Fo| HAFH A WSS A7

(4) 50% serum Wol] 2 Al o] (1)Q] 204 A 23 Y=Y AE # 718l 5smM 2]
glutathion©] 1= 789} gl= 4 F-2 v-ro] 4A} Abo]= S A8l & 59
UER AT = 58 BH, GSH7F gl 49 2441 7F 52t 42 2719 ¥t
7ol gli=tll, GSH7F A 7He 74 -5 1A o] Ak 3ol x| =2.7] A A 1A
ARTE & T Ak o= GSH7F Y=Y =9 o] &3t A& ol YAk
Abo]=7F AX Ao =2 Bl

(5) AAlall 19] )0l Al 2% Y=} AHD-tHSA-NPs) &} A Al o] 19} (3)0l A
Al Z ¥ Y= AHCOD-tHSA-NPs) S Zetasizer & 54 3o, & 6l YR AT
T, Ao 19] )l A Al 2 ® W= ] AHD-tHSA-NPs)2F 2 A of] 12] (3)]l A
A 22H Y= AHC6D-tHSA-NPs) ZhZ}of] Alexa Fluor 555-NHS ester(4 = A&
A2y &}sh7] 9138l AF8) 2 goat anti-rabbit IgG(Alexa Fluor
488-conjugated)(H =4 A} 3 o] A E A Z}3ts17] fel AHEHE A &5kl
confocal laser scanning microscopy = =74 3Fo] “1 A3 5 & 7 2 8ol YERHA T
L 62 B, COD-tHSA-NPs2] Y A}=7]7}F D-HSA-NPs 2.t} F& & 4= 9l a1, &=
78 B A E A 2F 38 Alexa Fluor 48801 2l &l & Fo]w| A 71 & 4 = A
Uee d g i, = 88 B Alexa Fluor 488 €] 3 & Fo|w] x| (3 )7}

UAE A ZF8}35F= Alexa Fluor 555(F -2 1)1 A %] 5l 313 (merge) 4§73l
2 RdES & S 0o, D-tHSA-NPs<] £ ¥ o] CEACAM6 34| 7}
o] C6D-tHSA-NPs7} @A B =& & = .

<AAldl| 3> A 3 v F 2 M FE 2] CEACAMG6 & 8l

(1) MDA-MB-231 and MCF-7 human breast cancer cell®] 10% fetal bovine
serum(FBS)©] . ¥ Dulbecco's modified Eagle's medium(DMEM)®l| 4| 5% CO,,
37°C 374 0. 2 wj| k¥ ). -2 vl QF(adherent culture)<> the tissue culture
dishes(Falcon, San Jose, CA)°l| A4 a8 s}l A, 5149 A EZ 2] o] -0 7] 2~ A
*) 7 (anoikis resistant property)& -3} 7] 2] gk - vl Y(Suspension culture)-<
10mg/ml Poly-HEMA (Poly(2-hydroxyethyl methacrylate))(Sigma, St. Louis, MO)7}
18 dishesoll A 3kl A}, F A4 02 1x106 Al £ 5 poly-HEMA7} 8
Yol AEstaL A o) A 7] L, 39w} Al gk v <] & H 7hshar 7

Z trypsin-EDTAE- A 2] gt} o] 3fof| A -2k nl| k¥l A& adherentd} 3 A] 3)aL
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[71]

ool 7] 2= WA A ¥ A& ARZE FA| &AL g,

(2) %871 24 el A ml 4 $}38}aL 1X PBS(500ul)®]
A F-F-3FaL, 3.7 PFA 3174 3}3F 3of] PBTA B 3§ 9 of] A & 3} (permeability) 2
527 (blocking) 4 & -3 ¢t r}. o], 47| A 3£ 3= rabbit anti-human
CEACAMS6 antibody(Sigma, Saint Louis, MO)E 7}#] 31 A 20| A 1A] 7} &<t
Aol | ¥ a1, 1X PBSE #1225 31 goat anti-rabbit IgG(FITC-conjugated) <}
Aol 308 e AT A8 Sk o] A E A EE DAPIE 71
k- A o) nhE R E & A H o ® SA 5t L AR E 99
L ERH ST

(3) FE¥F, CEACAM62] &l & =3 316} 7] 9 8l adherent 4| ¥ 9} AR Al| 3.0
g RT-PCTE 3 3to] "2 A%}E & 1000 YR AT A8 CEACAMS
primer(Bioneer,Dacjeon, Koreat™ T+ A1 €& 7} 4] 31 91 Th. CEACAMBS forward:
5S'-TACTCAGCGTCAAAAGGAAC-3', CEACAMGO6 reverse:
5'-AGAGACTGTGATCATCGTGA-3". RT-PCR gel retardation assay°l] 4| 57 Z}
Hl = (gene bands)+ EtBrZ 4 A %] 31, Gel Doc imaging device®ll 2] 3l A| 2+ &} ¥ T},

