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SRR AT

X ooF o ox E MRKR®RT Kk F BRNE I
(P 77 BB 2F R T e Bt B S S SRR, M 510282)

= A3 R4 LR 4237 %] B F -2(tissue factor pathway inhibitor-2, TFPI-2)ZJIf 44
(cisplatin, CDDP)#4) &4 4 & (magnetic nanoparticles, MNP) & &4 (MNP-CDDP/TFPI-2), #f %1% &
o3t F-PB & (nasopharyngeal carcinoma, NPC)#9 42a 37| 205 . 45 AT 24| & 49 2 CDDPAZ M 44 K
kL (MNP-CDDP)A= 3 & —Bf % ¥ fik — 3 T M T e (MPEG-PEI)TFPI-2# &R | %4 MNP-CDDP/
TFPI-2, i@ it 4T 9} ki, B4 040, A BRI MG M. BRI Bbfs | ARR M
(o-phenylenediamine, OPDA)i% - £ 44 F CDDP4& . @it i X iU A R4t | o
R4 K B A 4% 2 TFPI-249 1% JL ; RT-PCR A Western blotik 40| CNE-2 48 it 4% 4 TFPI-2 /R 42
J& TFPI-2 mRNAA& & Z A H AL, KA CCK-8% . A X AR MatrigelfZ £ 52 345 MNP-
CDDP/TFPI-24fCNE-24m 3§ 76 . A= B mlefz R A 3 3mh. FARER BT, ARSI &
P, TR FF42151.2 nm, Zeta® /2+14.5 mV, 44 F CDDPAE-F 34120 pg/mL, .3 %
33.3%. A WP ETFPI-2R 444 4 22 7%+2.5%. CNE-24% £ TFPI-2/f #1/%, J A TFPI-2 mRNA
Fa% @ KA R3Z A, MNP-CDDP/TFPI-24H £ it & K 4 45 B T % 55 4 34.8%F242.3%, P2
% FMNP-CDDPZE(27.1%. 38.0%)#2(MPEG-PEI)TFPI-2£8(18.9%. 16.2%)(P<0.05). Matrigel{Z %
TR B, ik AWM T IE IS A 2843/, B BAK T 2 BB 28(P<0.05), 327~ MNP-CDDP/
TFPI-248 0 oAz A= 45 48 ) TEIK. 45 RAV, RFRR SR #1245 W TFPL-24 % K B A CDDP#)
MNP-CDDP/TFPI-2; 4k 4} 52 5 8 7, MNP-CDDP/TFPI-2%NPC m it B A7 B AT 8 45 -3 1) 2L
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The Preparation of a Novel Magnetic Nanoparticles Carrying
TFPI-2 and Cisplatin and Its Evaluation of Inhibitory

Effect on Nasopharyngeal Carcinoma In Vitro
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Abstract MNP-CDDP/TFPI-2 was prepared to construct a novel multifunctional magnetic nanocarrier

loading tissue factor pathway inhibitor-2 (TFPI-2) and cisplatin (CDDP). We evaluated comprehensive inhibitory
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effect of this nanocomposites on nasopharyngeal carcinoma (NPC). MNP-CDDP/TFPI-2 was constructed with
magnetic nanoparticles-cisplatin (MNP-CDDP) and (MPEG-PEI)TFPI-2. The CDDP concentration, morphology,
particle size and zeta potential of nanocomposites were measured by OPDA (o-phenylenediamine) colourimetry,
Fourier transform infrared spectrum (FT-IR), transmission electron microscope (TEM) and laser particle detector,
respectively. Flow cytometry was used to analyze the gene transfection efficiency of magnetic nanocomposites.
TFPI-2 mRNA and protein expression levels were evaluated by RT-PCR and Western blot. Proliferation rate, cell
apoptosis and invasion ability of CNE-2 cells cultured with MNP-CDDP/TFPI-2 were measured by CCK-8, flow
cytometry and matrigel invasion test. The results showed that nanocomposites were successfully synthesized,
with the average particle size 151.2 nm, Zeta potential +14.5 mV. OPDA showed that the CDDP concentration of
nanocomposites was 120 pg/mL and the encapsulation efficiency of CDDP was 33.3%. The transfection efficiency
of TFPI-2 in the nanocomposites was 22.7%+2.5%. The mRNA and protein expression levels of TFPI-2 in CNE-2
cells of MNP-CDDP/TFPI-2 group were significantly increased compared with those of the control group. The rate
of growth inhibition and cell apoptosis were 34.8% and 42.3%, whereas that in MNP-CDDP group were 27.1%
and 38.0%, in (MPEG-PEI)TFPI-2 group were 18.9% and 16.2%, respectively (P<0.05). Matrigel invasion assay
showed that the number of transmembrane cells was 28+3 in MNP-CDDP/TFPI-2 group, which was lower than that
in the control group (P<0.05). MNP-CDDP/TFPI-2 carrying cisplatin and TFPI-2 was successfully constructed and

