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MILE=% PCR £ F T K7 H E A X4 R AR H ey R A

LAY, B, TS, T s, F AR A, Z AL, X B, 5K OK R
A, R EHEERVEFETRFEFNHESHFRERE FEAFRZHRE T AKTHITO, LR F 5 266071; 2. T2
B IHEEEEYERESERELRZE LA E 2% 222005; 3. LK™= K%, LiF 200090)

WE TR E IR (Fenneropenaeus chinensis) WM LRSI B &40 £, R H 3 xt T ES 4, 7 B 4 5 4 %1 4 HO81,
RS0683 #1 RS1101,#4 @ o E X AF W =% PCR R E ¥ Bk R, fEUEA b, 3 — 2R A Kb id 51 ¥ 0 &£ B33 H
R (Genescan) ¥ F FI B M B R @ (9 BB HIF 7 MR RRE R 16 M2 RBMERBT RN, SREH, %
TR AR A DAAE R AT 7 R R R TARAER 16 M2 FRRERNTFRMERUE AN 3L M ERBEE RN TR
MRE R 5, EREBERERRZRENER FRIMMEMIENFT R, ZGERTUHEE XM EBR A LN S
Mr, RRRIEFHMANE, [P BE AR %,2007,14(1) :59—66]

KR M D E; =5 PCR; & N TH ;& E IR ; R R HH
X E %S :1005—8737—(2007)01—0059—08

HE S ES:S966 XELFRIREE A

o [ B %7 9F (Fenneropenaeus chinensis) /&
T RAEE Y B P0G R R R R A A R A Y &
TWRVAFK, (HH 1993 F 58 Kk A K45 1L 54
(WSSV) DAk, Ho A== R 8 A A6 S T B, 18 1) 7 42
Wi B E T AR E RS SR, K, K
RLBREEMNA T L —, BITHIFEA S E KM
2R Y R o) G VR R K R b iR ) R R R 3B UT) A AR
I — AR, F AT B 2K R A ) AR R
FEA 2 MR (DYEFR L, BFERE R
AR 2 BB ARl 5 77 35 () 2 7R IR, Hop g
R zmm DR E,

[ EER=E PR TY g s AW N AW BN
BRI AR 4 B 8 R AL A R, N H R R R
RN EF AR 1X 10730720 g o () 58247
ZR A 52X 1075031y BRI Ay DA Bb A S IR A A
KA MARAE, B AT, 0 o [ A i s 1R KR R iR
IR E A2 I BM, Rk A 2 AN s R B AR iR
77 30, KR X 73 B 0 f R R i, IXFE — 280K
FRIREAEG St O e/ T VA, W R ER H
11 (Hippoglossus hippoglossus)®, K54 (On-
corhnychus spp. )t | & B J 4 (Homarus america-
nus) o TRES, SR F I3 A5 bRl 51 4 kB H A
i (Genescan) T A , K K R 2 & 23 A (S B2, B AT 1A

Y #s B #7:2006—04—06; 1£1T B #3:2006— 06 —20.

SR 8 R VA M T A AN B Y A oS AN [ AR R
VK IR A A 5 R B[R] B R A A K HE . AT
FUAE BT — Rk R A 2 A DR AT R 2
PCR % I H i BOA , AT o B WX R R 1 2 145
BT ST, LU 8 4 R 2 AT KM 1) 23 7 48 B & 32
HERIE S,

1 MRE5FE

1.1 KEaH

AR 5% B o I B S AR R RE 4 2 AN B
D HBEERARETRRN 7 MERBREARACRHZ
MG AEIER L), 35 7 AN HEMEE A 15 A MY
A, FRAME 6~10 15(2)16 MK R 16
A A TR P 16 N BREAR R BA TR FRAME 6
~10 14~,

K Liu S50 0 7%, S B DL B X R A 10 2
4 DNA,DNA K i GeneQuant Pro #% % €
£1% (Pharmaeia Biotech Ltd. ) &,

