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Screening of abnormally expressed genes in pancreatic cancer by
Affymetrix gene expression chip
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3. Department of General Surgery, Shenzhen Luohu People’s Hospital, Shenzhen, 518001, China)

Abstract Objective: To screen the differentially expressed genes in pancreatic carcinoma versus paired normal adjacent
tissue by gene expression profile chip.
Methods: The surgical specimens of pancreatic ductal cell carcinoma and adjacent normal pancreatic tissue from

10 patients from January 2014 to June 2016 in the Third Affiliated Hospital of Xinjiang Medical University were
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collected, and differentially expressed genes between them were screened by an Affymetrix gene expression profile
chip containing 49 39S gene probes after total RNA extraction by TRIzol method, and then, GO and pathway
analyses were performed. Finally, some differentially expressed genes were verified by real-time PCR.

Results: The total RNA of samples passed the test, gene chip assessment yielded high-quality information
and results of the test were reliable and highly repeatable; 38 079 genes were examined after denoising process
of the chips, involving 512 differentially expressed genes that included 419 up-regulated genes and 93 down-
regulated genes; there were 287 differentially expressed genes encoding proteins that were related to the three
GO ontologies (biological process, molecular function and cellular component), and 29 signaling pathways were
associated with significant differential gene expressions, involving 126 genes. The expressions of differentially
expressed genes CPB1, CELA3B, CPA1, POSTN, PLA2G1B, CTRC and SPINK1 determined by real-time PCR
were consistent with the results of gene chip analysis.

Conclusion: There are a large number of differentially expressed genes between pancreatic ductal cell carcinoma
and normal adjacent pancreatic tissue. These genes are mainly associated with biological processes, molecular
functions and cellular components, and also involved in the regulation of multiple cellular signaling pathways.

Pancreatic Neoplasms; Gene Expression Profiling; Microchip Analytical Procedures; Gene Ontology; Signal

Transduction
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I R R e g R A, HHO AR R AL T
AR R AR, HT ARk B BEEAE LT E
B, SR MM R R R e U AL R 2 1L AR
R B A BT BOR Y K i Kok i 9 & v AL ) AS I
WA, A G IR B3R )7 U TR 2 A it
JEE, EIH B = A R0 82 W S B iR T T B,
i JR 98 B T B TSN AR, Ok T E S NR
A i R R 2 — P DR, RS R R R R
K e PR SC B AR T A IR A R I, W LA
VPR, R R o R A W e e AR
HEF A HL ) BA O B A L AT SEE R
FHAffymetrix 5 PR 3R 08 38 05 b 6r 00 i i s S HL 9 55
AU B L N 22 S R O, LAY D JBR it s 7 30
M5 B 18] 35 7 R DR 7 A A A At S AR Al

1 MREFE

1.1 K FH SR

1.1.1 £%4X% Agilent RNA 6000 Nano Kit ( Agilent
/N #l ) ;5 GeneChip 3'IVT Express Kit, GeneChip
Hybridization Wash and Stain Kit ( Affymetrix 2%
Al ) ; TRIzol iX 7l & . QIAGEN RNeasy Total
RNA Isolation kit, Primer ( R&F) ( gL KA #
AARAF ) 3 M-MLV, dNTPs, Rnase Inhibitor
(Promega /A ® ) 5 Oligo dT ( WA T AW T

© WA )T i [ & F I F 2P H

B0y A R 7] ) 5 Bulge-Loop ™ miRNA qPCR
Primer Set ( "M i B A Y RIE AR LA )
SYBR Master Mixture ( TAKARA AH ) .
112 £ Z L E Thremo Nanodrop 2000 ( Thremo
NCIDIE Agilent 2100 (Agilent /NGB GeneChip
Hybridization Oven 645, GeneChip Fluidics
Station 450, GeneChip Scanner 3000 ( Affymetrix
ANH] ) . Nanodrop 43 Y663 ( Thermo A F) )
R kA ( BB RBER AR AR ) 3 B2
HHL(FLUKO AF] ) ; real-time PCR X %% ( Roche
NHED) .
1.2 BFRER