proved to be significantly inhibitory effect on the growth of CNE-2 cells.
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B3 W9 (nasopharyngeal carcinoma, NPC) /& &
i B R 2 — BT R R BRI TR
BRTBALTT B TR AN W 58T, 6 S NPC ALY
(138 SEFEAE AR 3 AT AN SR M. i 5 DRV T A
WMMEL FERRPE L AR ST A 2 OGP 4
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metalloproteinase, MMP) 2 J5 H 22 i 2 [ 7K ik 1 (1)
TEVE, TEYERE A0 MU AR L 5T (extracellular matrix, ECM)
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TrEEEAE N . AWK, AR FUREE
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polyethylenimine, MPEG-PEI)i% 4 TFPI-23E X, #1145
SLA TFPI-2FICDDP IR TN K 5, SBL0S SR
T8 R AT T RIRERRA YT o

1 #MR57%

1.1 g
1.1.1 XA I LI (B2IR )(polyethylenimine,

PEL, 4 ¥ & 25 kDa). 3 3w — W% (dicyclo-
hexylcarbodiimide, DCC). N-¥% 5L 5% 5 fk W %
(N-Hydroxysuccinimide, NHS 74744 ) [ B 47 1 71
o] 5 O IR H T (methoxy polyethylene glycol,
MPEG, %52 kDa)l4 |5 Sigma’s ] ; N,N-— FI 3L
% (dimethyl formamide, DMF). FeCl;»6H,O(7#T14{)+
FeSO.4H,0(7 M4l )« £r i 20 it B S 4 K 1) 25
(1) FE A 70038 A [ 7 3 A 4 (7 A 2730 ); I
% (cisplatin, CDDP)I H 55 & 2545 R /A 7] ; CNE-2
HI A S 56 {77 ; RPMIL 6408533 . it 2 ifn i A% s
B Gibeo /A 7] ; TFPI-2 50 H_Fifg 75 3 A= 41 /A ]
K% (GFPFRICIE R ); TR K Bl 42 Al A il & A
BCAVZ A Ml =R &8 H b 53 A ] 5 Celling
Counting Kit-8i{ 7 &% H H 4 Dojindo Laboratories
A5 Transwell35 7280 1 3 [ Corning A 7] ; TFPI-2
PuikIE A Santa Cruz/A i ; SYBR® Premix Ex Taq™
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II(Tli RNaseH Plus). RNAiso plus® A2 il H
H A< TaKaRaZ\ ) o

112 BEL5EE QL-861 A EmiEAwIl A L
LA S PR /A 7] ; Brookhaven Zeta PlusiiitHi
JE A ) [ 2 [E Brookhaven A ) ; UVIKON92348 4k —
Al WO A6 B B 55 [ BIO-TEK A wl; PCRY™
B8 B 5 H B AR HOR (R0 A R w]; HLIKAX
M AL TN — ).

