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BB MMPI1/2/7/9/14/15B TIMP1/2 mRNA#) £k ¥ 80 & A, £vAMMPs mRNAFA 2. 18 B 2 1%
XL B| w24 m e A5 B R A B R AL &) 8] o+ A 4248 (epithelial mesenchymal transition, EMT), ¥t —
¥ 8 i RT-qPCRAE &) %, 7% P it (Western blot) 52 3a9E 52 i 2h 4k & A EMT, £+ £ A AR &M kL
Tt A AR E AR Bt SRR R, 62 M JOMRPANC-1-TSAMR & ) 38 3%, 12 %, 464540
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Enhanced Expression of Genes Associated with Invasion and Metastasis

in Trichostatin A Resistance Pancreatic Cancer Cells Line

Liu Biao', Chen Xiaoqian®, Zhang Cui’*, Wang Benquan', Bai Yongheng?, Wang Silu?,
Jin Rong', Zhou Mengtao', Chen Bicheng'**

("Department of Hepatobiliary Surgery, the First Affiliated Hospital of Wenzhou Medical College, Wenzhou 325000, China;
2Laboratory of Surgery, the First Affiliated Hospital of Wenzhou Medical College, Wenzhou 325000, China)

Abstract The aim of this study was to investigate the change of invasion ability on PANC-1. PANC-1
cells line was treated with 0.1~0.2 pmol/L TSA for 24 hours. TSA-resistant pancreatic cancer cells line (PANC-1-
TSA) was established by drug concentration step-elevation method. The 24 h IC50 of PANC-1 and PANC-1-TSA
was (0.51£0.09) umol/L and (78+5) pmol/L respectively, and the resistance index of PANC-1-TSA was 153. Tran-
swell array experiment showed that PANC-1-TSA has stronger capability for invasion and metastasis than PANC-1
cells, while there was no significant difference in the 0.1 pumol/L TSA group. In RT-qPCR assessments, the expressions
of MMPs and TIMPs mRNA were all up-regulated in PANC-1-TSA, and the MMPs mRNA increased much more
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significantly. We also found that PANC-1-TSA cells suffered morphological alteration from epithelial morphology to

mesenchymal morphology. Both the RT-qPCR and Western blot experiments confirmed that the PANC-1 cells line was

suffered EMT during the process of forming drug resistance, with up-regulation of mesenchymal markers and down-

regulation of epithelial markers. This paper demonstrated that TSA-resistant cells line had stronger capability for

invasion and metastasis and much more aggressive than PANC-1. EMT might contribute to PANC-1-TSA cells line

aggression.
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o R e A — b e B SRR (R T Ak R e bR, FLl
IRIEIT AL, W5 2. H i AT 259
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AR RA RN % H 3 g PR 2 JBR g 5 3092 W
PRIAE, D873 Jo e B8 5 AR 2 N C& R AR SRR
LB AL, NI TCIEIRAFAR RN, b R[]
¥ (epithelial mesenchymal transition, EMT) 1] DL {&
eI DR R OB S B e IR T (R 2 A L
T T R A0 S AT 2 1 AR ER . AE  D At
TN 2 I RE T, B AT I Rs 40 & AE EMT I %) iy 391 45
TR AT BCRE 1) YR 7 T8 B 25, R va T I — K
HE >0, 25 LB IR AR ) — 2R B M 24
W, FLAT O O e A0 R T A G B
R AE & JOR] s 40 o i 24 Je FLAR 2% . e fie
(1) 5% W) 3 TG AH DG SCHRRAE o AR 708 ok A I EMT
SR B 7% AH DG Bk BRI ek, TRAHIG IR BE TS A X Jie
JiR 95 40 MR PANC- 112 28 %6 4% J1 10 5% i) S T 24 (1)

pancreatic cancer; trichostatin A-resistant; EMT

JE 1o
1 MRIE5RZE
1.1 FERATRILEE

ih i 7 2 A(TSA) H Sigma(USA) 2w, F
H I f(DMSO, Sigma)ifs % 4210 pmol/L, i i i i
R gR LM B &2 T VEIR . DMEME; 72 3E. i 4 1
Wi Trizol H Gibcol BRLZ w) o ¥ %% 5% 3R 71 &5
SYBR Green 1%¢ 6 & & i 7l & 06 B 4 5 95 i)
FEYIRHEA R AT, 9EPCRAT A 514 i 1A T
W EARAT A F A B P 5 0L #1). CCKS
R &I T H A A A A . Matrigellig 1 HBD 2
7], E-cadherin. Vimentinfig §t A — $t LA S B AR ik
HALDEEFRAC 1L 22 PR IgG B T-Abcam =4 2>
flo BRI HELX800(Bio-Tek)™ i, ¢ J-PCRAX Ky
ABI7500(ABI).
1.2 ‘MAEFR R A4S E

i JI 982 41 0 FRPANC- 1% 77 £E 5 10% 1) i 2F- .