PR TR BE20 1441 H —201646 H 117 T AR
DI BR 04 220 BEUE 52 00 JB6 R S A8 A B o 4 BUbR AR %
X Ry g o5 IR AN (IEEEANTFAREZEENA
2 embh I, HRJS 5 BHIE S0 55 1F 5 40 408 6 b
BRI ) AR 104, AR EYRAEIHARL
b S R PR R, R BT R B AR IR
AR BB R B A SR A 5 B F 5T A 1
[ 2B T REFRA M T U5 i ke AR SR U
RNAZ k54 s beAh B, Zafl; Fr4E
kr61.38% ; LR . wafestl, o2,
153434

Fr I FEA R 7 i 59848 : ZHTRIzolik
G UL S A LR REAR B RNA, IR HQIAGEN
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RNeasy Total RNA Isolation KitZifb BMRNA, #
}EﬁNanodrop ZOOOfﬂﬂ%ﬁZK,‘é\RNA?Z?TE&A%OEAM
EAPEREREAR G FE , 1.7 <A g0/ Argo<2 20 BE S A
1% ; 72‘ﬂﬁSchroeder%wE@ﬁﬁiﬁﬁAgilent 21004%
PEMTREAR MRNARYRINAE 528 S/18 SLLK RN A
SERCTRIE, YRIN=7.0 H28 S/18 S>0.7Mf FE &
¥ o T REARH A iR 2 5k R RS A #E
1.3 @R (IVT) R

LR K 2 B Villegas-Ruiz 5P 5 ik
BEAT . ARBURHE Fepoly-A RNA ( NZEM) J5 5 1
W R A I REAR B RNAR A % poly-A RNA/
FEABRNAR AW, A —#E G 5 N
“UH—BEcDNAR K FIPWE G A McDNA,
AN ZBEA B N R EEcDNAB L R,
I E A R EEcDNABIHR , MATIVT (K 5h ) %
) RBE CIVT” BIF, RPN LY
ZIAY MRNA (amplified RNA, aRNA) ,
Z WYL B HGeneChip 3'IVT Express Kitif 5
B olifbaRNAJG I A aRNA K BEAb R B Wi 4k
(fragmentation ) ” F&J¥, WHE KRB Y.
WS H RS T R R E A 130 uLHZL S, 45 C
FRAZILAE10 min, W2 T 2% A8 W5 A Cfd A
“Z44¢ (hybridization ) 7 FEJF, TN 2% 58 I hE
W30 pul, 45 CHAZW60 r/minZks816~17 h, 4

AESE A WO R A B, Bk S 58 mUS #EAT
R (£1) , LRBAENFEAffymetrix K
R RZGF Aol

®1 VT REEF
Table1 IVT reaction process
P 2
S—HE cDNA B 42 °C, 2h— 4 T
54 cDNA AHL 16 °C, 1h—65 C, 10min — 4 CLERF

IVT 40 °C, 16h— 4 CI5F;
F ik 94 °C, 35min — 4 CH
A8 98°C, 10min— 45 °C, 3 min— 45 CI74F

1.4 ZLBEE PCRIGIE

i 5 Hh R AR i A 40 S L 55 O H 4 4] 22
SRBEMBHEA IO 2R REREA, KIE
Primer Bank % B2 4L A9 PCREI WG B & 51 W)
(#£2) , AIGAPDHANZ I, #W P threal-time
PCR IR 7 5 18 W ARG 00 JBR A g 2 20 S HL A I 9 5% 1E
WA EaR N R RIRE IR g, %
MY A, Hold ( #IZEE ) : 95°C, 30 s, 14
¥R PAIEPCR: 95 C, 55, 60 C, 30 s,
401G ; Dissociation (I&f#E ) : 95°C, 15 s,
60°C, 30s, 95°C, 15s, IMEH,

*k2 EME= PCRERES5Y

Table2 Gene primers for real-time PCR

A LUF5 19 IRiElkY
CPB1 CCA GCA CGA CCC AGATTG AC AAC CCG GCT ATC AAA CTG AGC
CELA3(B) AGT ACG ACC GTG CTG TGA AG CAG GGT GTCTCG TTG GGA AG
CPA1 GCT GGT GTT GAG TGT CCT GTT GGC TAC AGA GAT TCG GAG CAC
CLPS ATT ATC AAC CTG GAG AAC GGT GA TAG AGC GTC TTG ACA GAG CAC
CTRB1 CTG TCC AGG ATC GTG AAT GGG TGC TGA ACT TGG GGT TCT TGA
POSTN CTC ATA GTC GTA TCA GGG GTC G ACA CAG TCG TTT TCT GTC CAC
PLA2G1B TGT GGC AGT TCC GCA AAA TG CAG CCGTAG TTG TTG TAT TCC A
PNLIPRP2 ACC CTT CAG CGA CCT GTA AAA GCC AGT GAT TAG TTG GAA GTT GT
CTRC ATC AGC AAC ACC CGG ACCTA CAT AGC AGG GGT AGT CCT TGG
SPINK1 TCT ATC TGG TAA CAC TGG AGC TG ACA CGC ATT CAT TGG GAT AAG T
GAPDH GGA GCG AGA TCC CTC CAA AAT GGCTGT TGT CAT ACT TCT CAT GG

