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(D9 ; 200M L 3
,Sau3A | Hha | Taqg DNA ,ONTP, h, 100 % ,0.1 3 mol/L NaAc
T4 DNA (pH 5.2) , 10 min, 5
25 80 %, min, , 70 % , ,
12 h. 100uL TE
67 g, 5.39, 42.44q, 9.24g, PCR: 10uL , 50pL
15.9 g, 40 g, 4.5mL, 920 PCR, :95 5 min 94
mL . 30s,56 1 min,72 2 min 35 72
- yw (Bloomington stock 6599) ,w[67c23] P 10 min. PCR ( 1
{w[ + mC] = lacW} Tisl1l[ G0124]/ FM7c(Bloomington stock (3) RNA
11915) ,y[1]w[67c23] P{w[ + mC] y[ + mDint2] = EPgy2}
Tisll[ EY09107] (Bloomington stock 19949) , FM6,y[1] dm , 1 m’L Trizol , , 5 min,
[+] w[1]/ Dp(1;Y) y[ + ] (Bloomington stock 4327) , yw; ry Trizol 0.2 mL ’ 15s, s 3
[506] Sb[1] P{ry[ +] = delt2-3} 99B/ TM6 (Bloomington min. 12 000 g 4 15 min |
stock 3664) . _
PCR : ’ ve ) V(, )=
Tisl1F: 5-CA GGTGGCACCTCTACCAGTCGAGTTTG 24 1, 11000 g 4 S min, '
CAGZ Trizol 0.5 mL , ,
TislIR: 5-GAGAA GGTGCACA GCGTAAGGGAGCG 19 min,11000 g4 10 min,
GATGCZ : RNA : , 5% ,  RNA
Tisl1F3:5- GTCGGCTTCTCCGTTTTCA GGCTGA-3 ; 5 10 min, RNA RNA.
TislIR3: 5-CTACAGGAATTGCAGAAGGCTTTCT-
TCG3 ; 2
TisllF1: 5-ATGTCTGCTGATATTCTGCA GAAATG
- 2.1 P
Tisl1F2:5-CA GTCTGGT GACCA TCACCGA GAAG3 ; Tisl1 : P
Tisl1R1:5- GTCCGA TCCTGTGCTCATGCTCAG3 | Tisll : ' http://
Placl:5-CACCCAA GGCTCTGCTCCCACAAT-3 ; www.flybase. org/ Tisll :
Pry2:5-CTTGCCGACGGGACCACCTTATGTTATT-3. 12 P Tisll
1.2 P http ://flypush. imgen. bcm.
(1) DNA tmc. edu/ pscreen/ , P
10 eppendorf , m;al . &fgzal .
200M L A (100 mmol/L Tris HCl pH 7.5,100 [ GenomicDNA [ Peement ] Genomio DNA ]
mmol/L EDTA ,100 mmol/L NaCl ,0.5% SDS) , F |Hha 1
, 65 30 min, [GeomicDNA | [ TZ] [(GenomicDNA |
400 L LiCl/ KAc (1.4 mol/L KAc,4.3 I3 [GewmcDNA ]
mol/L Licl), | 10 mn
15 min, 500u L , .
; ) 15 min, { ‘
,70 % , 5 10 min,

500 L TE(10 mmol/L TrisCl pH 8.0,1
mmol/L EDTA)
(2) PCR(Inverse PCR)
20U L DNA Sau3A |
Hha | 3 h,65 20 min, b5ML
0.8% ,
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Fig.2 Identification of P-element inserted site and direction

5 G0124 3

2659762

L Genomic DNA

Genomic DNA ]

deleted G0124 3’ flanking sequence
12554308 CCTTGGCGTGTCTGTAGTTCTCTCTGCC
ACCCTCTCTTTTTGAACGCTCTCTTG

