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Expression of AQP8 in cultured normal humantrophocyte and JAR cell line
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[ Abstract JObjective: To discuss the different expression of AQP8 in cultured normal human trophocyte and JAR cell line,and the
relationship between the changed expression of the channel protein and nosogenesis of chorionic carcinoma. Methods : The human cultured
normal trophocyte was primarily cultured, purified and identified. JAR cell line was cultured.The expression of AQP8 was detected in
cultured normal human trophocyte and JAR cell line by immunochistochemistry immunofluorescence confocal laser and RT-PCR. Results:
{1)In the control group,the limitied expression of AQP8 was observed in cultured normal human trophocyte and JAR cell line, but in the
exprimental group, the rate of positive cell of AQP8 in JAR cell line were 93.27% + 14.45% ,much higher than that in the control group.
(2)By immunofluorescence staining confocal laser imaging, it was revealed that,in the same condition and excitation intensity, AQPS in
the JAR choriocarcinoma cell lines showed positive expression of the green, while in normal trophoblast cells, no green light, but when the
excitation intensity was strengthened, it may still explore AQP8 in normal human villous trophoblast cell expression.(3)The expression of
AQP8mRNA was detected in both cultured normal human trophocyte and JAR cell line.The OD value (0.98 + 0.35) of AQPS in the
experimental group was significantly higher than that (0.32 +0.04) in the control group.Conclusion : Abnormal overexpression of AQP8
will destroy the external water and electrolyte balance of trophoblast cells,which might be one of the reasons for the occurrence of
choriocarcinoma.
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LI1 #wRAMRE WEEFEMER(6~8 F)TALR
PR I IRE W HEAR, A BEFIR 20~35 5, EH
EREERREE, RATARGIIRYY . S THhER¥ELE
ST BT 400 B P2 W 75 NGB0 AR SAEAR .

112 &7 DMEM ¥5R3 K GIBCO A EIF=f; fad liE
(Fetal bovine serum, FBS) AT I Z3E /0 5 7= 5 B E A
2 GIBCO 2 B] = & s DNase 1 A E LY THRA R A ™
i1 ; Percoll 4053 #5347 Pharmacia 23 8 7= & s /N R A 403
FMEMA(CKAEEEA (VO BB TR A S
2 e B AR & X 0 L B R A YA A 7 7= O
AR B RGN ZEISS LSM 510 META,
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12,1 4MIRESR

1211 EW ARBHFAMRGFERIER RS EXE K
HTRAEY BZ2YE, SVBIFR AT RE R BRI IR ] JLAY /N it
B A HEETE R SY o LA 0.25%85E AR M 20 U/ml DNase |
F 37 CAEEIZERMIEAL 5 min, WEALFHLZ 100 BAGENTG
R 085 MBI FSEIE 0.5 ml /DR MIE N 5 m) BLOF
$,1000 r/min .0 5 min, 3 _L7F,DMEM BB ESTRE,
KIEASE R 2 R, 3 KGR BE 1x 108
A fml, BUMEERI AR 2 ml BEINT 35% ~ 45% K EHS
JEH) Percoll 73 B5¥k 2, L4 2 500 t/min 5.0> 20 min, FIR &
MO EERGTEET 50 ml B0 K, DMEM #E 4
1%,1 000 /min &[> 10 min, F 3F, LIS 200 mV/L fG4- 13
100 U/ml KK EE R 25 mmol/L HEPES Hy 585 %! DMEM 3
FMERTUE, HHMREBRIKEIEZE (5~6)x 1054 /ml,
BTEFMIN,TE 37 CHI 5%CO, B HNIESH 1 h 5, %W
BRI R MR SEIE 5%, F LA MR ] R
RE, IR TR 40 I R RE B 90% 2 B AT AT 4%
o THEIE BB T WEMRIE S RAERRA, JFRIEFH
IEH AR MM IE 4.

12.1.2 AZU% JAR vk fEs3E  ASU% JAR 4B RRAE
oA (W B R ERERE LSRR ), 15 73 WL ATCC
ML

1.22 NSRRI i S e R SR I W A B
WM BOTEUAEKIIA IE % ANGRIEFRA A, 1AL R
BN, BEF T BUCHUB A S 24 FLARR, TR
HIEKBREE, HERHA ,4%Z EHBERE 30 min, &
Ho BEREL 5% IR ( Phosphate—buffered—saline ) 5 min, 3 IX,