1.5 it ahiE

AR Rk 45 SRR FHR-Project 8 4F #E 17
BGOSR R A5 5 50 B o A e i T K&
FXT Xt M5 5 o 8 e v AT S R AN 5 T A R
A T A T BB 4105 5 5 B HE B 1 209% Y BB Y
WEF AR Ay S0 T LLUERR , K TR G Uk R 8L
W kI E R ZRBEESE, IF

© WA )T i [ & F I F 2P H

SR F L T 22 0 DU 30 43 A 1) 2 1 A5 B0 3 55 2% SOk
S (PMH ) 5 KA | 22 7 A5%0 (fold change) |
>3.0 H P<0.05 M 5 o i 26 ) 2 35 22 5 3Rk 2
Kl s R 36 R A A (gene ontology, GO ) IR
BESHN EREEZFREERNNS S5 E
Y& 2 (biological process, BP) | 4r T It
( molecular function, MF ) A4 ZH 5 ( cellular
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component, CC) AT, Wit Fisherks i
o 56 3 A 58 L DR B0 e AR WE KR RTEE T
KEGGEBioCartai® I 1F B & £ 70 M ik (pathway
analysis) , LU B N BT, 38 o Fisher ki B0 46 56
I3 B B A A T R TR e R B OK R,
72 B 1 35 52 0 (A RS 5 i SR AR

2 & =

2.1 WHEERETM

SR ESE AL WL, B AR
RAREN IG5 0m E XE], AR FR AR R AR RS &
o DCTR) Y R A SEECH o IR AT L, SRR
A A o A 2 A R, IR SR
B m SR R AT

1 Wb
i
i W
; . .

B1 BREMESEESHHLE
Figure 1

Signal histogram of the chip probes

B8R AR X X A 5 ik R AR AR IR L 2, e A
PRACERFEARZ TR, DA AR AR AR XS X B A5 5 9 )5
fH, IE AP BEZ R R T A B A AR X B
S CSFBI(E, BN R B R R IR AR
JrAR XS X BUE SR R 90% EAE X ], AR E
NIRRT, AIE PR R R AR
P FIE 75 A [) A A S8R e AR X X8 8801 5 5 38 A 0 h 42
T, PRI I B v A R

2.2 EEARKESHREUSHTER

AR FE BT R Y Affymetrix 6 B 223535 05
ST RAT BN 49 39540, 2 MR b B Ve B
(138 079ZH HREAT R I 25 B E 47 3 P 25 57 3k 407
WP % 25 S KGR S T A b o, TR BE I 22
FARFHS 124, SR ) R 1.34%,
Hop ik FIRA LR 4194, b A RO I 3 PR 5L
1.10%, Fik NIREILEIZA, K A ROK I 3
PRIE Y 0.24% . 22 5 3R R HCHE 24 1T 10467 1Y) 22 S ik
P DL 23

R 3 ERFABEHHRI 10 IHEE
Table 3 Top ten differentially expressed genes
NS N ID el AR p

CPBI 1360 33.76 T 434%107
CELA3 (B) 23436 28.83 i 226x 107
CPAl 1357 26.18 T 5.13% 107
CLPS 1208 26.06 T 3.37x 107"
CTRB1 1504 23.28 TiF 2.18x 107
POSTN 10631 19.95 i 4.68%10°
PLA2GI1B 5319 19.85 T4 425% 107
PNLIPRP2 5408 19.04 T 1.63x10™
CTRC 11330 16.95 T 3.63x 107"
SPINK 1 6690 16.10 i 799 x 10

BAE oy Mz il e BOR R (K3 ) o B B R
T BRI 2H 215 i 05 1E W AL SIS B AE S R R AR
LA AR ZR T L A 2 A B0, B AR R 2 TR A
L BUVREAS G\ AR bR 3R 7 X B A 9 5% 1E B 2 4UH
A, E R A SR AR A A R S
EWARATETRIEEE, Pz
SZHEL, WA X SRR TC i KRB
AR BT AL, XML 0 By s AU R TR N 55 4 SURE AR
PR B AR SN, SO SRR TR AN
A G AR A B B SR B .