F1 RHXPCREIIMFT
Table 1 List of all primers used with Real-time PCR

LN 545" —3") S 513" —5")

Gene Forward primer(5'—3’) Backward primer(3'—5")

MMPI CTA CGATTC GGG GAGAAG TGAT AGC CCATTT GGC AGT TGT G
MMP2 AGC CAA CTA CGATGA TGA CCG GCT CCT GAATGC CCTTGATGT
MMP7 TGG GAA CAG GCT CAG GAC TAT CT GGC ACT CCA CAT CTG GGCTT
MMP?9 TGG CAC ACG CCT TTC CTC CT CGC GCC ATC TGC GTT TCC A
MMP14 CAT CTT CCT GGT GGC TGT GC TGA CTC ACC CCC ATA AAG TTG CT
MMPI15 TGG AAC AAC CAC CAT CTGACCT GGG CAC CTC CTG GAA GAC C
TIMP1 ACAACC GCAGCGAGGAGTTTCT GCT GTT CCA GGG AGC CACAAAA
TIMP2 CAC CAC CCA GAA GAA GAG CCT TGT GAC CCA GTC CAT CCA GAG
Vimentin GAA CCT GAG GGA AAC TAATCT GG GAA GTTTCG TTG ATAACC TGT CCAT
E-cadherin AGC CTC AGG TCATAAACATCATTG GAT AGATTC TTG GGT TGG GTC G
Snail ACC CCA CAT CCT TCT CAC TG TAC AAAAAC CCA CGC AGA CA

GAPDH TCC CAT CAC CAT CTT CCA GG

GAT GAC CCTTTT GGC TCC C
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i~ 100 mg/mLI1) 85 2. 100 mg/mLI 7 5 2 1)
DMEME; 72 L, JE37 °C 5% COBEF-H h 15 5%
HO B0 A A U 1 4 B Ak B 5 404, S5 A I AN TR
WPEIITSA, XF A IS5 FE [ DMSOJL [F] 5 55 .
SR FH T80 8 184 Tk B 1R U7 505 B T 2 AR, TSARR IR IK
J5°40.05 umol/L, F P JEl ¥k BE 4 /i10.01 pmol/L TSA,
1E AR AE 82 15 77304 J5 3K 153 9 IR 5 PANC- 1
TSAZIHOKE, FJ-4EFF0.2 umol/L TSAFEACE: F7, ¥+
LA ik Ay 44 W PANC-1-TSA.
1.3 T Z5E ERN E

CCK87J5 7% I 5 PANC-1-TSA4H Jitd ¥k 1) i} 24+
o ¥ FIRTTEE IR LN, R A DY AL S 4i i
THE, G0 R B R 1x10YL, #E96FLAR 22 b 4
LB (100 pL/AL)o K5 FEBBAE B TR A6 h Pilss 7%
R K 5 80% I, IS [A]#k EE TS A Ak BEPANC-1
41 L #k(0, 0.062 5, 0.125, 0.25, 0.5, 1.0, 2.0 umol/L) LA
JPANC-1-TSAZITSAZHJE (0, 5, 10, 20, 40, 80,
160 umol/L). TSAXLFE24 i, FFALINA 4510 uL
CCKS #1100 nLEFFRIR, FF 10828 PO A . f B 97
BRAERGTRAA AW & 1~4 h, FHBEAR O 2 4450 nmAk
IS o SR ] GraphPad Prism6. 0%k {411 PANC-1
N H it 25 BRPANC-1-TSAIICS0rsa 2a o I 3 5 M
24 Bk i TSA TR #iRI(Resistant Index)=IC50(PANC-1-
TSA)/IC50(PANC-1).
1.4 Transwell/NEQNHIRZE 1