1.2 A%

1.2.1 MNP-CDDP/TFPI-2¢44]%  HIMPEG 10 g
AT ZRRIF2.5 g, HATHR24 WG, W TIRER
N,N- - F L ki (DMF) R, ZER SRS RIS °CF
RN, W HIEI 8 he KT =& T (BB o T
500), &F12 hifesK, JENT3 d, FEAA T, Eida st
S AW 2 A5 A P iE 729 (MPEG-COOH). MPEG-
COOH Y5 & & & JE 1 PEURE /K 4 45 4E il MPEG-PEI
Y. RAAERQT: $5.0 g PEIK2.0 g MPEG-
COOHZ AT — L EIN, REFE 5 58 i e
R RN 0.6 g DCCAI0.35 g NHS, % K SV
24 h, R 2 81K, T3 d(BRE 431558 000),
FESA R T4, 143 MPEG-PELLRY) . Kbt
WIEAME T /K 5 FORL (TFPI-2) 3% 5: 118 5t & EL IR 51
A7, WEiR20 min, 145 (MPEG-PEDTEPI-2E &4 #
(MPEG-PED)TFPI-2 55 UL 2H i 1 il £ 1 1 34k i
FE PR AN SOV REE 40 KR (Alg-Fe;0,-CDDP) [l MNP-
CDDP#% 4: 15 2 LG IR A1) e 30 min, i85 34
HE DR R R 1 1 24 oK 525 IMINP-CDDP/TFPI-2,
1.2.2 MNP-CDDP/TFPI-2.(AE  (1)i& 5} i 52
WETE KL AR < Tt R 1 B 1 A K A8 A
FH 285 7oK RE S A%, B 75 93% (200 W, 3 min) f5 i 4
LB AR ) b, HR T, RSB P, (2)
8 BL 21 4h (FT-IR) G 3% 43 A MPEG 73 - A& 15 A2 Bk
COOH: ¥ % IIMPEG-COOHY 4 144, A FIFT-IR
XPFE AT LA, S %5E 8 500~4 000 cm™,
IHER N4 em™. GYRiAE. Zetat AR H5 5 )
MNP-CDDP/TFPI-2 ] 25 & /K Mkl ik & , WOt
L FEE AT WAL 3 930 0 52 FCAT ki Je ZetaFLAT o (4)46
IR AR DN 20 K 52 v U 7 T T
H6 mLIIFE S, IIA6 mL 1.2 mg/mL OPDA/DMF¥%
W, =T, W 10 minjS B, JRIEA S
7E703 nmi KR G, 0 IRGEE, X) Lt ih 2k A3
H CDDPI & . WA AER, WE % (%)=CDDPF

15/CDDP & fx100%.

1.2.3  FRAEAEBLIR b ok AT Bt 4 R BARMNP S
KOG SR, 14 MNP S IOk 45 &
S, R MNP TORE 3% A ] LEAS i I B, 90 e 3
A G VRS ml LK . TIZH. : DNase-IF 7 A4 525
Oy RAR TR . Bk 5 DNase-UNI R 48 K 251
JIUkE 5 DNase-1. il N 30 min. 16 uL, 4
SN uL 2 IR 5 1) Loading Buffer, 473 5 Bt
JREHL VK S5 1% B IR BERE, 60 V, HIJK30 min, 2550
ST MER LR, DL ESEs R 3K

1.2.4 RT-PCR% Western blotAs | #1444 K 5 &4
P 8R4 (TFPI-2) R 40 i 69 & 3A  CNE-241 U 7E
6FLI TP RE 5%, 92540 (MNP-CDDP/TFPI-2). [J1Ex}
WL MNP/TFPI-2 & FH % 41 PEL/TFPI-2.

(D) JL48 hfm, % i, I Trizol# E\RNA.

W54 18S: F: 5'-CCT GGA TAC CGC AGC
TAG GA-3'; R: 5'-GCG GCG CAA TAC GAA TGC
CCC-3', TFPI-2: F: 5'-CTT CTC CGT TAC TAC
TAC GAC AGG T-3'; R: 5-GCC TCC CAG GTG
TAG AAA TTG TTG-3'.

MARAE PCR I NAR & H iDL PCR N4, A H]
SYBR®Premix Ex Taq™(TIli RNaseH Plus)ijfl| &, Til
A2 95 °C 30 s; PCRMY: 95 °C 55, 60 °C 30 s(40
AMEIR); LEAP I 2% 1k s W i L RT-PCRFIA 14 il
2 S th £, S TPCRIE &, 4 brvtE k.

(Q)PBSYLIE A4 448 h /i [IICNE-241 ffl, F1 1]
Western blotyE il TFPI-2 25 A R IA TG M. —Pih
1:2 0004 R 1) fl T A TFPI-2, 14 1:4 000 HRPHRiC
FHiil IgG-HRP, HIL RO, KOG iR R G
%o FIHEB BT RS0 1, LSRG /R
JZ, LA TS 2 AR, DhB-actinfE A N 5
1.2.5 MNP-CDDP/TFPI-2 48 /it 254 A+ 5B 5 4m oL )
TERIN R (1) R CCR-8K 25418 H i i 41
JMIHEELRE J) = BT E A K CNE-2411Jfid#% 1x10°/mL
VB RES 100 pL/ALEZAPEI{E 96U, H55724 he 734
XTI L LA EE L) SE541[(MPEG-PED)
TFPI-2. MNP-CDDP. MNP-CDDP/TFPI-2]. fLJI
ACCK-8 10 pLARLEREFE2 h, TEEFR_EAII450 nm
WA I HEAB (Daso) o VA5 2L CNE-2.41 Jifa 34 5 1)
il A MG BEIDH 2 (Y%)=1-[DONZ))-D( )]/
[DOM FE)-D(7¥ 11)1%100%