34 - . oT
I ]
24 e
- b T
T 1
=TT T T R I
SR S A e WA
0-
||':IJ_JI_|J'_¢:| 1 T J'_]
1 4 1 4 I
e e
1 1
-2 1 N
y H il
R U NS
HEEEEEEEEEEE =
-+H- k=2 7P AD
B2 BREXNGHESEERLZE

Figure 2 Box plots of relative signal intensity values

© WA JT i [ & 8

PRHEIF

E 3

SRR ESRERRSHE
Table 3  Scatter plots of signal intensity values of the chip probes

http://pw.amegroups.com



298 b E A

U

926 %

BAFAAT L K (voleano plot ) ([E4)
I T B P 2H A A ) A TR 3 ik 22 S A% A ((fold
change ) FI i & MR B0 B PIEL G S DRI R il Ao 4
PRAUR 22 AR R, HARFRAURPHE, BUEH AU
2R B XS B 2T AR AT S I AR ) 25
FIRFER, KA R A TC W] 1 22 e Rk i B A

1.5

00 cmm wp @e @ e cmmy e o
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Figure 4 Volcano plots of differentially expressed genes

)T . 35 2 5 P 3 3k IR s 308 A A 9 128 #) 2
S i PR 1 3 38 1 xR 20 2 R 55 1 R 2H 21 2 R
ABEATIR R LRI (F5) o ERED A
e, B SURIAREA, BRI 2 S
D5 b W AR AR 4 4 O AR 0 22 S R IR 0 sk i,
AREAR DR NGO 2o MR 454 3R 22
SR I R IA B AR AN O ; AR R BN AR
IS HR BEAR X LU, g (0 3 s A 9 08 R JEE AR X
T, REOFRENRBRAVE 2L, KA
PR FE AR 5 5 BE R A o

B 5 RREESH

Figure 5 Hierarchical cluster analyses

2.3 ERRFEAFEDNEESH

GO HT: HKHlE Gene Ontology B 48 X H A 1Y
FRER, 25%M 58P, MF. CCX31G04%>
FMLEEAMZEFIERILG 2871 ks (K
BN E A K MRG0 0 vk HE A TSI GO
2 FiR, HIGBPHCEAMNE RN EEM
RS S5 66 . JOE RN . 8 H AR
TR iR ) 25 R AR B i N R AR AR G B
M SE DR 5 g i MFAE OC 3 11 A 25 S5 ik A 3 2240 456 G
T JORCTORG 0 1 . KR DN VDS . 22 B K EE N )
Tl 9 P | 22 T TR T 1 % 22 2 R K S T PR A
FEAMERE; MIBCCHIEEAMZE RN FE
A0 35 G B B A DXL A MR L SR L4 M Ah 3R TR
240 ML TR DG B R R I B TR 25 S A A L
T 3 A 90 4 SRR e ) ABP . MF K& CCHrZErh
HE#4 1G5 1 22 SRS (£5)

R4 CONEKEREFEERRE
Table 4 Degrees of enrichment of differentially expressed genes by GO classification

GO 432 GO LA H R P
BP SIGNAL_TRANSDUCTION 77 1.28 x 107
IMMUNE_SYSTEM_PROCESS 31 3.17x 107
PROTEIN_METABOLIC_PROCESS 52 1.86x 107
ANATOMICAL_STRUCTURE_DEVELOPMENT 45 5.00x 107
CELLULAR_MACROMOLECULE_METABOLIC_PROCESS 47 1.33x 107"
MF PEPTIDASE_ACTIVITY 23 1.35%x 107"
ENDOPEPTIDASE_ACTIVITY 14 2.56x 107"
SERINE_TYPE_ENDOPEPTIDASE_ACTIVITY 8 9.29x10”°
SERINE_TYPE_PEPTIDASE_ACTIVITY 8 202x10°
SERINE_HYDROLASE_ACTIVITY 8 242%x10°
cC EXTRACELLULAR_REGION 50 9.19x 107
EXTRACELLULAR_REGION_PART 80 3.50x 107
MEMBRANE 63 5.40x 1072
INTEGRAL_TO_MEMBRANE 19 9.37x 107"
PLASMA_MEMBRANE 72 1.59%x 107"