3 P 0124 3
12554308 12659762
Fig.3 3 flanking sequences of P-element (0124

5 3 P . , , 2
flybase Blast , P pry2 TisllR, PCR ,
, 3 P 0124 5 3
, Q0124 P ( 2A). 2D 1
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1 ,EY09107 2 , , P 10 kb,
1 3 3 kb ,B G00309 EY09107 DNA PCR 4 kb
500 bp( 2A). Bloomington 2 TisllF3 Placl, 3
11915 19949  12482. pry2 Tisl1R3, DNA
Bloomington , , P EY091075 3
DNA PCR , P )
, P . 2.2 P @124 3
2C , 1 Tisl1F Placl PCR P 0124 Tisll 1
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YIWETC23IP(WHEY09107$ X yw/Y; A2-3, SITM6B,Ubx & : , P EY09107,
FM6 F2 FM6
y[1Iw[67c231P{w+}EY09107/Y; +/ A2-3,5b & X FM6/FM6 % 4327 ’ 1 F2
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/ ;1 1 : 700
Ex{P}/FM6$ X FM6/Y & , F3 PCR
700 , 279 306
PCR screening and phenotype characterization o PCR ’
4 ( 5), 279 306 1
Fig.4 Crossng schemes : Tisll
, 279 yw 19949 RNA RT-
, 1 1000 bp , Q0124 PCR, ( 6). 6 ,
Tisll EY09107 . Tisl1F1 Tisll1R1 PCR ,279 . YW
Q0124 3 . 19949 ,  TisllF2 Tisl1R1 PCR 3
PCR 3 , , 279
. G124 3 Tisll 2 :
105 kb , 3 . mMRNA. Tisll
6 , P
G0124 3
2.3
P , Tisll ,
, 19949 .4 ,
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, P EY09107 A2-3 P ) ,
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Deleted P-element
sequence  sequence

| Genomic DNA. ] Genomic DNA ]

12553469 12557442
ACGGGA GGCCAAATGCCGTTCACCAAAAAGCATATATGACGTGGGCATTTTTCGGCTGACTCGCGGC

TGGTCACACTGCCGGGCAACCGAATCGAAAAAACGGCGATTCGACATTTTTGT GCGA GT(12553469)
(P-element sequence)
CATGATGAAATAACATAAGGTGGTCCCGTCGA TAGCCGAAGCTTACCGAAGTATACACTTAAATTCAG
TGCACGTTTGCTTGTTGAGAGGAAAGGTTGTGTGCGGACGAATTTTTTTTTGAAAACCGGTGATAGAGC
CTGAACCAGAAAAGATAAAAGAAGGCTATACCAGTGGGAGTACACAAACAGAGTAAGTTTGAATAGT
AAAAAAAATCATTTATGTAAACAATAACGTGACTGTGCGTTAGGTCCTGTTCATTGGTACCCTCGAGGT
CGACCTGCAGCCAAGCTTATGAGTTAATTCAAACCCCACGGACATGCTAAGGGTTAATCAACAATCA
TATCGCTGTCTCACTCAGACTCAATACGACACTCAGAATACTATTCCTTTCACTCGCACTTATTGCAAG
CATACGTTAAGTGGATGTCTCTTGCCGACGGGACCACCTTATGTTATTTCATCATG
(12557442) ATCCGGCCGTTTCCCCCGGCCCGCTGTCA GCGCTACCCTCTCCTGCT GA GAAGA GGCT
CACTTACACTTGCA GAGCGACAAACGGCGACTACTTTTTACGAATATAATTCCATTTCCT GCCAA GGC
GATAACAACAACGTCGTCGTTTATTTGATCTGTGTGTTTTCTCTCCTCCTCC
5 279 306
12553469 125557442 P

FHg.5 Schematics of deletion in the genome of Drosophila 279 and 306
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Using P-element Imprecise Excision to Generate Tisll Knockout Hy

XIE Chang-chuan ,WAN G Xue-kun ,L | Li-sheng,TIAN Li-li,

WU Xiurong ,HONGLi-xin,ZHOU Huamin’
(Key Laboratory of the Ministry of Education for Cell Biology and Tumor Cell Engineering,
School of Life Sciences,Xiamen University ,Xiamen 361005 ,China)

Abstract : Tisl1isamammalian TTP homologuein Drosophila. It locates to region 11B9 on X chromosomein Drosophila. It con
sistsof two conserved tandem Cys Xs- Cys Xs-Cys Xs- His(CCCH) zinc fingers. Tisl1 can be bound to target mMRNA through its zinc
finger domain. In mammalian, T TP destabilize the target mMRNA by binding to the AU-rich element which locates on the mRNA 3
U TR. However ,in fly ,the physological function of Tisll islargely unknown. In order to further e ucidate the physological function
of Tisll ,we generated the Tisl1l knockout fly. In this study ,we generate Tisl1l knockout fly by usng P-element imprecise excison.
P-element isone group of elementsin fly genome which are comparable to bacteria transposons. P-elements can not only be inserted
into genome ,but a0 be precisely and imprecisely excised from genome ,when transposase is present in cells. Snce ther discovery ,P
elements have become a powerf ul tool of molecular biology to manipulate fly genome. We generated 700 P-element excison linesfrom
P-element insertion line 19949. After screening and identification by PCR ,we only get one line 279 containing partial sequence dele-
tion in the second exon of Tisll among the 700 lines. The start codon locatesin the deletion part.

Key words: Drosophila;P-element ;imprecise excision; Tisl1



