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PCR-RFLP F1 PCR-SSCP /3 &% 5845 FIEFS T
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(RN E 2B A arRF 22 B, WL 48 BE 2 G 2 A SIS B st g by,
2 VRN EE 2 BE Bt B 28 — BE B AR AH EE 2 b IR 325035)

WE A TARNEKTEAT mtATPase6 B R K, KA PCR F iy 3 T 17 65545 F &
mtDNA 8 602~9 416 X 3% 815 bp B &9 A £, /i Mspl #= Haelll F& 4| v: A nBaBatn, o 7| % 37 A5 48 5
Bk, AR Bk A MR 2 S (SSCP) R B RE. fhikth 3B REARA, B0 A
INR B AL E AR B MR, 4R ET 17 HIAFKA23Y 3% mtDNA 8 602~9 416 #9 815 bp B 69 A
X, PCR = #4 Mspl Ik 4|1 A bnBeBa ) )5 ok 4k R 5 8145 4 7| R Bs B 48 —2 . PCR ~4 %4
Haelll B0, A MBtle s ook B 36 £ b ok sh 69 %%, /£ 17 B13545 F 2 F 2k ihik ok 2 486
A B FFARA. PCR-Haelll B4 = #64 SSCP &k B i 54745 % R 7, /&£ PCR-RFLP(Haelll) %,
KEEEFH 1S PIBETFEARATHEE 1 OFF. AT EEBETEETAAT Hikd
mtATPase6 2 B R % 3 41(3/17, 17.7%). 3 B0 F 45 R L I A8701G. C8943T. C8964T. T8I66C.
G9053A. C9060A. C9075T. A9120G. C9296T & 9N ER K, 3+ A8701G. T8966C. G9053A

EAREABIARE, ARHAHRLRE.

Lk R, 54T EH T mtATPase6 KA B A £

5 R E &, PCR-RFLP #2 PCR-SSCP # & %, ik . R #biH it mtATPase6 B R 3,

KHEia

VT AE RANFUE 2 BB, #1995 F 5
PABALRNKAETER R K E (WHOMRP) [ 4t 12
BoR, 2R REEIE 6 000~8 000 J75t. {XLE
EHE, 1995 F5if 670 Hid & T KA ZEAREN,

Hirsh®$ 18, £ ARZH)RIGHH —F 2 E A 5
RS T i S S T RERSE RS 5 2. Toppari 25014
18, BRI AR YE T 10 4F B MR TIRE R %, K1
EEN I FEASTAL, BUFR—RAEF I F . Petrelli
%54 Hanke %501, Sallmen 25613R ¥ Bfi & T 53 1) %
RN TFRE. 85 23 T W,

BUHABRRARLZ, BT RERTRHPEE
JRRZ—, ¥ FiEsh ) REER 7R EN — I EE
¥R, ATP X FIE sl E B ERIE. BTNk
R T HILRE 0, mtATPase6 % K 4w il £k R AA % AL
BEER 1L ATP Bl 2 &A1 5HE 6 W 84T, B 5ERIK R AL
B, ITHEK, mtDNA REME A BHEARE
AR SR B 5 R AT 267, Kao 7K I mtDNA
4 977 bp Bk 7 345 bp HLKFI 7 599 bp FK 5K
THESIEBRE XK. HERAERSRT 5 FIE
BN SRR MFFURIR /D W, T mtATPase6 FE K] . 584

59K F4E; mtATPase6; % 4%; PCR-RFLP; PCR-SSCP

5558 FIEM R R E D W, ASCH LR 10
T 17 H155K FA5 A mtDNA 8 602~9 416 [X 1(FE
7% mtATPase6 F& K] i 4 K384 B B s R AR .

1 Rl A
1.1 ARIR

S9KE T REXGWRAR A K B AR B J B= Bt A FE B 27
by, #it R P AR ZU(WHO) RS S Bibr e, BBV
FIEsN KT (a $<25 % B a+b <50 %)% 17 4,
BEERIR LA L, FIBERERBIRA, 37 CH1£20~30
min.
1.2 FERXH

PCR ¥ 85| ik ¥ SCR vt  BiiFs |4 T
mtDNA ¥] 8 602~8 621, J+51]°4 5'-TTTCCCCCTCT-
ATTGATCCC-3'; 5|94 T mtDNA ] 9 397~
9 416, £k 5'-GTGGCCTTGGTATGTGCTTT-3',
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4 4% PCR-RFLP 1 PCR-SSCP J774%1 5555 TiEAE T mtATPase6 3 K 5845 (46 577

3 it
L SHE L 22 (KIE4-E BRS 105 30 i TR T 4%

R A AR (LI A . SR RRE R Gt T e
MEABEER 1L ATP B 4 N E AR 0 7 WAL, 1X 48
BRI K AL ] fig T UK 7 E AL BERR 10 D) RE = F =
BEA AR, I FBOE 1537 J) K. Ruiz-Pesini %
WIS 4 T AT AT A N R A R AR SRA R SE
BRI FERAA B RER, 45 R Bn B HE A
KRB NKE T ENBERR I Th e B3 o T 2R,
MmAEA T BRI NN F ARG I RE D
FCT HABSRL, T IRHIE A e K LB V) & L
AR, KMAATRGETE T 805 2L ok il 21
mtATPase6 K []5¢4F . Holyoake UK I 2 &
W ILIZRAE 9 055 F1 11 719 ZTEARIES W T A4
FRETE . Pl b ph I R 5 2 0 U 2 4w iy
ST R A B TV BT P 2 L A 5 [R] 5 3R () 4G U 3
SSAETFIE R AR R AA EENE .

