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Double Strand DNA Sequencing Analysis

ACGT, INC.

Objective
To sequence the DNA sample in full-length by primer walking method in double strand to

confirm the known sequences

Starting Materials
1. 5upg of PCR DNA.
2. The predicted sequence of the 3.7kb region.

Methods
1. Design and synthesis of 12 internal sequencing primers every 500 - 550 bases.

2. Sequencing the plasmid with the designed primers and two universal primers.
3. Assembly of the sequencing results by Sequencher 4.2.
4. Determination of consensus sequences

Results
1. Al 12 designed internal primers and two universal primers generated clean sequencing

data.
2. After assembly by Sequencher and proofreading, a consensus file had been generated.

3. All primers information, chromatograms, and consensus sequence are available at our
secure website.

Primer Information

Primer Name Primer Sequences

M13F 5'(GTAAAA CGACGG CCAGT) 3

M13R 5' (GGA AAC AGC TAT GAC CAT G) 3'
Primer 1 5'(ACG GGA CGT CGG TGACATCA) 3
Primer 2 5' (AGA CAC GGG ACC GTACGT CG) 3'
Primer 3 5'(GGA CGT CGGTTATGATGACGT) &
Primer 4 5' (ACG GGA CGT CGT CGG TGA CA) 3'
Primer 5 5' (ACG GGA ACT CGGGCGGGAAT &
Primer 6 5 (CGT CGT CGACATTTIGCGG Q) &
Primer 7 5 (TTG CAT CGT CGG TGA CATTTG) &
Primer 8 5'(TGA CAT CGACGT CGATGACATT) 3
Primer 9 5' (ACT CGT CGT CCT CGT GAACT) 3'
Primer 10 5 (TTG CGA GAC CATTTG CAT CA) 3
Primer 11 5' (ACA CGT CGAAGGTGACATTTG) 3
Primer 12 5' (ATG GTAGTT ACACATTTG GC) &
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Double Strand Sequencing
Sequencher™ “FSA Double Strand”
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Notice: This report is intended only for the addressee shown above and may contain confidential information.
The data and other information in this report represent only the sample(s) analyzed and are rendered upon
condition that is not to be reproduced without the approval from ACGT, Inc.