1228 HE J7 111 52 K FH Transwelliz 28 /=, A
8 umfL A% 1 28 1 1 15k i FH Matrigel I8 JEAT (0 8%, 28
AR R 24 A% 40 B 15 5% 22 70%~80% il 75 i fik T ¥i
k., FHHDMEM 1 3 41 Mo 94¢ 5 42(1.5~3)=x10°/mL, =
HOIEA200 1L 0.1% BSA ) JC L 15 77 40 i i,
FE24FLAR I N = H I\ 8% FBSIHIDMEMYS 77 ¥
800 pL, ZRJG7E37 °CHEFEAM hiiF 524 h, HUH U
T, FHOS5Y% £ [ o, A1 25 18 25 B b oA T B 11 &
Jil, DAPIZSH S, 7E2001% 15 6 WAL R BEALE
AN PR T H o 3 BB TS T 0 40 M g, A 3
R, BEIR RV B2 EIFL, 45 3R T340
1.5 LR EEPCRAZEMNMERERKIEIFNR

FH Trizolid 71 S H2 HNPANC-141 i 4l . TSAALFE
ZH(0.1 pmol/L, 24 h) 2 PANC-1-TSAZH 1% 77 41 o i) 2t
RNA. W2 pg RNAFEATET10 pLAA & rpdb AT i %
SR N, S O S A R S Ul B AT . B0 ok
FEYI1 uLBE TPCRY 1, PCRY AR Hy: 5 ulLa% ot

JE B RORI2XSYBRZOGE A 2 uLu#( k. T
W51 pl)s 2 pL plus/Z MW~ 1 puL cDNA. 6 e
R ALFE: B 40 A 22 4 F(Snail . E-cadherin. Vi-
mentin). 374 R AABF(MMP1/2/7/9/14/15)« F 5
) £ g AL N B 1 (TIMP1/2). 3 B RE P A
95 °C 3 min; 95 °C 15 s, 62 °C 15 s, 72 °C 45 s, 40
M. £33N HCHE 22251 FEmRNA K I {421k
(SR NEHOER).
1.6 ERRENEXENEMEHFRIEFR

PANC-141 /12 . TSAALFEA1(0.1 pmol/L, 24 h)
JPANC-1-TSAZH 5 77 41 Ml 5% 10°4> In 100 pL4H i
41 (RIPA), 1 H20 min i FH 40 i %1 e 45 42 B0
12 000 r/min//L>10 min(r=95 mm), H i W A
WL, 125 10% 2R N MG I 73 25 e A A% R I, i
5xSDS_EAFZE M, B EH 100 V, K60 min; 13
BEHIE350 mA, %% 60 min; # B 5 PVDF
22 5% TBST IR Wb &l 3 1412 h; 4R )5 In—du(Fa
BEAE— YU ), 4 °CHF B LA, IAAHN A S —
Pi, FWEIFF 1.5 h, IIAECLA GBI S min, I
FIE G, B e G IR IR AT
1.7 FitFEE

S s LASA bR v 22 (xks) K718, K Graph-
Pad Prism64¢ v #4447 0 K 38 7 22 4 Bt M E XS T
K9 777 P<0.05IN A 22 A i vt 27 i X

2 #R
2.1 THZ5#KkPANC-1-TSAHI L E

22 CCK 87 V2 5E PANC-1 }¢ HL i 245 #% PANC-1-
TSA 24 hifJIC50. T LARRFEA L [ TS A KL HH P 21 41 i
24 h, HIC50%3514(0.510.09) umol/L (78+5) umol/L,

-8~ PANC-1

-% PANC-1-TSA

Survive cell(%)

0 T ] T T 1
0.01 0.1 1 10 100 1000

TSA concentration(umol/L log10)

El1 TSATEFRBREPANC-1 K M ZA#kPANC-1-TSAH BJ1C50
Fig.1 The IC50 of TSA in PANC-1 and PANC-1-TSA
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PANC-1-TSAMIC50% 56 A KA i & T (P<0.03,

10232).

2.2 Transwell/NE N ZAREZE 51 B9
Transwel I I % 41 41 g 1% 22 & /1, DAPI(4',6-

=2 BRRREPANC-1-TSAZH AR X TSATH 2535 5%
Table 2 The RI of PANC-1-TSA cells line

AR 50% 3 (wmol/Ly* [CESE =R
Cells line IC50(pmol/L) Resistant index
PANC-1 0.51+0.09

153
PANC-1-TSA 78+5

# RN UMLK~ T340

*The average of three independent experiments.
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X+s, =9, *P<0.05.

