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(WE] HH:-HARBURREBB 2EFEPHRL FFETEBENBEREXL. A 2HEHEER
A BE4E R B (qPCR) J7 48 W 7o 3 98 41 B (ACHN, Caki-1,0S-RC-2,786-0.SN12PM$6) % B [ 2 & R B = Fh I
A (HASI,HAS2,HAS3) mRNA 33k ,35 F Western blot i — £l mRNA X5 B HAS T RIZE
EHERABAREEHAE(cCCRCOAFAPHEARE. ER . ELMHFRAMR P HASZmRNA RikK
FHHEBERTFESE /S L EARHK-2), X 7E BHE SNI2PM6 i B R P REKFRER (3§ P<0.05),
HASImRNA R 5K LHH SR TES S/ F F ARG P>0.05), 7 HASImMRNA #ik KR 'SR Caki-
1MBAIIBRTERT/NE ERARP>0.05), AAMBEABEAD HAS2 ZEHYHERE MEF T/E
FEABTHEBRE. EEEHABESA S HAS2 BEARXEUHER THEBFHAS. &R BHRRER
B2AaSHBEEARANESVARBASPHHERE . BB RREABB 2 REEBEAEEESHA
BEBEAERREIBPEEZREENTLMER, TR VF M T B9 0 RE S TIREY .
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Abstract Objective;: To study the expression of HAS2 in renal carcinoma and discuss the potential clinical sig-
nificance. Method:qPCR was applied to detect the expression of HAS1 mRNA, HAS2 mRNA and HAS3 mRNA
in five ccRCC cell lines (ACHN, Caki-1, OS-RC-2, 786-O, SN12PMS6) and human renal proximal tubular cell line
(HK-2 cells). Additionally, Western blot was taken to examine the expression of the increased HAS protein in a-
bove renal cancer cells and ccRCC tissues. Result: HAS2 mRNA expression was obviously higher in the five ccRCC
cell lines than that in the HK-2 cells, especially in the SN12PM6 cells(P<C0. 05). HASI mRNA expression re-
duced distinctly in the five ccRCC cell lines compared with the HK-2 cells(P>>0. 05). The expression of HAS3
mRNA was also lower in the renal cancer cell lines than that in the HK-2 cells except Caki-1 cells (P>>0. 05). The
expression of HAS2 protein significantly increased in the five ¢ccRCC cell lines. In addition, the expression of
HAS?2 protein was significant higher in the ¢ccRCC tissue than those in the normal tissue( P<Z0. 05). Conclusion:
Hyaluronan synthase 2 was detected to highly express in the five ccRCC cell lines and ccRCC tissue, which shows
that hyaluronan synthase 2 may play a crucial role in the develepment of renal carcinoma especially in ¢ccRCC and
may serve as a potential molecular marker for clear renal cell carcinoma.
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qPCR IXH| &M T TakaRa KEEAEYWAF. 51Y
AR EBR K AEYAF TR
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A& 0% B4 nEmMEEFEATN
DMEM ¥ 3= (R 8 /AFD 7 37°C.5%CO;
RIEFRARNER, D 0. 25U BEEEEM 0. 2%
EDTA HiR & HELER.
1.3 RNA REHER

KR 80% ~90% J5 H 4CHL KB R
#5228 vP i (PBS,0. 01 mol/L,pH 7. 2)E % 2 1k, B
H— B 4 40 B # B 40 L TRIzol 2 BUR R &
RIEBE RNA R THRBREE LEWEY
PLIE, I A& A PMSF i NP40 @, lEiRIES
BEAMRS, K LB E 30 min, AR5 TF 4°C.12 000
g B 10~15 min, # P EHFLREH. HH10~20
pl EIERRABCAERTEEARE . He LEr
A Loading buff=r IFFES K T E# 5 min T,
1.4 WEF(DNASHE

¥ EEBE M EE RNA £ R Nandrop 2000
5 RINA FEEE . 28 5 9% M0 % 18 | & (TakaRa)
HHE SRS THERR. HEFNT.37C 13
min.85T 5 s, 4CE b, HMEFFHEHN DNA #
FF—20CHE.
1.5 gPCR

M oPCR #H7 &#{T mRNA S5 . Ehfk
# 25 pl:ddH,09 pl .CDNA B4R 2 pl.Rox Refer-
ence Dyell(50X) 0.5 pl(BXEHT). ETEIY
£ 0.5 pl . Tag BE(2X)12.5 pl(BXEHT). F
B A Mix3000pTM #1347 qPCR, K BE
HZMMT B —% 95C 30 s, =4 95C 55,60C
30 5,28 =495C 1 min,60C 30 s, 95°C 30 s, %
E3MEIFL, HASI.HAS2 . HAS3 | F F 8|9
F5 4 %K. HAS1  5-GGTGGGGACGTGCG-

