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EasyAmp Sarcocystis fayeri Detection Kit
Code No. 391-5310
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EasyAmp Sarcocystis fayeri Detection Kit
Code No. 391-5310

| Product Description

This product is a DNA test kit to detect Sarcocystis fayeri by using Loop-mediated Isothermal Amplification
(LAMP) method. 2xLAMP Master Mix contains isothermally amplifiable strand displacement DNA polymerase,
inorganic pyrophosphatase, Mg?*, dNTPs, optimum buffer, and fluorescent dye that binds to the
double-stranded DNA and allows detection of amplified DNA by fluorescence device.
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This product is a kit to detect Sarcocystis fayeri and cannot be used for other purpose.

This product should be handled only by persons having a basic knowledge about reagents.

This product should be handled in accordance with the descriptions in the manual. We are not responsible
for problems caused if this product is not handled in accordance with the manual.

Expire date is printed on the label.

Follow the instructions from your region to discard this product.

Do not electrophorese and autoclave amplification product by LAMP to prevent contamination of test
environment.

Read SDS before use.

SDS can be downloaded from our web site (https://nippongene.com/kensa/list.html).

LAMP (Loop-mediated Isothermal Amplification) is the isothermal gene amplification technique developed
by Eiken Chemical Co., Lid.

. Turbidity measuring Real-time device for LAMP (Eiken Chemical Company) cannot be used for this Kit.

For 50 reactions

Contents Volume Qty
I | 2xLAMP Master Mix 640 L 1
Il | Sarcocystis Positive Control 150 pL 1
Il | Sarcocystis Primer Mix 375 uL 1
IV | Manual — 1
Storage

€ Store at -20°C and dark place.

Use before expire date.
Residual reagent should be stored at -20°C again.

lll Necessities in addition to this product

- Micropipette and tip - Pestle

- Centrifuge - Vortex

= Micro tube and rack = Crushice

- Heat block - Sterilized water

- DNA extraction reagent

Recommend: EasyPrep DNA Extraction Reagent (NIPPON GENE, Code No. 391-4310)
- fluorescence detecting device

example) Genie® Il, Genie® lIl, Real-time PCR device



IV Protocol @ NIPPON GENE

1. Extraction of DNA from horse muscle
To prevent the contamination of test environment, please extract DNA in isolated place from the
place this product is used.
1-1. Protocol using EasyPrep DNA Extraction Reagent (separately sold)
1) Weigh 300 mg of horse muscle to 1.5 mL tube
2) Add 300 uL of EasyPrep DNA Extraction Reagent and grind and mix with pestle, and then vortex well.
3) Incubate for 10 min at 95°C.
4) Incubate for 1 min on ice.
5) Centrifuge at 15,000xg for 5 min at room temperature.
6) To prepare template DNA, transfer supernatant into a new 1.5 mL tube and dilute to 5 times by
sterilized water.
example: Transfer 100 uL of supernatant into a new 1.5 mL tube contained 400 pL of sterilized water.

2. Preparation of LAMP reaction solution
2-1. Preparation of reagents
Melt the reagents completely at room temperature. Vortex the reagents to dissolve uniformly and then
spin down and leave them to stand on ice.
2-2. Preparation of LAMP reaction solution
1) Prepare Pre Mix .

Reagents 1 reaction 8+1 reactions
2xLAMP Master Mix 12.5 yL 112.5 uL
Sarco Primer Mix 7.5 L 67.5 uL
Total 20.0 L 180.0 pL

2) Dispense the 20 pL of Pre Mix.

3) Add template DNA to the Pre Mix.
Add 5 pL of negative control (sterilized water) and close the cap of the tube. Same as negative control
add 5 pL of template DNA (see 1-1) and close the cap of the tube. At last, add 5 pL of positive control
and close the cap of the tube.

3. LAMP reaction and measuring

Mix the LAMP reaction solution by inverting and spin down. Set to the fluorescence detecting device.

Start measuring (DNA amplification monitoring and Annealing curve analysis or Melting curve analysis).

Follow the setting method of the device’s manual.

3-1. LAMP reaction
66°C for 30 min — Annealing curve analysis or Melting curve analysis

3-2. Measuring method
Set Fluorescent wavelength to ResoLight Dye or SYBR™ Green | when using Real-time PCR
device.

4. Determination result
Test for detection of Sarcocystis fayeri is accepted when all of the following requirements are satisfied.
+ Amplification of negative control is not detected.
+ Amplification of positive control is detected.

The result is determined positive when all of the following requirements are satisfied.

- Amplification of template DNA is detected.

- In Annealing curve analysis or Melting curve analysis, the temperature of template DNA is within +1°C
of the temperature of positive control.
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