PRI 2- DRI M) Y 0 5 LE 20045 19 6 AT T
BEMLE AN PR V155028 375 2 98 IS5 1 () 4 Mo 4, e 3R
PANC-141 Jfg # T LL0.1 pmol/L TSAKLFE24 h)5,
1222 HE 1A WL 2 260728, T 25 BRPANC-1-TSARE
AR TN SRR 22 )
2.3 HEBHEAEEmRNARRIE

PANC-14. %7 = TSAZL FIPANC-1-TSA4 %
ARG HE FImRNA R I WL 3. TSATif 25 RPANC-1-
TSAKFEAR I BN A T, JCIHLLMMPs b FHBH 2,
TIMPI2 F AW . AR 0.1 pmol/L. 0.2 pmol/L
TSA 24 hit 3 4 fyMMP2. MMPIFITIMP2 mRNA

500 pm 200 pm

500 p 200 um

200 pm

500 um

A,B: control; C,D: 0.1 pmol/L TSA; E,F: PANC-1-TSA;

A,C,E: DAPI 50%; B,D,F: DAPI 200x%.

&2 Transwell#& N £A AR 2 71 89X ZE (DAPIERE &)
Fig.2 Detection of the changes of cell invasion ability (DAPI stain) using Transwell invasion assays

Control
0.1 pmol/L TSA

*P<0.05, **P<0.01.

< == (.2 umol/L TSA
é 2.54 - o == PANC-1-TSA
=l *3% *% o
o 2.0 I ok
g ok * %
2 I I
g 1.01 N I I I
2 0.5
=
S s
= Q Q \ \ \ \
=
P &

E3 AL EE (MMPs. TIMPs) mRNAR) =&
Fig.3 The mRNA relative expression of MMPs and TIMPs
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Kk LT, BTIMP2{) 1 Tt 5% B 8K FMMP2
(*P<0.05, **P<0.01).

2.4 THZH¥RPANC-1-TSA L F7— g taE 1k g 25
2.4.1 JEAEBEPANC-1% A @it 25 #RPANC-1-TSA %8
ey AF £7F  EAMES L, I 258KPANC-1-
TSAZH I A5 Az 1 5 o528, AR o1 Ak A AL,
PANC-1-TSAZH Jf JEAR 5 A K, PANC-1-TSA M
1 ) 1 1) STk (B 4)

242 EMTARX A B mMRNAAEG RAMKE W%
I 58 EPCRE 7R, SPANC-141 b4, i 24 FkPANC-
1-TSAF) R J5t 40 B s 25 35 K] Snail . Vimentingé 1A b T+,

(A)

<Zt 2.04 E-cadherin

Eé M Snail *

< 154 ™ Vimentin *

g

£ 1.0

- I

2

i 0.54

e

2

= 0.0 3
S
R QCJ

Rt

Vimentin

PANC-1

PANC-1-TSA

El4 PANC-15PANC-1-TSA fifMISZER
Fig.4 The difference between PANC-1 and PANC-1-TSA
in cytomorphology

®)

PANC-1 PANC-1-TSA

S 50 (D2

GAPDH .

A JFBREPANC- 141 Mudk S L 2 HRPANC-1-TSAZ Utk E-cadherin. Snail & Vimentin mRNAFIAR 634 . W Heebiif 22, n=3; *P<0.05, 5% K
A1 L% B: BRI PANC- LA M Mk S L1 25 BkPANC-1-TS A4 U FRE-cadherin. Vimentin®s {1715 (145 1k .
A: the relative expression of E-cadherin. Snail and Vimentin mRNA. PANC-1 and PANC-1-TSA cells line. ¥ts, n=3. *P<0.05, compared with control
group; B: the expression of E-cadherin and Vimentin in PANC-1 and PANC-1-TSA.
El5 EMT#HXEEmRNARERQFREHHE
Fig.5 The changes of mRNA and Protein leves of genes associated with EMT

HAR b B Tk 4N b 7 W) E-cadherin mRNA A L B i,
AR, HAR BRI 2y Bt 45 SR 5 7R E-cadherin ¥ 7 [
AP A5 0 R, 1) 04 B b i 5 5% X Vimentin
TR IN(ELS). T 25 20 B ARPANC-1-TSA ¥
AHRF I B0 Bk () [ sRe v, R AEEMT .