1.2 A&

1.2.1 SIMEEREXIRIE LRILKRHT 3 X
WD E S, B 5 4 3l 5 HO81, RS0683 #ll
RS1101, F XX 3 5[ HIE B LK 1,

B4 B . Bx BREEELTE (30500378) ; B Z = B AU 5% & &1t 4 863 Tl B (2005AA60310).
EEB M ILAQ963—), B, 85K &, £ B M B 36T 3% % B #J7 1 8F 5. E-mail : kongjie@ sina. com
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% 1 RS1101,.RS0683 0 HO81 =X D ES M EARER
Tab.1 Basic information of three pair primers,RS1101,RS0683 and H081

mE 519 % X Name of primer
Ttem Ho081 RS0683 RS1101
GenBank ¥ it 5 .
] AY13282 AY132811
Accession number of GenBank R 32823 328
Sl VB RF /9
%%1@}(@1}%/C 62 64 52
Optimum anneal temperature
. >
T L b . 194 278 441
Length of DNA fragments amplified
SIF 5 (57 —3%)
1E M Former TGAAACACAT TGACTCACTT GCAGTGGCAG
The  primer se-
X ] Reverse CTTAGAGAGG ATCACACCAA ATTTCCCAC

nnnnnnnn

78 3 X 51 90 0 IE 514 57 s dn e B3Ok AR
id, HO81 1 RS1101 5[ # & 7l #5 id E FAM,
RS0683 51445 ic I HEX, FAM ## & J& 1 LBl
o O HEX B BUR J5 R B O 43 6 (B5 R
(P o B B WO R R, FIE B Ok
B b e T REA BR 4 = 58 i,
1.2.2 =E PCR K[k F 48 0 B 7 5 B AR 8RR
Myk JEITHE PCR 4 &+ 1 Mg?™ .ANTP i 5]
YR E A &, 2L XK A Touch-down PCR 72 J¥
JELRTF THR 1 9 3 A5 A R = F PCR 15
pL KPR R, KR 250010 X Buffer 1.3 pL,
MgCl, (2. 5 mmol/L)1. 0 L ,dNTP(2. 5 mmol/L)
1.0 uL, RS1101 I RS0683 5147 (I, &) % 0.25
pL, HO81 514 (IE, &) 1.0 uL (514K B354 20
pmol/uL) ,DNA ##% 1.5 pL(50 ng/uL),ddH,O
7.0 pL,0. 2 uL Tag K58 (G U/pl), PCR K
7 PTC-200 PCR # % {X (M] Research) L #4174~
.94 CHIAZY 5 min J5HATHH 1.94 CEH
40 5,66 ‘CiB X1 min, 72 “C #E{# 1 min, L 1EH 6
W BEJE BEAT IR IR 2,94 C A 40 s, 66 CIiE K
1 min, B K\ EEFENMEARFEA 0.5 °C,72 CEA 1
min, fH A BEAT 12 R FBEATIE 3 3.94 CAE 1 40 s,
60 ‘Ci *k 1 min, 72 ‘C Lt 1 min, FEFH 14 K,
)5 72 ‘CH#EAH 10 min,4 “CIRTEIF 4 RIEF,

PCR 7214 8% 7% 1t 2 TR I ok A vk Je FEL 9k 0 B9
JE R FAMB RO HiEErE R, KR TIRE
FIHR AR BEIKE G,
1.2.3 E R 134 27 (Genescan) F H % K Frid
1519, %M 15 uL RN AEFRIRG =% PCR M9 4
FEYL AL LS uL WS 9wl AR AR R (R
: IR GeneScan™-500 LIZ Size Standard =8 : 1)

AT E G, 7 PCR ¥ G R #F 95 C& 1 5
min, &5 W 5 I I TR OK IR & ) A E, b B gF
J& AR =4 AT 3 700 9l /7 (X (Applied Biosys-
tems, ABLEZEE N HEYWRF AT, MAHELFH
Genescan H & & Gene Maper (3. 0) ¥ 1 #F 17 3%
RaHr,

2 FRESH

2.1 =IE PCR R#IE

15 uL = PCR X MAA R 4k i 45 R W
Bl 1, B o i 4 0 8 Yo % Wk 5 TR O ok e Tt e #L vk
W, H A 19~21 X 3 M7 E A 8 & R, 21
B, B e A EA R R A,

FMAEXAMERE X R B #4785, [ R
BITREMERAMSE R, wE 2 Fra, BHm
HO081 345+ & #7124 132 bp, RS1101 X [ [ 1
K25 444 bp, 8] RS0683 7 A1 b N7 K7 V& & 43 5l
253 bp(Z D 1 263 bp () , & B % A7 27 2 HH
ARG ER AR E T,
2.2 ¥RBRENRERXS