ST 5 min; 3% AR FEF KT 20 min, LIEERW
B E AR R TS  PBS UE 5 min, 3 3K E ¥ E MM iFHA
W& 37°CEH] 30 min, TEARIR 35 ; 43 B M PBS & & (1:50)
W R E T B B —$0,4 Cab 7 ; PBS ¥ 5 min, 3 ;4
YIEARCHRITILE 166 R TAEBRALEBREEHAE)
37CHFE 30 min; BRI AL YEE(HRP FRICHER P E R
TAFME 37°CIEF 20 min; PBS ¥ 5 min, 3 ¥ ; & RBFRE
(DAB) B 5,8 T, 5 min K 1L B, BEERENAK, ZH
FBER, PRI E A, BT AR B, BT YA B
=EETRS, BLRERAINE BT T WINEHERA
FUORMEETHEL, LIRS IE /T8 0 R , BE DL #E 5~10 4
EAEOLER 0B 1 000 4~ 3% 41 A R A PR M i B, B+
BAEN B ERER
123 R AR LR 7 R AQPS B (ITE E W H 54
AR EMNFEE —HRLEPA AQPS LB
(Santa cruz A8 ), EAF R L,
124 NAGRETCHOGHRER ARG AQP8 TEIEHH
S5YEATRRS  BOTEAE RN, HeH R g
WL ERTHAKER SR M 24 FLR S FA BT K R
B, BUL 23, PBS BV 5 min, 3 K ;4% 2R FEE 4C
B 22 30 min, PBS E¥E 5 min,3 K; A4 HIME,37°CHE
H 1 h; JBERME, A AQP8 BH—#i, &N 4CHE 18
h, PBS ¥ 5 min,3 K; MAZHH,37CHE 1 h,PBS
BRBE 5 min, 3 IRCGEEEERYE ) s A 10 mg/ml DAPL, FIRIFE
3 min, PBS ¥ 5 min,3 K GEEIERIE ) I BB T
MG TG, T IR E RO R ERA,
1.2.5 R RT-PCR £ R KM AQP8 mRNA 7EIEH 4H 55
RAPRRE  BITRIT AQPS 514.

AQP8:5 -TTCATTGGAGATGGGAAGACC-3’,

3’ -TTGAGAAGCAAGGAAGTGGC-5",439 bp;

B —action( N5 ):5’ ~ATCGTGATGGACTCCGGTGAC-3"

3’ —-GCTGATCCACATCTGCTGGGA-5",624 bp

FHH LEAY TREATAR. ¥4KT DMEM F
WAEFBEEFARFAGIE JAR AHEARKEL S
R 70%~80%HF, ) HISAEREAE YR A PR B R4
AL RNA #h3IE7 & (W6701)Hi$R & RNA, #R e RRULE
AT AR 1 pl IE# A S58B40 5 RNA i#4T RT-PCR
(5 B Takara). AQP8 ) PCR KM %18 N R BIA & 50 pl,
94 CHAE: 3 min 1 MER; F 94 CAFME: 355,57CiB A 40,
T2°CHEF 45 5,38 30 MEW, BT 72 CHLEfH 6 min, KNI™
YHRIBTF 4°C, P 1.5%B3EBEBEER K (1 pl/20 m
Goldview % {8,100 V,30 min), 4L T & A T4 5
FAE B BRIk R L Quantity One( 3£ [H Bio-rad 248 )E
RO ARG HT RIS E T, B IE ¥ A MBI
)5 B —actin WS YHGH BRI LB BN IER A
S5 REA Y AQP8 mRNA fHFiEKE,
13 “%itEsr

SRBURTRIIL (2 + ) WIBERFR . PRI 8 e
R H L K5, DL SPSS 11.5 ST K4 AT 204, P<0.05 R
A BEHE
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(# E)8 &80 AZL R (Human papillomavirus , HPV ) 16/18E( HPV16/18E6), FH#AZ D1(CyclinD1 ) i B 5% S 55
(Human telomerase transcriptase, \TERT ) FEME A 21 P (75K, 31T HPV16/18E6 .cyclinD1 .WTERT SMREM K R # UL
EFRIFEM O 42 6, AR g f g LAk il a4 419 HPV16/18E6 . cyclinD1 hWTERT FIFABH . £ R (1)7EMHE
A4, HPV16/18E6 cyclinD1 .hTERT FHEFRKFSF1H 42.9%(18/42) .50.0%(21/42) \83.3%(35/42) , B .2 X FR4H . (2)7E
MR L  HPV16/18E6 il cyclinD1 PHHEFRAREE T 4R8I0 ok B 255 B M Tt . hTERT FHIEFRIAREE T 4038 i 7+
B T SHEEHBTX, SERSERRMERFER, (3)HPVI6/I8E 5 cyclinD1,HPV16/18E 55 hTERT B & HH [MARE LA
%, #it:(1)HPV16/18E6 . cyclinD1 hTERT BT FRiA T B SMR AR R4 R R BAHIC, (2)MEJE  HPV16/18E6 5 cyelinD1,
HPV16/18E6 X5 hTERT Z [A)F] BEFF EAHELAE A, X R ELVE A P 6E S BRI R 4, SX VT RE M HPV16/18 S & A Z ARy

RFRRUEEERE L.
[ 342 JW5% ; HPV 16/18E6; CyclinD1; hTERT; S H 44k 2
[hEBEFEESHS IRT39.65
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IR LA SRR A R ERPE  JE T AQPS FEIEH A R4
A MERRIK, A RT-PCR #AK, EE¥E 55 mH+
¥RME] AQP8 mRNA #IZR5E, H 44 AQPS 7 OD {HH
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HLA SRR A F A He o 1T 2452 B SRS , AQP8 Rk 7
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