3 itig

B M 20 Mk AR A 24 AT O T T SRR AE 2 JL R 2
{1 1 J& FE 2 SR 28 DA K s Ab s o K38 0 IR A g
BE LRI R E LT, IR RS
WRYE . AT AT e 1 T B —, HAE
FH DR S A5 0k T A e o A B AT 2]
PR BB TET . TSAR —MEsk. |z 4l
A2 BRI FI(HDAC) . 3 4E Sk [H 4 AMIF 5T
R, TSATH It 5B 4 B L R AR AL (1 K SRR

JEE S e AR Gl 0 I 45 K, A B SR RN 1R AT R 4 e
e PR R AR B FE AR G A R IA N . AE
h— P BRI 258, TSAR B IR PANC-141 i B
A IR IIEEE . L TR . (R AR 4
SFTSATRN 24 a0, i 25 )5 (bR 2 28 R g
AT AR A A ARG AH DR SCHRIR I . A S i
CCK8JT VLR SR AR J i 2 R IFIICS0, T8N 24
FREL, UEWIMICIR BETSA KU H s PANC- 144 fifd
PR, AT BRI PANC- 1] (2 P~ AE TSATH 254 . 1E—
538 ] Transwell/IN & K00 40 42 5% 7 5 30 e et
TSAF= A0 24 5 HAR 28 70t W] 3458 7o 1 4 ) [
0.1 pmol/L TSA4L BHPANC-1 24 hJi5, HARZ8 Ty K W
B 5 O

0 f 40 J5 T 1) 43 AR A A A A S TR £ i D
M i HONAE 5, 55T 48 5 1 B (matrix metallo
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preteinases, MMPs) e [ fif 1 [0 41 i S8 55 o, L5 4
JeB 5 o A 11 1 2H 20 5] - (tissue inhibitor of met-
alloproteinases, TIMPs) R £F 8 & V-7, 7E R 1133
TR h R E B E P, R 4L 2AMMPs
TE W R A R B T sy, LR 2R ko, A
JE e TR AT B U2, O T RS IR PANC- 1
IR MO A0 AR 28 A% 0 O, AT TR Tk
J5U 4 )@ R A B (MMP1/2/7/9/14/15) . 3 J5i 4> J@ & A
Wit 2H 240 ) X 1~(TIMP1/2) mRNA ik i 28 . 78
ARSI H i R i PANC-1 40 il #% 17 £00.1~0.2 pmol/L
TSALL FE24 h)5, MMP2, TIMP2. MMP9 mRNA [f]
Tk A T, Hp TIMP2 mRNA R IE -
FHEE B . FRATTH 1S A0 i B AT 4E FEMMPs/TIMPs
FesE 1 B B 68 41, TIMPL1/2( THa o] g2 i 1
MMPI. MMP2 mRNAF & [t 80U 15t F+ i . Trans-
wellSZE63IFSE, 0.1 pmol/L TSAXPANC- 11228 11 5 W
Y%, 8RN, PANC-1-TSAT 254k ({)MMPs. TIMPs
mRNAZFK A BT, JELAMMPs mRNA K i 3% .
Transwell 52 56 J8IF 5K JBE IR 9 PANC-1-TS ATl 24 ¥k %
IR SR ). BLAR, MMPsHE % PRt [ fift 5
JIES TG B A0 J5 5T, {HL 40 1R 110472 28 0 11 503 AN S AR 3t
MMPs/TIMPs ) 8 & 48 5E, I8N SEMTH 45 % U] (1) 1
&, L CAIE SEEMTAE I8 40 i 245 10 1 Bl UL R A2 28
R IMSE FAEEZERER.