MG EREE, LRBT 62 N HEH T AR
THEKKERARER, HPRXBERETFHNRR
HHEIABTHR 1 AT 3 AN MR A TR
FEAET 3SARRIBEE R, K ERBRE RN 2
M EFBRERNAE, & FRBEXRIERAR S
RZRILK2, w581 HNERABEXRZF I EE 20
PR 10 N FAREFAT]FR 3, AWK 3 F AL
EH, TARAMEER AR TIEA B A% a1
Yok, HABAL 538 75 A 58 A% 3 R B ) A R AR 4y
B, AT FRANSBERZ, ERAE ——7
HHAR R PR B ARERE A,
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M 1 2 3 4 5 7 8 9 10 11 12 13 14 15 16 17 18 19 20 21 22
e g =

6
= - ——

'

A
- - = -

1 =2 PCRLFFILEL R
£ : M &y Marker DL2000, £ 3% 7 3k M L 3| 7 43 31 & 7x 500 bp 1 250 bp;1.2 1 3 43 3l 5 RS1101,RS0683 F1 H081
BT AR 4 N 1A PCR 5 % (10 X Bufferl. 3 pL,MgClz1. 0 yL,dNTP1. 0 uL,RS1101 .RS0683
1 HO81 IE. R M3 4% 0.5 uL,DNA 4 1.5 pL,ddHz0 7.0 pL,0. 2 pL Tag &8 ;5.6 F1 7 5 3 4 Buffer
B BE $8,9.,10 A 11 4 A 4 MgClo # /% ;12,13,14 A1 15 73 dNTP 65 ;16 £ 22 B A 51 EF B, B 21 97
o5 R 47, BIES B 5 RS1101 F1 RS0683 1E 5 1 51414 0. 25 pL,HO81 IEK M 51 & A 1. 0 uL; /A 4 i 34 53k
T3 ML AT AR,
Fig. 1 Amplified results of triplex PCR according to screened frame

Note:M is Marker DL2000,and the arrows in the left show respectively 500 bp and 250 bp from the top down;1,2
and 3 are single amplified results of primers RS1101,RS0683 and H081, respectively; 4 is designated as basic ampli-
fication system(10 X Buffer 1. 3 uL,MgCl; 1. 0 uL,dNTP 1. 0 uL,0. 5 pL of each forward or reverse primer,1. 5 uL.
template DNA,7 pL ddH20,0. 2 uL Tag Polymerase(1 U)) ;5,6 and 7 show the different gradient Buffer;8,9,10
and 11 show MgCl; gradient;12,13,14 and 15 show dNTP gradient;16 to 22 show the concentration gradient of
primers among which the results of 21 look the best,and the dosages of each forward and each reverse primer are

both 0. 25 uL for RS1101 and RS0683 and 1. 0 pL for HO81,respectively.

11000 |-
2 10000 [
S 9000 F
E "
= 8000
=1 -
5 7000
2 i
S 6000
5 B
£ 5000
B 4000 k
E-E‘( -
= 30000
#2000 e, W
e | =t
1000 § —_ . i TR SR o R e A
o
HO81 RS0683 RS1101

Fr Bt E/bp Fragment length

2 =7 PCR Genescan % K #
Fig. 2 Genescan results of the triplex PCR
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Tab.2 Genotypes of males and females in half-sibs
LA Male Ho81 RS0683 RS1101 £ Female Ho81 RS0683 RS1101
L2520 $£G20 207/250 263/263 410/446
1. 2 RHY5 208/212 253/277 420/446
g / / / 24339 G339 198/201 263/307 420/452
L4329 G329 202/258 253/271 421/446
2. 4 SKF2 207/229 263/271 410/412
g / / / 24313 G313 203/203 249/253 446/446
459 $G59 202/211 253/283 444/466
. 4 RHY4 — 257/277 420/452
3. 8 57/ /45 462 $G62 203/218 257/257 446/446
43 2G3 - 273/273 442/452
4. # RHY?2 203/203 263/297 446/446 897 $G97 207/209 249/253 412/420
2451 $£G51 204/220 257/289 420/452
412 $Gl12 - 277/301 420/420
. 4 RHY 211/230 257/2 412/420
5. 8 3 /28 57/263 / £ 4323 $G323 205/208 257/283 412/420
. 25100 7 30 0 205/214 263/2 420/420
6. & & _ 267/299 420/452 £ 4305 $G305 5/ 63/263 /
2 G100 L4598 £GI98 199/205 257/257 420/446
7. £ 4 30 4 202/21 263/291 412/44
& %% 309 263/263 444/444 2463 $G63 /218 63/29 /446
2 G309 418 $£G18 199/220 277/277 412/446

E 2 R100 AR 20 FWH LB EXITMES, HF R R P HARBEE £ GL00 A $G20.

