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Pet Pathogen Nucleic Acid Detection Kit

USER MANUAL

[Packaging]
PCR amplification reagent 8 tests
User manual 1 piece

[Intended Use]
This kit uses Fluorescence-based PCR analysis to detect pathogens
in pleural effusion, ascites, stool, eye/nasopharyngeal swab, and
blood specimens from canine, feline or other animals. It is
applicable to the detection, diagnosis and epidemiological
investigation of pet pathogens.

[Methodology]

Use nucleic acid extraction kits to extract nucleic acids (DNA/RNA)
from specimens. Under the action of highly efficient reverse
transcriptase, cDNA strands complementary to RNAs are
synthesized during the 1-step reaction, serving as DNA templates.
When Tag DNA polymerase functions, copies of specific target
sequences are amplified after cycles of denaturation, annealing and
extension. Fluorescent probes hybridize to the amplifying target
DNAs. The 5'=3" exonuclease activity of Tag DNA polymerase then
causes the reporter and quencher groups of probes separate from
each other, generating specific fluorescence. The fluorescent PCR
instrument detects fluorescent signals, and analyzes the results
based on the Ct values and the amplification curves.
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[Storage and shelf life]

Storage temperature 4°C-30°C; shelf life: 24 months, please use it
within the expiration date.

[Operating environment]
Recommended operating temperature is 20-25 °C.

[Specimens]
Pleural effusion, ascites, stool swabs, anal swabs,

eye/nasopharyngeal swabs, EDTA anticoagulant blood, urine.

[Sampling requirements]
Liquid sample: (including blood sample, abdominal effusion,
pleural effusion or other liquid samples, etc.)
Take 200 pL of liquid sample into preservation buffer, and mix well.
Then, transfer 200 uL of the mixture into the LB well for lysis. For
urine sample, directly take 200 L and add to LB well for lysis.

Swab sample:

1. Fecal swab: take proper amount with a swab

2. Anal swab: moisten the swab with dilution buffer, and then wipe
specimen

. Eye/nasopharyngeal swab: swab under the eyelid and fully wipe
to collect eye swab samples; swab oral and nasal discharge
properly to collect nasopharyngeal swab samples

. After swab sample collection, quickly snap the swab handle and
place in the preservation buffer, and then shake it to fully
dissolve the pathogen on the swab into the preservation buffer.
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It is recommended that nucleic acid extraction and detection
should be performed immediately after sample collection. If
storage needed, samples can be stored at 4°C temporally. Samples
need to be refrigerated during transportation.

1.

N~

Before PCR amplification, nucleic acid extraction must be
completed by extraction reagent
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[Preparation before testing]

Please read the instruction manual carefully before testing, be

familiar with each step, and strictly follow the requirements

when using the kit.

. Wear disposable gloves and masks, operate under the condition
meeting the requirement of PCR testing environment.

CR amplification: (using real time PCR analyzer)

. Use a pipette to draw 20uL of nucleic acid solution from the EB
well of the cartridge and add it to the PCR testing tube. Flick the
tube with your finger to fully dissolve and mix the lyophilized
reagent. Shake all the solution in the tube to the bottom (or
centrifuge for 5-10 second) and put itinto the sample well of the
PCR analyzer.

Note:

a) Do not suck up the bubble in the solution when pipetting the nucleic
acid solution

The lyophilized reagent must be completely dissolved and mixed,
and all the reaction liquid in the tube must be shaken to the bottom.
Otherwise, strong background signal interference might happen
easily, which will affect the result analysis.
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Select the corresponding program for the specific pet
pathogens, set the sample and test information, and then press
the operation icon to start the reaction.

When the reaction is completed, take out the PCR product tube
immediately. Seal it with a zip bag and dispose of it properly.

[Result interpretation]

When the FAM detection channel shows an S-type amplification

curve, and the Ctvalue is < 35, the result is positive.

. When the FAM detection channel shows no S-type amplification
curve, as there is no Ct value or the Ct value is =35, the result is
negative.
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[Limitations]

1. Aerosol contamination of amplification products can easily
cause false positive results. The testing laboratory should be
set up strictly following the requirements of the PCR testing
laboratory.

. A negative result cannot completely exclude the possibility of
pathogen infection and should be combined with clinical
observations and additional testing for interpretation.
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[Product quality indicators]

1. Sensitivity: The product detection limit of the kits is 1000
copies/ml.

. Specificity: The test kits do not detect the cross-reaction of the
pathogen samples.

. Precision: When a strong positive sample and a weak positive
sample are repeated testing for 10 times in a row separately,
the CV values of their Ct values show less than 5%.
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[Precautions]

. Product quality inspection: Before using PCR amplification
reagent, unpack to check if the lyophilized reagent on the tube
bottom is normal (white, clumped). If liquefied, it cannot be
used. Otherwise, it will affect the PCR results.

. Pipette use: When drawing 20uL of nucleic acid supernatant as
the template for PCR amplification, only depress the plunger of
the pipette to the first stop. Do not press to the bottom,
otherwise the sample volume will exceed 20uL which will affect
the results.

. Sample information setting: Make sure that the PCR tubes are
placed in the same sample well position as set in the
instrument. For example, if the PCR tube is placed in the #1 well
of the sample plate, then select the corresponding #1 position
in the interface. After setting the sample name and the test
item, press the Run icon to start the PCR amplification process.
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Bioguard Corporation

6F, No.20-1, Wu-kong 5th Rd., Wugu District,
New Taipei City 248020, Taiwan

Tel: +886-2-55916688
https://www.bioguardlabs.com
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