EMTAHH % 3 [K E-cadherin. Vimentin. Snail& 41 iy
R bR TES T E-cadherini® b 7 44 it 7 5 1)
RG22 —, B e R i 2 TR S
931, Seguhi IE R CDH I, /3 I\ by Ji i3 1 i B i o) 3
o KRAEMTIN E-cadherindE i5 T U A% T 4 i 34 =
RGN B4, 51 40 B R 2k, 308 o 4 i A A=
Wed . BRI R RN, S5 M A S8 E-cadherinf] L
5 4 B 7 A A R e 4 4 22 R A . Vimentin
2 R st 1) - 2 23 RO LI o ) 2T 44, S 1) )5 25 4
LIS VR 2> o R (0 R AR R R, sk A
“F Snail ¢ E-cadherin] B, $% $1 l) K] %, Kong%§!'%)
SEI R L, TSAR] DL 508 I i PANC-1 % A 4] Joit
b R ARMET), bl b AR & CDHI(E-cadherin)
232 1) [) 1) 005 Vimentin) 6 3% o FATT 2 W OB 5%
1, 5 7R TS AR I [1]) &b 35 JB Jlt 5 PANC-1 4 Jil HL A7 |
W E-cadherin mRNA R IEEH . (AAEARSZK H,
FE6F: 5 EEPCRYE 7N M 24 Ji5 1Y) JB it g8 PANC-1 41 Jfd
Snail. Vimentin mRNA )£k _LTt, E-cadherin mRNA

()2 IA A WL B S AR Ak, {8 11 Bt 25 SR W v it 24 7
E-cadherinty AR 1A F ¥, Vimentintx A4 FFF,
HIPANC- 140 i bR A5 it 25 T8 i B2 b R AEEMT 08
E-cadherin mRNA R WL B i o4 4% ] 5 /& B T"mRNA
B S ol 40 g Y microRN AN mRNA [ 15, 2k ] fig
TR T R PANC- 1175 5 i 24 3 7 v (1%) 4 i 9 i A
F KA G i 25 T8 O #E b Z2 FpLI 2 5 8. 1
JEE IR PANC- 1175 T TSATN 24 (1 L B v, TSATE 311
MET A iiift 2 i 2F FIEMTZE [7] 1 45 T E-cadherin(t) 32
ik, AL ELAR R (R L] v Rl — 20 A
B2 LA BN R (HDACH) 25 5 EMTH
REMA, WA TREAN [ L 2R AR s P & L o Uchida %6
WEI I RHDACIZE 25 ISAHA T LU S 4 5z 40 i
EEMT. DejuanZ5" Sl iF JJHDACiI SAHA X TSAY
RIS HT 0 R AN I & ZEEMT . [R] i Shah %5255 &
) JBR IR B L3.6pls AsPC-1 5 7% 74 Ath 5% i 24 AR 1L3.6pl-
GR. AsPC-1-GR™', E-cadherinZE [1 £ i5 W &t N [%,
Vimentin#] i b7, 3% & TEMT. {H J&Aghdassi
ZEV Iy von BurstinZ52] 57 % 7, HDAC1/2 H. 45 5
£Snail . ZEB5F X1 JE BSNAIL/HDAC1/HDAC2
HEW . MiE-cadherindé 15 V5 ] . HDACIZ 24
) ey LLE o 40 HIHDAC1/2, ##ISNAIL/HDAC/
HDAC2E & W) 1) W 1, 9855 I X E-cadherin!t) #11 ii|
YEH, LfE-cadherinit) 1%, 4810 HIEMT I AEH .
HDACiit /£ TGF-B 115 SEMTI A B A 12U TSA RS L
T8 oL $0 HIHDACIBH Wi TGF-B1 BT 7 3 (EMTHE F2,
W FRATTIN A, AN [R) Fel 24 9 1) 4 T A (] 288 1Y)
HDACH [ W23 A B AN [, EE 2 AN ] Joe )1t g 40 M ikt
AN AR ZEHDACIR B 3 AR m e 24 B 28 71 1 ey
AR S AR FH (R B ) 48 1T i 53 M EMTAH DG 36k [R] 4 5
FIHREVERAS, FERARPLE VA R IR RIS
ARSI 45 AR T PANC- 140 ik, K307
PATSAVRIT LRI 245 )5, K AEEMTHAZ, EMT 5 i 24
YEFAH AR E, 5 23 3040 A2 22 e IR 1S 9
ARSI 25 FUE B, KA IR BETSA % B vl 15 5
JBE B PANC-17 AR T 24 P, it 24 ik B H AR 28 e ).
PANC-1/ET 25 TR R RE P R A T W [ EMT, $271
HDACIE 254K U8 HT mT e 1755 19 s 40 = 24 i
2y, TN 24 s 200 e [ B iR S 28 ) R R kA,
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