GATC-3 5-ATGCAGGATACACAGTGGAAG-
TAG-3; HAS2 5-TGAACAAAACAGTTGC-
CCTTT-3 5-TTCCCATCTATGACCATGA-
CAA-3; HAS3 SCTCTACTCCCTCCTC-
TATATGTC3 5-AACTGCCACCCAGATG-
GA-3,

1.6 Western-hlot

HMRE S 0 pg EEHAZOE 100
pg bR, 1070 3R PR B A BE 48 (SDS-PAGE) 100 V
HMET 48, BA 200 mA EREER EMES%
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2.2 Western-blot
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% B Ji B8 (Hyaluronic acid, HA) & 41 g #p &
RERBRE . TEARBRBERNASZ—, BEKH
REAHA SWERNERK . BRANEBE R X
R, M HA FEREHRRA R (HAS) #1L
B, FEAE HAS 843 % HASI,HAS2,HAS3
SHER, BMTEELESRARSFERN HA,
#ilan HAS1 #1 HAS2 &AM Ko FEK HA2
X10°~2X10%), T HAS3 W-& RAEX 4 F8&/NH
HA(1X10°~1X10)®, A REHELEHEX
AIFIBE S HAS3 IR RN T HAeK KR &6k
73,10 HASL F1 HAS2 B3k 300 T Bk 788 40 a1y %
PR RARHE T B AERKMRESC",

Hat® £ X ithitE T HA & HAS 5 R
RIS BENEERXR, KR3N8
AR BEALEE R ATENERERIEZ—.
Roozbeh %™ 7£ £ Ff 5% bk 78 40 M 32 2% 85 B 98 4 21
Hfe il HAST RAHM B HA BRiE. FHRE
B HASIA[E A BEMEE R R #ERHBWE F,
Wi JEE B — R HASL 2S5 HA %R
HEZ A CDU R RS SR ATEREERK B
ZRIMEE R, FR HA & HAS 5 AR LR
BERVNRR . BLREEBRBRBLAERRKE. X
U6, AT B B 592 T8 40 e Fn 4 4UK F 5 A4
FERIE HAS EREBE T RS, I HHERT M
HAS WAIF] REAE BB EE EANEENEM.

B NEFKE, RIEET LM 5E4HH
RPFTHS, B oPCR KW T HAS = T £
mRNA WEE . EREEHEE/NELEAE LR
B, B4 &+ HAS1 & HAS3 mRNA ¥
BB FEETHEHP>0.05), T HAS2 mRNA Fik
KEHBEE TIER SN £ K4 (P<0.05),
HK, NEFKE, RAIT#E—FE LKW HAS2 &
HEAHAFTHRE . RIBEAALEHABRET
EMBEBARET MEE SN LEARITHE
Fik, EIRIIEN HAS2 o678 SIS 40k A
RHBILER, RIS UERRATEIHE W RATHE— W4 20
BIFAVIBRIG &R BEIEE /) B B BN K
EEAAHTHRM S HAS2 WEARX. &R0
RHBMAR S HAS2 RERHHAE R PEFHAR. B

B M B G R AT BRI T R W) HAS2 W4k
rEEERERRPREEE N EEMER.

HASZAE R Ko FEM HA AHREZY
HASE RAHI0 T G b 78 40 BT 09 5 B F{R &5 B
AR, HAH T ey HAS: ZES EEZRFES
BET HARRH A RREZ A CDU, FHm
HAS2 &8l HA 5 CD44 R R4 & AT S
T MAPK S5 5@, ANmRH*MNBEERAE R
BT, mT HAS k HAE BB FHHRE R
RERD> B EABEBEFRNEYFEITIEAE
B BT HE—-FHR.

RZ,BRRMNME AR RN HAS2 £ 8
¥ P RAE T 5 A 40 e B B R R, AT I L]
RREBTERIEEEHEREBETHEEEMER
WA, ZTHEMMACGEIMAEARNERE., L,
RATT —24 2 — 2538 33 40 32 56 5k i+ HAS2
EBBRERBFRREYEGT R BHNEL KEAER
I IR 4L 2 bm AR R 33 HAS2 5 B8 s IR 40 % . 4%
BRBESEREHEEMIE, RIFENEBHE
BT RE— DA U BELH XF)E
FREFH S FIRICY .
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