(2) DL =S I 4t A0 1 - O AR K CNE-2
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A, BLIx10%/mL )3 4% 2 mL/ L4 T 6 FLAK,
%24 him, 25 BIEW, Inoe s IR AR RE (Y MNP-
CDDP/TFPI2E AW 7748 h, WA T 4, Jf—
I3 e P40 i I X4 SRS 4H 1 P TR
PR, TFPI2ZH A0 A 53— P41 Ui 9% Annexin
V FITC-A GG wi B, =4 M ksl 4n B T2, A
A MNP, MNP-CDDP. (MPEG-PEI)TFPI-241 Jy %}
4L,

1.2.6 MatrigelIRAZ 7% 5 3o A M 4% e A & 4m el 6942
RAeH  {ETranswell/)N% 355 FhfiMatrigeliE(50 pL/
FE)TRKIRERNE |, A BN . BOSHAE KR
CNE-241 g, DL 1x10°/mL¥% B 4% 500 pL/ LR T
245LHR, MiBEA K24 h, & LI, Inse i it
(1) MNP-CDDP/TFPI-2 5 430 pLAE455% 12 h, % F
AL, RPMI1640F B CNE-241f1, DL 1x10%/mL%5
$5100 pL/% I Transwell %, 500 pL+5 5.0% L3
(1) RPMI164055 72NN N % . LLIIA MNP, MNP-
CDDP.(MPEG-PEI)TFPI-24H Ay %} 1 . 24 hJim B /N3,
TG oA 2 b 35 A 2 L) 4l i A Matrigel iR, 4%

El1 MNP-CDDP/TFPI-2E 545 R{ER
Fig.1 TEM of MNP-CDDP/TFPI-2 nanocomposites
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1.3 FItEDR
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B hrtEZE R R IN . IR AR LR - R A
(A, Z2AFEAS BN P USSR F S R 25 0 2240 i
(One-way ANOVA), P<0.054 % 5 AT G it24 0 Lo
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2.1 MNP-CDDP/TFPI-2E &R FRAE

WPEA KR E AW T EE FEE, WIR W% 2%
W, SN BNPE A, LSS 34N H AR LA 211
WORLTTE » FLBE LS oK S5 5 355, IR
AN B WRAR 2013 nm(B] ). Z0AMGE BT
7R, JE TR ECOOH, 7E1 700 em™ AbA W ik (R R ik
TR (7 Sk dR 7)), RUIMPEGZ ) 1 M)A
$: COOH(¥ 2) . WHOCHLEE R IAAS Il MNP-CDDP/
TFPI-244 K & &9 (ki 4% 43151.2 nm, ZetaHify
+14.5 mV([#3). %/ OPDAEIE CDDP& &, H:
PRt 2 W 4, [RIE 7R y(WOBUE )=0.004 Sx(ik
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Fig.3 Particle size and Zeta potential of MNP-CDDP/
TFPI-2
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Histogram Statistics

File: 2014.05.19.007
Sample ID:

Tube: untitled

Acquisition date: 19-May-14
Gated events: 10000

X parameter] FL1-H (Log)

Marker  Left, right  Events % Gated % Total Mean  Geomean CV

Log data units: linear values
Patient ID:

Panel: untitled acquistion tube list
Gate: No gate

Total events: 10 000

Median _Peak Ch

av by e dv eP BN RETEAR IR BTk L 0:10, 10:10. 10:2,
10:15 10:05 1. 2 37050 W B0RE . 5Tk DNase-T. #1505

DNase-1 Sl PEANK 54

a,b,c,d,e indicated MNP carrier/plasmid ratio of 0:10, 10:10, 10: 2,
10:1 and 10:0, respectively. 1,2,3 lines indicated plasmid, plasmid and

DNase-I, plasmid DNase-I and MNP carrier, respectively.