© WA )T i [ & F I F 2P H
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£5 GOAMHBHLERERHRZH 5 LEE pathway/r#1: KIEKEGG 5 BioCarta B )4

Table 5 Top five differentially expressed genes for each GO AL E S M EE, s R B R 205z 5
ontology R ; Cb g s g N

C()éj}’% gf@% %ID ﬁ%{%ﬁ E’ﬂﬁﬁrﬁ] P @%ﬁﬁ%ﬁﬂﬁ%%#%ﬂis /\{i&126 | %

BP  PRSS2 5645 1462 T 7.30x107 W, ks LI 1244, R IK T A9 5

RBPJL 11317 1401 T 254%107 AR A PEATSE B L6, ML B P 25 R L

REGIA 5967 13.46 T 436x 107 . . o
CUZDI 604 1063 T L12x 10 AR TR M 2= S S T O G R R RE X LG R A

PDIA2 64714 10.18 T 605%x107 2Z S BB WA % N B S B (focal adhesion

Ne -5
UL i am  snegr  kinase. PAKD B BCRBGTAELE R 5 ik
PLA2GIB 5319 19.85 T 425%x10° PEILFT.
PNLIPRP2 5408 19.04 T Le3x10™
CTRC 11330 1695 T 3.63x10™
CC  POSIN 10631 19.95 i 468x10°
FNI 2335 1520 i 249%x 107
SULF1 23213 11.19 i 331x10°
CELA2(B) 51032 1079 T 258x 107
LUM 4060 9.78 i 407x 107

% 6 pathway iR
Table 6 Results of pathway analysis

3 [ i I P
KEGG_FOCAL_ADHESION 27 6.30% 107
KEGG_PATHWAYS_IN_CANCER 22 7.95x 107"
KEGG_REGULATION_OF_ACTIN_CYTOSKELETON 18 1.83x 107"
KEGG_ECM_RECEPTOR_INTERACTION 17 2.05x 1077
KEGG_LEUKOCYTE_TRANSENDOTHELIAL_MIGRATION 14 2.88x 107"
KEGG_CELL_ADHESION_MOLECULES_CAMS 13 1.84 x 107
KEGG_CHEMOKINE_SIGNALING_PATHWAY 12 8.73x 107
KEGG_COMPLEMENT_AND_COAGULATION_CASCADES 11 1.49% 107"
KEGG_FC_GAMMA_R_MEDIATED_PHAGOCYTOSIS 11 6.26x 10
KEGG_LEISHMANIA_INFECTION 10 415x 107
KEGG_SMALL_CELL_LUNG_CANCER 10 191x10*
KEGG_LYSOSOME 10 6.22x107
KEGG_VIRAL_MYOCARDITIS 8 9.76 x 107
KEGG_ANTIGEN_PROCESSING_AND_PRESENTATION 8 444 % 10°°
BIOCARTA_RHO_PATHWAY 7 3.44x10°
KEGG_PATHOGENIC_ESCHERICHIA_COLL INFECTION 7 273x10°
KEGG_RENAL_CELL_CARCINOMA 7 8.70x10™°
KEGG_MELANOMA 7 9.57x 107
KEGG_CHRONIC_MYELOID_LEUKEMIA 7 1.15x 107
BIOCARTA_CDC42RAC_PATHWAY 6 9.11x10”°
BIOCARTA_MPR_PATHWAY 6 1.31x10°
BIOCARTA_SALMONELLA_PATHWAY 5 1.45x 107
BIOCARTA_ACTINY_PATHWAY 5 1.64x 10
BIOCARTA_P53HYPOXIA_PATHWAY 5 3.47x10°°
BIOCARTA_ECM_PATHWAY 5 435%10°
BIOCARTA_MCALPAIN_PATHWAY 5 539%10°
KEGG_ASTHMA 5 1.38x 107
BIOCARTA_CLASSIC_PATHWAY 4 1.07 x 107
BIOCARTA_PLATELETAPP_PATHWAY 4 1.07 x 107
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Table 7 Differential expressed genes in FAK pathway