Note:“ £ G100” and “$ G20” et al are the codes of shrimp samples used in our research,and the same as the following tables.

£3 FBRWREZFRIMEHWERR
Tab.3 Genotypes of offspring in Parentage 3 G20

fir £ 4% 20 FAEEF A Genotype of $ G20 offspring

Locus 1 2 3 4 5 6 7 8 9 10

HO81 208/250  208/250  208/207 - 208/250  212/207  212/250 208/207 212/250  212/207
RS0683 253/263  277/263  277/263  253/263  277/263  277/263  253/263 - 253/263  277/263
RSII0I 446/446 - 410/446  410/446  420/410 - 420/410  410/446  420/410  446/446

BEEANKR 6~10 N FASLFR M LA EREA
TR 50, I =8 PCR /] LLX 4 7 42K ] i 5%
F AR Z2 9 AN A RE A (8] 1 AN 48, IR 100%
W F MK R 1 2 RHY5) fll 2( 2 SKF2) #
HO081,RS0683 1 RS1101 3 M7 A1 [ A9 3£ DAY & A
FATR], HFARA R EIX 3 AN A Bk 3 52 4R A,
FITZEE R E & 1 2 RHYS5) W &R 2 A4 6 i
FERT, BTEA QL 20 1§ 4 339 A3 H A B R
7 RS0683 f7 st 1 A>3 [Fl B9 55 £ 2 K (263 bp) , 1H
76 HO81 #1 RS1101 fif £ 45 A #8 [, # 58 & 1) LA X
FENFRANE, 540,76 HO81 i B EAL A |,
2 RHY4(3), & ££100(6), & £ 309(7) . ¥4 3. %
SF 12 WA 15 AR N (0 5 R A
2.3 2RBREZEHNEXS

R RERAT TGO FERE RZLA 16 4,
BALE 3 AL A A AR 4 iR,

WL EAFFR 6~10 NS REA S F A1)
30T, Bk = PCR "] DLIX 73 B 1 16 A4 Al fg &%
RITFARAR, RHI R KA 100%, RE 7 F LAy
BEEA S, I AEFRE R L(REEAN 4 93) MR A
4 4 76 7F HO81 fr Sl H 19 BB AR F A R
By, {H R I B A B HO81 £ & Ll ) RS0683 FlI
RS1101 514747 £ 19 5 (R AL A, AT DL H 7 A R 3L Ay
ZEMNTFRELER ST,

UL MR ERE LR AR 15 A
EFEMEERMU LM 16 MEFRBER ARG,
31 ANAERIBE R, TE 3 A AL AL S b Al [ £ 7T
DR eI FARM SRRk, 75X 34504,
T8 R B 32, RS1101 A7 A B 25 47 3 B 3 H 3¢
by HE 6 4, {H RS0683 M 3K £ 15 24 4,
HO81 5[ £ F 24 4, BR T EMKAEE R
MR R AA R EE
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4 2FRERFHEFRR
Tab.4 Genotypes of males and females in full-sibs

£ Female Ho081 RS0683 RS1101 LA Male Ho81 RS0683 RS1101
1. $4¢93 2576
202/214 277/277 446/446 — 257/337 420/420
2G93 & G76
2. $ %56 & #7328
212/264 257/257 446/446 221/224 303/303
2 G56 2 G328
3. $4k2
2G2 199/210 263/263 446/452 2 SKC6 — 271/307 420/446
4. £ 104 2 F 2
188/208 249/333 446/446 — 273/273 420/446
2 B104 4 RS2
5. $4 71 4t 338
202/202 283/283 — é — 263/337 —
2G71 2 G338
6. 31 178 2892
— 293/293 — — 257/329 420/452
$B178 2 G92
7. $ % 319
— 263/273 452/452 2 RHY1 183/199 273/279 446/446
£ G319
8. 479
— 253/253 446/452 2 SKF1 263/287 420/452
£ G79
9. $%4 324
201/204 263/267 444/444 2 35968 188/204 263/271 452/452
2 G324
10. ¥ 136 L ET8
— 253/253 — — 323/329 412/416
£ B136 2 G78
11. $4 15 & %% 311
215/223 227/227 410/446 — 251/291 412/412
£ G15 2 G311
12. %%k 316 2534
— 263/263 — 189/202 263/267 412/446
£ G316 2 G34
13. 9470
— 293/303 412/446 2 SKC7 190/202 273/279 420/452
£ G70
14. $417 211
— 277/277 210/220 235/277 446/446
£ G17 2 Gl11
15. %45 4425
— 257/337 446/446 — 257/283 420/446
2G5 & G25
16. § 4% 325 2543
199/203 257/283 420/420 176/209 253/271 446/446
£ G325 & G43
2.4 WHEELSTE=E PCRFEZRRIEEN FEAMERBERZ)UE 3 MM T EN S8-S0 ER