AT 4TI 17 BAR A, KA PCR-RFLP il
T2 BB K AR A, UREARRY) A B AR T &
(B 3)e X2 GIRIIP AR, AR 2 K AN 1)
JEBIEAN 1 BI(WZSD74)[) 1 4~ fi58 48 C9296T T2
Haelll (R FIREREUIAL S 0 &k, =42 vk o,
RRAALIAY & Haelll BEVINL . 7RSI 4
R RIEF DAL AU RPE AR . AT T4 WZSD70
Pt D7) B K L o 7 A Y 22 S T e R BV S5 EY
SRR, (HIH 54 DNA 1 H ] A 1k ) G % 70
JF PR R K. PCR-SSCP 242K 411 DNA
SRR [P Ta] LRI K 7 v 2 —, (B IZIEPCRF= A
—RRERAE 400 bp 2, AT PCR 484 1) v Br K &
4 815 bp, i 400 bp, KULFEAINH T PCR- [RH
g -SSCP J73%, S5 RASIH T 2 B 7 &1 (B 4), 1R
P A vk 4% 5 04 B AN T 8 B8 U AT 88 4 AT
WZSD74 Fl WZSD79 brAs 5 4 Q@M= vl g
ST 8 602~8 839 5L 9 027~9 267 IX [H] FI B L 53 4%,
25 BAE mtDNA 8 602~8 839 [X B¢ {Y WZSD74 ¥x
AR ABTOLG HIEAR, % 5EAF A HE A& F B SSCP H
T R 4O L R R (B 4). WZSD79 b

745 BAE 8 602~8 839 X BN R KBILFERZRAR, M
£ 9 027~9 267 X Bt AL T 1 M7 kL G90S3A HIFR
B, ERAB R R KR E AT OB 4) P AR
Bl 515 WZSD74 KA 5 4 QW] g & C9296T
RAAE Haelll BRHIBERE V)AL 2 R RIS . R
L H#EW A SE, FATTIA s PCR-RFLP fi1 PCR- [ i -
SSCP i —Fhidj . Phidl. REUWIFIEEE R
mtATPase6 J K 52747 55 55 % 15 A9 AH X I
FUARIE LR /> W, Thangaraj %5004 —FKIE8) 1k
F B B X mtATPase6 3 K FFA i £ 10 428
BRI, H+ A8678C Fil A8860G 15845 kX
KA, MAE MR TRAE RIS, 5 X
SEAR ] BE 0T AR [ T ) A5 T 4 R R T B i R T .
Thangaraj 55 I 7T 45 RANIAT TR 3 6195 ¥ T HERS
mtATPase6 /7 (1) &5 KA 7R 7 2o b Al et
PRAN A BE 22 1) U 5EAR, IX AL 2 SEAR T RE MRS T4 30
1A R, WA RE S5 HEFIE3) ) 6%, FHRYE Holyoake
SN T 45 SR, HEMDX L AR ] REE B 5 H
AT s SRS A RS AR AR AR e K T Y& B 1. 7
BATI P50 78 3B 5K FAEARAH I T 9 /ML
AT 4 (b 8 M7 s R AR AL T mtATPase6), 1
X9 MERHY, A S M EARRNRE, F3
AN SRR ok SRR, IX 3 AV AR TESS
BFRERRAETIRERRE N, HET S FEN
KA 15 FHOE — P a5
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Detection of mtATPase6 Point Mutation on Asthenospermia by
PCR-RFLP and PCR-SSCP

Long-Jin Jin*, Chun-Ling Zhang, Zhe-Feng Lou!, Li-Ya Zhang?, Lin-Li Chen, Wei Li, Jian-Xin Lu
(College of Life Sciences, Key Research Laboratory for Medical Genetics of Zhejiang; ' Central Laboratory of Biology;
2Reproductive Medicine Center, First Affiliated Hospital; Wenzhou Medical College, Wenzhou 325035, China)

Abstract The aim of the research is to detect the relativity between mtATPase6 point mutation in sperms
and asthenospermia. The 815 bp fragment of mtDNA 8 602-9 416 was amplified by PCR for 17 asthenospermia
cases. Detection of mutation was performed using PCR-RFLP (restriction fragment length polymorphism) with
restriction enzymes Mspl or Haelll and PCR-SSCP (single strand conformation polymorphism) analysis. Three
mutant cases were detected and confirmed by DNA sequencing with their mutant sites. The result of PCR-RFLP
with Mspl is consistent with the forecasted restriction map in all 17 cases. But 3 cases with mutations were detected
by PCR-RFLP with Haelll and PCR-SSCP. There are several types of mtATPase6 point mutations: A8701G, C8943T,
C8964T, T8966C, G9053A, CI9060A, C9075T, A9120G and C9296T. Three of them (A8701G, T89I66C, G9053A)
were missense mutation. There is higher mutation rate of mtDNAase6 in asthenospermia sperms. PCR-RFLP and
PCR-SSCP are two simple and quick methods for detecting gene mutation.
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