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NB. The example given below uses primers that are generic to AT, ET, GT & MT Ds insertions.
AT.3029 TRACKBACK EXPERIMENT

PRIMER SEQUENCES:

HMGbeta2 specific primers

beta2left ( 29-mer / tm 64.81 / gc% 41.38)

5’-TTT GCT AGT TAG TTC CTA GAT CTC TGG AT -3’

beta2right

Right primer ( 29-mer / tm 65.69 / gc% 34.48)

5’-ACA AAG CTT TAC TGA TTC ATA CTA CAG AT -3’

beta2left with beta2right generates a 1280bp product.

Transposon specific primer (3’ Ds)

Ds3-1 ( 21-mer )

5’- ACC CGA CCG GAT CGT ATC GGT -3’

beta2left with beta2right generates a 1280bp product (in lines homozygous for wild-type or heterozygous for the insertion), beta2left with Ds3-1 no product (wild-type) or an 1182bp product (in lines homozygous or heterozygous for insertion).

Ds5-1 (25-mer)

5’- GAA ACG GTC GGG AAA CTA GCT CTA C -3’

beta2left with beta2right generates a 1280bp product (in lines homozygous for wild-type or heterozygous for the insertion), beta2right with Ds5-1 no product (wild-type) or an 352bp product (in lines homozygous or heterozygous for insertion).

PCR REACTION.

1.0(l DNA

5.0(l x10 PCR BUFFER

0.8(l 2.5mM dNTP’s

1.25(l 20(M primer 1

1.25(l 20(M primer 2

0.5(l TAQ

40.2(l dH2O

For the negative and positive controls, the PCR reaction was carried out as above but with Tn113 DNA (the Ds starter Line).

A positive control was also carried out as above using Tn113 DNA but used both the left and right primers with no Ds.

PCR CONDITIONS.

94(C for 2mins

94(C for 20sec          }

60(C for 30sec          } X 30 CYCLES

72(C for 1mins         }

72(C for 5mins

4(C forever

The PCR products from all reactions were run out on a 1.2% agarose gel and photographed.

GEL IMAGE.

[image: image1.jpg]L

L+R

WT
L+3'

WT
R+5

AT3029 AT3029 AT3029
L+R L+3" R#5"

9

w




The AT.3029 line is heterozygous for the Ds insertion. Enclosed are seed from the AT.3029 lines.
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