U EX R FBAN R R R R AR ER -, B R 26, BE— 20 ) A s 2 25 PR A 26 98 ) 7 “ Sima-
8 1 AN MR RS KM Cervus (Version lation” Btk tF HE B 3 N D E N AR &R iR JI B
2. 0,written by Triston)™ X} {T & F A 4 17 & 77, 3 ¥5 L 7F “Parentage analysis” £ Bt 1 XF 2% & Al
AT R REA, BRI F o8 A R 8 CRLAE - A g BEATFRA R BRI E BEAT B AR, & RK
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B IEE R R R E 7 AR 15 A B A4y SE L
CRAFATHAEE LR, RN R AT
RAEHATERKEL 2RI K R 16 LA
A — R AE O SE U BEA, B[R] A T DL AR i — A
THREFHEMBHRR,

3.1 EFFHESEPCREAEDEAIIREFR H
B K2 R

Z & PCRIEX R Blah RO NHE N2,
WERENIMA 4 AR I 10 AN/ RIEAS
ah RHEAT T H G £ E PCR BT fEK =3, 22
RS AR g PR £ E PCR B A X R 5
(Halioti srubra) PRI B EAM ST THE, &
Ly DR AT R A 2 A R E I XA D E 51
RIAE, B —H2ESHERESER S, A UM
T b [ b R 8 A 22 AR PR AT SR A R T

IR R 8 HIL 1) 2 T i T P G P VK 7 v AT A
FE— Rt o i B A AR IE B B R E R, E A
JREAR T R AS A R R 28 2 (] f BU A A AR A, 1K 45 K &
LR 20 B A 6] 5K R AN 1 TA) 10 2 PR 28 22 /e e ok T I
M, FH A 1 Genescan 2 K143 4 Th fig 7T LA
FE R I — PR HE , BE AR E TR AT A0 & AN AN I D8 A,
HEREHEF-MHEMZERB TSP K, RIEX
T AR I i 5 )t 3 1 2R P e T A e F Uk AN
BE 70 ik HH oK 1) 55 A7 JE B AL 45, I RS0683 A7 38 1T
8 Yo A 1 2 T A4 1 Ji g JX PR DK 7E 20 Ao [ B 0 AR
(F. chinensis) MBI 2] 12 A 2547 K FJ}OT W
TEASEG A LR BB WA 3T 24 A, "R
Genescan 370 1 £ AR G A I tH 3 22 T 3% 38 2 1
T TR I T P G LK R S5 7 B R 3 E

F % e brac i 2 & PCR 3 N 4 £ R ik v]
DLSEILEE AR AL L B Bk, RN R &4 LR RS
AP, B — kAT LLR B R £ BT 400 AN A 5
(173 B o 5 ELAE 10 AN/ 78 25 5 7T BA 78 s B AR 3
ByE oy i g A AR, DR e 7E R W K 7= 3h oK & AR
MMEN B RIS, EE o, EERE
IR ERN B EEER, X85 PCR &HH MY
SRR, DL R R BOR AR B AT R AR AE TR
fior B PR S5 g 15 RDeT
3.2 WIEEAKRRRINPEAREN