HEMFS R ID 2R BN P
FN1 2335 15.20 3 249%x107
THBS2 7058 10.52 | 1.89x 107
COL11A1 1301 9.45 i 1.79x 107
COL3A1 1281 8.88 A 1.95%x 107
LAMC2 3918 7.33 M 1.73x 107
COL5A1 1289 7.17 i 3.42x 107
COL5A2 1290 7.12 F# o 234x107
COL1A2 1278 7.02 M 1.45x 107
COL4A1 1282 6.35 A 2.53%x107°
COL6A3 1293 4.67 i 1.10x 10™
RAPIB 5908 433 M 2.80x 107
COLIA1 1277 4.18 | 143%x10™
MYLK 4638 4.17 | 1.80x 10
ITGAV 3685 4.02 i 2.23% 107
MYLI12A 10627 3.98 | 1.83x 107
BIRC3 330 3.85 i 2.18x 10
VCL 7414 3.82 i 221%x10°
PIK3R2 5296 3.62 FiH 451x107
COL4A2 1284 3.62 | 1.60x 10°°
CAPN2 824 3.60 i 1.92x 107
ITGBI1 3688 3.40 i 431x10°
RACI 5879 3.30 i 3.17 x 107
RHOA 387 3.29 3 754%x107
MET 4233 3.28 F# 525x10°
ITGA1 3672 3.27 A 9.75%x 10°°
PIK3CG 5294 3.04 A 6.18x 107
ITGBS 3696 3.03 M 1.71x 107

2.4 real-time PCR I&iF
L3 R ERIERN LN EFPCREN

(Ke6) ,

P Hp 2% 5 DR A A Xk 36 0k R A R 3R A

E=20ARGHE, P ACT=HMEKNCTHE-
WSEKCTE, HEWF W, BRCLPS. CTRB1X
PNLIPRP2JE KA1, Ho Ay 22 S5 Jk IR 7 Jige i 8 21 41
(1) ¢ 15 7K OF- 359 B Sk v 19 55 0 R A8

0.0018-
0.0016+

1# 0.0014
% 0.00124
0.0010-
0.008-
0.006-
0.004-
0.002-

FE IR ek

0

.

JBeNRIELHE
JESIE A

- T

B AP0 b 1 P
og‘&\)“* LVERVEEN

7%\5{?\’-87&%%\6@

N
WY

6 ERREERBEMRILE
Figure 6 Relative expression levels of the differentially expressed

genes
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or

T AR Sk % 45 & A ik R RS S R 2 H
i H H TSR T HZ —, Bk 7k
T X B — i A OO TR A R B L R KRR B Y
A I RE R R B A W5 B LR G T e kR i
T 2 L R 0 ek S T BB AR 5% TP TR
A ffymetrixJE B RIK G, 2 —Fa & HETA
KRR ARGE B HBZcDNAT R . R AEH
AIE B LR R, R B AT R k)T 8
FHEFRGE SR Z =102 MR ERRES R, &
AIF 5 K I T 10 451) Je B s 2L 288 e G AH 7 s 55 1E 5 4
ZUREE N 2 R REMFO, JEE 0 R ESwmE
K AE X A 5 o B oy A A LR SE T A D 43 B 4
WSS REE M, HYnE EPCRIGUES
R W, 28 5 R IA A% BCHE 4 T 1047 (19 5 B b BR
CLPS. CTRB1JPNLIPRP2JE P 4h H 43 5L P iy &
IR OL I 5O R R 2 R — B R 22 T
45 J 25 4 0 R 5 kL TR RE B O B O A Rk 2
5 3¢ 18 FE DR A 4 R 0 3 PR 2 v i o3 A T
J2 WSR2 3 D) 2 X R A RS G T T A5 R TR
i AE B A 4 B DUAR AL Ol b i oy A1 5 2
—J5 I, DATEAS A bp A o 3 ] 2 S5 3 3k R A Oy AR
Bt X RE A HEAT B A M, 45 R BR800 5%
IEH Al 4U0a] 5 g 2 4R 3 B A R LR Ak g, i
WHZ R R RBENEE 27, KAT
R BcdE 25 R A M S —Jrm, ILES R A B
T NEE ARG v X3 B A [R] R s s =y 5L Y
B4, RBEBAMETWER (LHE) TERA
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