QuickGene

@ Paternity test by SNPs analysis of ABO blood group gene on genemic DNA isolated

using QuickGene-810
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Father C A G A/A type
Child A/C A/G G A/QC type

There are 10 kinds of major genotypes (AA, AB, AO* , AO¢, BB, BO*, BO¢, O*0O*, O*0O¢, OCQC)

controlled by 4 alleles, A, B, O*, and O¢.
The use of QuickGene-810 system enables paternity test by SNPs analysis on isolated genomic DNA.
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QuickGene  QuickGene Series Application Guide

Genomic DNA Isolation from Nail
QuickGene DNA tissue kit S

J Features

- Enables simple and easy isolation of genomic DNA from nail and paternity test by SNPs analysis
J Protocol

- Wash nail (5 ~ 15 mg) with 100 % ethanol and

then purified water. Cut it into slices *'

1.5 ml micro tube
« Add slices of nail
& Add 2.5 M DTT (dithiothreitol) solution : 200 ~ 300 ul

Incubate at 55 C for several hours-over night on a rotor-mixer, and make the nail slices completely transparent *2
Centrifuge (5,000 rpm, room temperature, 3 ~ 5 sec.)

v

Remove supernatant (DTT)
« Add MDT : 180 ul
« Add EDT : 20 ul

Incubate at 55 °C for several hours-over night on a shaker, and lyse the nail slices completely *2

v

Centrifuge (10,000 rpm, room temperature, 3 min.)
Transfer the supernatant into a new 1.5 ml micro tube, leaving debris (insoluble material)

«I>Qa LDT : 180 wl

Mix by vortexing for 15 sec (maximum rotation speed)
Flash spin down (several seconds)

v

Incubate at 70 °C for 10 min.
Flash spin down (several seconds)

« « Add >99% ethanol : 240 ul

Mix by vortexing for 15 sec. (maximum rotation speed)
Flash spin down (several seconds)

v
Lysate
v

Transfer the whole lysate to the cartridge of QuickGene-series Automatic Nucleic Acid Isolation System

v

Select “DNA TISSUE” mode (Change elution volume to 50 ul)
Press [START] Button

L

Genomic DNA (elution volume : 50 ul)

%1 : Nail lyses more easily by cutting it as small as possible.
%2 : Time for making the nail transparent varies depending on quantity and size of nail. (about 2 hours for 5 mg of sliced nail)

*3 : When you use 15 mg of nail, its portion may remain unlysed depending on way of slicing.
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- Results : Isolation of genomic DNA from nail

- ® Agarose Gel Electrophoresis of isolated genomic DNA

Genomic DNA was isolated from nail using QuickGene-810 system (QuickGene-

810 and QuickGene DNA tissue kit S) and spin column as a comparison method.

M : A DNA/Hind Il digest
1 :QuickGene-810 (a : 5 mg of nail, b : 10 mg of nail)
2 : Spin column method (a : 5 mg of nail, b : 10 mg of nail)

® The yield of genomic DNA (ug/ml)

Quantity of sample 5 mg 10 mg 15 mg
QuickGene-810 4.7 13.1 16.7
Spin column method 3.3 145 16.0

(elution volume : 50 ul)

The yield of genomic DNA isolated by QuickGene-810 system was almost equivalent to that by spin column method.

@® Protein contamination : Azsorso

Quantity of sample 5mg 10 mg 15 mg
QuickGene-810 1.81 1.93 1.76
Spin column method 1.77 1.78 1.47

Aze0250 : @n indicator of protein contamination (Azeezs0>1.7) (Protein contamination decreases the ratio.)

The use of QuickGene-810 system enables the isolation of high-purity genomic DNA with little protein contamination.

@ Chaotropic salt contamination : Azsozso

Quantity of sample 5mg 10 mg 15 mg
QuickGene-810 1.57 1.62 0.95
Spin column method 0.73 0.90 0.35

Asso290 : @n indicator of chaotropic salt contamination (Chaotropic salt contamination decreases the ratio.)

The use of QuickGene-810 system enables the isolation of high-purity genomic DNA with little contamination of chaotropic salt, which

inhibits enzymatic reactions.
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® ABO blood group gene Exon 6 PCR performed on genomic DNA isolated from nail
using QuickGene-810

Isolated genomic DNA in solution was used for PCR template to amplify ABO blood group gene Exon 6.

AGE band of amplified fragments was detected for PCR by genomic DNA in 0.1 ng/ul solution.

: 100 bp ladder

: genomic DNA (0.1 ng/ul)
: genomic DNA (0.4 ng/ul)
: genomic DNA (1.0 ng/ul)
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® Sequence analysis performed on genomic DNA isolated using QuickGene-810,
targeting ABO blood group gene Exon 6

297 T 261C

_ S S
FGTTGAATGTGCCCTCCCAGACAATGGG AGCCAGCCAAGGGGTCACCACGAGE
119 120 130 148 156 168

[GTTGAANGT GCCCTCCCAGACAATGGGAGCCAGC CAAGGGGTACCACGAGG AC
|0 120 138 148 150 160

297 T/C 261 del

1 :A/Atype
I : OYOEC type
(Sequence of reverse side is shown.)

Sequencing was performed, targeting ABO blood group gene Exon 6.
For I (A/A type) the 261th is C and the 297th is T, while for II (O /O¢ type) the 261th is deletion and the 297th is T/C.
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