El5 IRARHEELAR F KR A R BRSNS S 1H R E
Fig.S5 Agarose gel electrophoresis assay binding reaction of

MNP carrier and plasmid
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Histogram Statistics

File: 2014.05.19.009
Sample ID:

Tube: untitled

Acquisition date: 19-May-14
Gated events: 10 000

X parameter] FL1-H (Log)

Marker  Left, right  Events % Gated % Total Mean Geomean CV

Log data units: linear values
Patient ID:

Panel: untitled acquistion tube list
Gate: No gate

Total events: 10 000

Median _Peak Ch

All 1,9910 10000 100.00  100.00 3.74 3.01 123.93 2.89 1
MI 1,11 9312 93.12 93.12 338 3.01 51.68 2.92 2
M2 11,9910 251 251 251 2117 1819 96.64 16.11 11

A: TFPI-25 [ 2l; B: MNP-CDDP/TFPI- 2525041 o
A: TFPI-2 control group; B: MNP-CDDP/TFPI-2 group.

All 1,9910 10000 100.00 100.00  120.93 7.69  627.10 6.26 1
MI 1,11 7237 7237 7237 532 4.67 4720 5.05 7
M2 11,9910 2277 2277 2277 51323 4847 29724 2207 13

Elo RmLBARIETE R EERR

Fig.6 Flow cytometry test rate of gene transfection
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JEOREA RGP E 0 K B 02, % DNase-11F R B AT
BT ER . ay b o dv erPRETEGN K AR
5 gk e 50 4 0:10. 10:104 10:2. 10:1. 10:0, H
VKA R, e K S S SOk KT
TS5, SE YRR TR
2.2 MNP-CDDP/TFPI-2E &R INE F G522

TR RASASI s, SIEB6 2H CNE-240 Jif P ok
WYL A 22.7%, W] e TR HRAT (7.5%) (81 6). RT-
PCR%5 3 75, MNP-CDDP/TFPI-24H TFPI-2 mRNA
PRI 2 A H B Y T MINPER A B2 (389 1.74%),

wm TFPI-2

S = = b b owow
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Relative mRNA expression

0
1 2 3

1: MNP/TFPI-24; 2: MNP-CDDP/TFPI-241; 3: PEI/TFPI-241 .

1: MNP/TEPI-2 group; 2: MNP-CDDP/TFPI-2 group; 3: PEI/TFPI-2 group.
[#7 RT-PCR#&i TFPI-2 mRNARIZRIX

Fig.7 Expression of TFPI-2 mRNA determined by RT-PCR
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B-actin

TFPI-2

1: MNP/TFPI-24; 2: MNP-CDDP/TFPI-241; 3: PEVTFPI-241.

1: MNP/TFPI-2 group; 2: MNP-CDDP/TFPI-2 group; 3: PEI/TFPI-2 group.
El8 Western blot& il CNE-24ff1 H TFPI-2 5 H By R ik
Fig.8 The expressions of TFPI-2 protein in CNE-2 cells

determined by Western blot
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Annexin V FITC-A

A: MNP-(MPEG-PED41; B: MNP-CDDP#; C: (MPEG-PEI)TFPI-241; D: MNP-CDDP/TFPI-241 .
A: MNP-(MPEG-PEI) group; B: MNP-CDDP group; C: (MPEG-PEI)TFPI-2 group; D: MNP-CDDP/TFPI-2 group.
El10 7R (AR 4R E T
Fig.10 Apoptosis analysis by flow cytometry

MNP# AR =, {E{% T PEVTFPI-241(F8).
2.3 MNP-CDDP/TFPI-2E & ¥)%f HNE-140i1/Y
RSN SKTE

CCK-8VEAT 40 fudifi %, 45 R W, M35k
Z T CDDPAIR L A5 ng/mLi, MNP-CDDP/TFPI-2
24 24 hiH] R 2k 34.8%, =T MNP-CDDPZH (27.1%)
FI(MPEG-PEI)TFPI-2(E K 5 pg/mL)4H(18.9%).
1C-E I 24 46 CNE-241 A7 55 B I8 1% 41 B il £