4) =95 B, CEACAM6 W8 A8 F X &)= =4 3 o] anoikis resistant
54 & 5% MDA-MB-231 and MCF-7 &4 0| A 3] W g & ¢k 4= gl
Lk & 102 HH, CEACAMG =% A} & A anoikis resistant 541 & -5 3F
MDA-MB-231 and MCF-7 &4 ol A =] dd g & o 5 ). o] & 53]
ol o7~ WA o] finy ZE 98 Z710) A CEACAM6O7L F- 14 el A 3ol A

= (@) A
ke ¥ g ek 4= Qi)

02 fo
)
N
e
i
N
N
N
N

®

-

<A el 4> R gl e] ool 71 W PR B4 5 B9l
(1) B2TH A& ALg 8k o= A2 Al gl shaniz Ao 19] (3)e] whg
o 0]
H

A5} slo] HAFH| Al o] WX B 2] oFS ATl v Q] ZAH(C6-tHSA-NPs) &

J

(2) MCF-7 anoikis-resistant cell(5x 105 cells/each well)S- Poly-HEMA 7} S & ¥
12-well cell culture dishol] A] =38}a1 vl eks} St} A7) Al = 37°Col A
C6-tHSA-NPs, tHSA-NPsE 7HA] a1 A 2] ¥, 304 o] W &2 v &gk & Al 25
B0 IXPBSE $]7d3}L 3.7% PFA & 9-& o] §-3}¢] 10%- <t 2193} at,

A 3EEHE 1/40=2 8] 4] ¥ F-actin antibody(invitrogen, Alexa Fluor 488 Phalloidin)-&-
7FA) a1 304 <t &4 A8} a1 PBTA bufferS 714 a1 9]/ 8o}, o] &, 7] Al 3=

DAPIE 7} vp&¥ v] %] o] o] 21 ¥ 532nm/580nm(red color),

488nm/521nm(green color), and 358nm/46 1nm(blue color)2] *F¢) L & %4
g u| 4-& o] &3] 1} =] AF(Alexa Fluor 555), Al 3 2 (F-actin), 4l 3 3 (DAPI)

2y 7k oln| X glste] 1L A#E = 110 e AT
(3) = 112 B9, C6-tHSA-NPs7} of =o] 7] 2~ WAl E4A1S 7}2 MCE-7 Al 3
ol o] B shi= A2 <4 4= o] CEACAM6 &4 7F 235 =] A=

=
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[72]
[73]
[74]

[75]

[76]
[77]

O

obio] 7] 22 A 54

o

7H S AR B S 7 AL s & sl

<A 5> o} o) 7] s hA o A AR Y] Ael A5 B E FH1l

(1) B4F4 21(Adh.) MDA-MB-231 A 3 & o} x-o]7] A~ A EAS
MDA-MB-231 A 3£ & 6-well plates®ll A| =3}aL, ZH7F tHSA-NPs,
=5 F A A1 (100mM), D-tHSA-NPs(100mM 2] 52 1] A1 33,
C6D-tHSA-NPs(100mM 9] 54 FH] 4] F3hE F3tah= v A & 7HA] 2L 37°Cel A
6A1ZE M ks, o] & A7) Ml EE 8 vl X (normal media)E 7}A] a1 724 {F
Bt 3] Cell vialbilty S G 8te] 71 A5 % 129 YERN AT Cell
viability:= MTT assay ¢} trypan blue dye exclusion method & ©]-835}=H|, Cell
viability ©= 0.4% trypan blue dye & 7}%1 M| 3£ & Wl %521 Neubauer
hemocytometer=. 7} % 8F+= sl ol o] &l 27 ¥tk MTT assay©ll A 96-well
plates¢} 1.5mg/ml MTT reagent(3-(4,5-dimethylthiazol-2yl)-2,5-diphenyltetrazolium
bromide)7} AF8-% ™, 15u12] MTT reagentS 7F4] 3L 24| 7 vl & &F 2 20001 2]
DMSO7} Z} wellol] 5=7}%] a1, Resulting culture platest plate reader(Bio Tek
Instruments, Inc, Winooski, VT, USA)E 570nmel| A =4 3} o}

() 5= 125 B, C6D-tHSA-NPs2] A 3 554 (cytotoxicity)< Adh. 2 AR ¢HA| 32
B 7hd & AU 4 I, AR YA E ol A C6D-tHSA-NPs 7
D-tHSA-NPs A}o] 9] pgl-2 0.01 2.t} 2t 3l (pgke] 0.011.TF 22 51 BA| 4 o2
Z 8%t oJu| & 714), Adh. $HA| E oA C6D-tHSA-NPs3} D-tHSA-NPs A}©] 2]
pak 0.05:.t} A th(pake] 0.05Ht & A2 FAH o2 Fa3 ou| & 2HA

2

o bl A, Z 9191 B w o] Thepat A Al 5S Aet A u, olo} e
AN ES o wg el V% H e FAE A AN Boli, B uhg
7154 AVES Taehs @ olw a WA o s g el 2 e of i gl
Sahiz 02 84 E oo} B},
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