TR R — A B 3 G 0 s AE ARl , BRI T AE 1
BEREAL EAEATAL fU I B 4G B SRS IR A S

BRI R, HER M SEAFESLERSSMA
B2 B AR, BRI R A A R AR R R Al — 28
FEEM Y Thrid, EMEERMNTT L0 Lo s A4
iR 5] (Individual identification) fl & & % € (Par-
entage verification)2 4~ 2 ¥RUST i 47 &R 5 B8 1 —
& H AN 47 51 /7 (Discrimination Power, DP) Fl1 JE A2
HEFR R (EPP) X 2 M &0,
HTAARERAMTEMNSEEHRITT KE
BIF & T A€, BT 7E 2 & PCR 4 W H#1T T ##
HOREW I, FimAEEES% i) £ E PCR
£ BT 20k 16 AN, (BARXT T 7K 7= ) 47 o [E B
MIFM S, T HEFRHAEHFAMYTEFLEE N
HHF SR A T2 0 B B, AA B R R IR T 1R
K e, Wit ALim A H =% PCR £ Rt
TRAVINHA R RKE, M LE S Fhaidfed
ERNIRFZRANFHFERERANNHANE., &0 L,
FEAMA AR A2 F R A, 1A R A
XA 1A LA A KA E, 100 MK R 2 ]
PIF= A FARER M E E 8 400 4, B2 A E &%
BN 952 I, BT 7l K JE R A # H 25 400X 95 % =380
Fh T AH B 04l A B 380 i I BRI A 1) S5 A 2 R
HEHHFE n:n(n+1)/2=380,n~27, KI5 T
1INMAEFITASEMERNMTIERAT S, AHE
KRR DR AR 27/T~4 4>, B TTIER 2
v B o S5 7 B R A0 B Ak o 1) 90 AR A 2R A AR R, 7
Z RGN B RRF E RGN T, L E DT X
NHH, B FREE R ESE — D g L hn N A
SRR ESIRth RS SPN Rt 7R o R iy v e s U s R
A B NG A — I A ST 1 A0 2 AL A% B T A 1 )
B, EFERR R RN G, 5 A TR AL Al —iE
7 B8 AL 57 AR R B 3 AT LAIA B 0. 9901, King &)
AA 12 M T EA R T 29 AR b € fi £
B AR, A Hb 2 43 A7 1) A FE AT LA 100 % B9 BEAT %6 1),
B 83 % MIA-f my LLE B I E £ B AT YR, EE A
R A A 53 B, 4620 [F] B 5K R A0 4 |l i 2K 3R 40 AR
R BEWACREA B F AR B — A AR 0 i 2 DR B gt 47
KRBT, G T LB BB SN FRER,

SE
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Parentage identification of Chinese shrimp( Fenneropenaeus chinensis ) using mi-
crosatellite-based triplex PCR Genescan technology

KONG Jie! ,GAO Huan?,YU Fei® , LUO Kun® ,MENG Xian-hong',LIU Ping' ,ZHANG Tian-shi’

(1. Key Laboratory for Sustainable Utilization of Marine Fisheries Resources, Ministry of Agriculture, Yellow Sea Fisheries Re-
search Institute, Chinese Academy of Fishery Sciences, Qingdao 266071, China; 2. Jiangsu Key Laboratory of Marine Biotech-
nology, Huaihai Institute of Technology, Lianyungang 222005, China; 3. Shanghai Fisheries University, Shanghai 200090, Chi-

na)

Abstract:In 2005, we developed many full- and half-sibs of Chinese shrimp (Fenneropenaeus chinen-
sis). In order to perform the genetic breeding program of Chinese shrimp,the offspring from deferent
parentages were needed to cultivate together. Here, the problem is how to distinguish the offspring be-
longing to each parentage from each other. We attempted to use microsatellite molecular markers to re-
solve it.

Through developing the microsatellite primers from the random genome sequences of F. chinen-
sis,we obtained some microsatellite markers with rich genetic polymorphic information,in which three
markers, RS1101,RS0683 and HO081 were selected to establish a triplex PCR technique using a touch-
down PCR method. The expected bands of three markers were clearly presented in the 8% denature
polyacrylamide gel by electrophoresing,and the optimal amplified PCR reaction volume was 15 L con-
taining 10X Buffer 1. 3 4L, MgCl, (2. 5 mmol/L)1. 0 uL,dNTP1.0 xL(2.5 mmol/L),0.5 uL of each
forward or reverse primer (20 pmol/uyL),1.5 uL template DNA(50ng/uL),7 yL ddH,O and 0.2 yL
Taq Polymerase(1 U). Furthermore, the amplification products of trilex PCR were analyzed using ABI
3 700 Prism Genetic Analyzer and GeneScan 4.0 software (Perkin Elmer Applied Biosystems) , and
Gene Maper3. 0 software. In seven half-sibs and sixteen full-sibs, 6,24 and 24 alleles were found on the
RS1101,RS0683 and HO81 loci, respectively. By the comparative analysis on genotypes between par-
ents and offspring,the results showed that the offspring of seven half-sibs and sixteen full-sibs could
be identified from each other. Additionally, by the help of Cervus bio-soft (Version 2. 0, written by
Triston) ,any offspring cultivated together could be found which parentage they belong to. So, the trip-
lex PCR is a useful tool for the parentage identification of Chinese shrimps. [Journal of Fishery Sci-
ences of China,2007,14(1):59—66]
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