(P<0.05), JFBELPaR B i g n, — e B
FEI AR (19) o

A AR DU 4 R T 45 R R, SR
PTT% 0 7.66%, T AU . 4% CDDPZIKEN
5.00 ug/mLIE , MNP-CDDP/TFPI-241 24 hiHlT-% 4
42.3%%3.34%, 1 MNP-CDDPZ (38.0%+2.17%)
L (MPEG-PED)TFPI-2(FE KK 5 pg/mL)4H
(16.2%%3.59%)(P<0.05)(10).
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A: MNP-(MPEG-PED41; B: MNP-CDDP4; C: (MPEG-PEI)TFPI-24; D: MNP-CDDP/TFPI-241 .
A: MNP-(MPEG-PEI) group; B: MNP-CDDP group; C: (MPEG-PEI)TFPI-2 group; D: MNP-CDDP/TFPI-2 group.
El11 CNE-24HffMatrigel{Z 25208 5] (100%)
Fig.11 The influence of various samples on Matrigel invasion of CNE-2 cells (100%)

Matrigel R 12 2855490 B, #0440 %7 i CNE-2
40 M5k 55+4(18 11A), MNP-CDDP4 %% JI5 41 Jfa %
hy42+2( 11B), (MPEG-PEI)TFPI-241 % K41 o %1
3 46+3(1& 11C), 1fii MNP-CDDP/TFPI-24H % %5

26+3(E 11D), Lo A1 RIEMG, R AR
X (P<0.05).
3 itig
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FN#% 7 75 H (enhanced permeability and retention effect,
EPRE) 81 45 5 S AAE e A1 23 U121 R F RV 4l oK
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ATTUR 20 2 i R L ) 26 b 280 A 1 9 58 1R ) e
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IR, (EREMPR AR 225 R B WIFUAIESE , TFPI-26E
Y 302 A0 51 it s 40 PO (AR R e B o FRATTIE 25 )
ORI, A B 93 75 e G TFPI-2 8 B S 400 g 988
MRS AR 16 28 K 051 SR W) TFPI-2 m] FH 1 i 2 A
9T o JEDIVA YT v B AR I e v AT EE A (4,1,
PEEIR IR ZASE W I (PED) & & S 2 S5 A Wm0 1
FHE TR EGY), BA RUFIEERE R, (RRIHA
ORI A M EE P, BRI A D BE DR 3044 1 W H 077
RO BE(PEG) AT LT ME. HAT RUFM/KAEESE
L2 GG RUFIRARE S 2L, PEL %
1% PEG/y 1 I #& 5 PEI-DNA S S W K 1, b
St E A rER, BRI PR A B R 4
FERr IR, JE AR IO ERIN [R], BRI i 2 S
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=Fo

FURT, A677 24 W) Rk A 3 A% 328 DAYl i gt by ] 4
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SEPLFA R IR V6 T AT ST s U9, MPEG-PEI
WS Bt TFPI-2 50k I 38 ok it A H 4. 28 MINP-CDDP,
JE R RS E - A O S REEG R 5, S
BB 15 RiA% h 151.2 nm, F55r a0k 254 1 )3
K, HLCDDPI L %4 33.3%, HERHITK L0 2
N, BEPEAORBARBE A T IR TR . A7 SCHR R
18, 1% 4 PEGHL (5343 1 PELA # () PEGHE B AL 2
AN YT e e Gl PO JRAT T 45 1) MPEG-PEIEE /K
EbZ5 4 1:1, RT-PCR. Western blot!i 7, CNE-241 fify
o TFPI-2 mRNA M8t B B R0, &7 ek 4 oK 2k
) A5 TFPL-2 JURE 1) G it 34 B AS 0 51
MNP-CDDP/TFPI-24% 44 %4 22.7%, LLHL4[ PEI %
PLARMEAK, (A CCK-840 B 5L i 4n i
N AR ZE S8 3 M i 7 , MNP-CDDP/TEPI-2 5 #a 4 #;
TFPI-23E[KVATT . Haliz CDDPALIT A L, 41 i diihi
B PHTIE R MR a0 AR 22 6e ) B WA, 1 B
PEGIK AL A1) CDDP 5 TFPI-2 BLAT £5 G430

gr LTIk, AWEST O S il S gk TFPI-23
IFICDDP G EGNAK S A1), A I CNE-241
BB BEJE T (4 ], TFPI-2RICDDPRE A1 42
T B RO, FEARARSEIR T AT . SRR
71— R 5 50697 « A e, RER X R 41 i
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