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Genetic Engineering

VetPCR™RENI.SAL Detection Kit

1. DESCRIPTION

Bacterial kidney disease (BKD) is caused by Renibacterium
salmoninarum, a coryne form, rod-shaped, Gram-positive bacterium
that is the sole species belonging to the genus Renibacterium. BKD
occurs in North America, Japan, Western Europe and Chile.

R. salmoninarum infections can buildup over a long period of time,
with clinical disease only appearing in advanced infections, usually
when the fish have completed their first year of life. Virulence of R.
salmoninarum varies with: the strain of bacterium the salmon species
infected environmental and holding conditions. The bacteria can evade
lysosomal breakdown by the blood cells that engulf them, thus avoid
destruction by the fishes’ primary defence mechanism. Nutrition and
seawater transfers can also affect the pathogenicity of R. salmoninarum
infections and brood stock infection levels are believed to have a direct
correlation to susceptibility in their offspring. Progeny of parent stock
with low levels or no infection with R. salmoninarum show better
survival than offspring from BKD compromised fish. This may reflect
greater transmission titres by the latter.

VetPCR™ RENLSAL Detection Kit is the direct detection of
Renibacterium salmoninarum on the basis of a genetic database, so it
can diagnose very fast and accurately. It can amplify only specific gene
using the PCR (Polymerase Chain Reaction) method, and take only 3
hours for detection. Therefore, it is a very fast, accurate and reliable
technique.

2. STORAGE
The components of VetPCR™ RENI.SAL Detection Kit should be sto-

red at -20°C. Under this condition, the kit is stable until expiration date
stated on the label.

3. CONTENTS Kit Kit

48 96
VetPCR™ RENI.SAL PCR Pre-mixture, . .. ........... 48 | 96 [tubes
DNase/RNase-free water — ............................. | 1 |l
RENI.SAL PCR Positive conttol....................... o 1l 1 | vial
RENI.SAL PCR Positive control Pre-mixture . ........ 4 8 |tubes
Brig™ Molecular Weight marker ...................... . LT | vial
Mineral O8RS SIS, 1 1 | wvial
DNA purification kit (see step 6.1) ....c.oovvveiiinnnn 50 | 100] tests
4, SPECIMEN

Tissue, ovas, sperm, feces.
5. ADDITIONAL REQUIRED MATERIALS

* Disposable gloves

* Pipettes

« Sterile pipette tip

* Vortex mixer

* Centrifuge for microcentrifuge tubes
* Thermal cycler

* Electrophoresis kit

UV transilluminator

6. PROCEDURE
Please read through the entire procedure before starting.

6.1 DNA PREPARATION

Various manufacturers offer DNA isolation kits. Please carry out the
DNA isolation according to the manufacturers instructions. The fo-
llowing standard DNA Purification kit is recommended.

Product Catalog No. Manufacturer
Bioingentech™ Genomic DNA 230040(50) Bioingentech
Purification Kit (50 test) Biotechnology Inc.
Bioingentech™ Genomic DNA | 230040(100) |  Bioingentech
Purification Kit (100 test) Biotechnology Inc.

6.2 AMPLIFICATION

1.- Prepare appropriate PCR Premix tubes and one PCR Premix tube
for Positive control. Label.

2.- Add 6 of DNase/RNase-free water into the PCR Premix tube to
total volume as 1112,

3.- Add 2w of template DNA into the PCR Premix tube to total volu-
me as 13ue.

4.- Add 6w of DNase/RNase-free water and 2# of PCR Positive control
into a PCR Positive control Premix tube for monitoring of amplifica-
tion and easy interpretation.

5.- Add mineral oil (11#). This step is necessary, even when using a
thermal cycler that employs a top heating method.

6.- Perform PCR reaction of samples as the below process, using a PCR
thermal cycler.

PCR cycle Temp. | Time
1 Cycle Initial Denaturation 94°c 2 min.
Denaturation 94°: | 30 sec.
C;coles Annealing 55.5% | 30 sec.
Extension 92 gl 30sec.

1 Cycle Final extension TPkl S min.

6.3 DETECTION OF AMPLIFIED PRODUCTS

1.- Prepare 1.5% agarose gel containing Ethidium bromide (Et-Br).
2.- Load 7#e of PCR product, 7# of positive control and 2u¢ of Brig™
Molecular Weight marker on agarose gel without adding a loading-dye
buffer and perform electrophoresis.

3.- Run electrophoresis by 100V (required about 30~40 minutes).

4.- Identify the result on ultra-violet (UV) transilluminator.
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6.4 INTERPRETATION

- Expected PCR product size : 544 bp
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— 544bp

Electrophoresis of PCR product by VetPCR™ RENILSAL Detection Kit D
Lane M : Brig™ Molecular Weight Marker (Bioingentech Ltd.) Q BioinGentech Ltd.
Lane P : Positive control Q CEE IR
Lane 1~4 : RENL.SAL Positive sample
Lane N : Negative control Bioingentech Ltd.
Salas 350, piso 2, Concepcion, Chile
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* Take care in handling of specimen to minimize risk of infection.

» The PCR process is covered by patents issued and applicable in cer-
tain countries. Bioingentech Biotechnology Inc. does not encourage or
support the unauthorized or unlicensed use of the PCR process. Use of
this product is recommended for persons that either have a license to Product use limitations warranty disclaimer

perform PCR or are not required to obtain a license. | )
Bioingentech manufactures product for a number of intended uses. Please
refer to the product label for the intended use statements for specific pro-
8. TROUBLE SHOOTING dl{ct. Bioingentech products conta.in chem?cals wl?iclh may be harmful if
misused. Due care should be exercised whith all Bioingentech products to
prevent direct human contact. Each Bioingentech product is shipped whith

1.- In the case of difficult to interpret results due to non-specific bands; oai mentationstating specifications apdic RS RN T

. s 5 3 Bioingentech products are warranted to meet or exceed the stated specifica-
reduce amount Oftemplate by 1/10 dlluthl’l, heated at 65° C for 5 min. tions. Bioingentech ‘s sole the obligation and the customer’s sole remedy
and reacts again. is limited to replacement of products free of charge in the event products

fail to perform as warranted. Bioingentech make no other warranty of any
whatsoever, and SPECIFICALLY DISCLAIMS AND EXCLUDES ALL

2.- Preparation of PCR reaction at room temperature may cause the OTHER WARRANTIES OHANKUESNE I R ATSORUER,
X INCLUDING,WITHOUT LIMITATION, AS TO THE SUITABILITY,
non-spec1ﬁc band. PRODUCTIVITY, DURABILITY, FITNESS FOR A PARTICULAR

PURPOSE OR USE, MERCHANTABILITY, CONDITION, OR ANY

4 . OTHER MATTE WITH RESPECT TO BIOINGENTECH PRODUCTS.

3.-All procedure should be carried out on ice. In no event shall Bioingentech be liable for claims for any other damages,
whether direct, incidental, foreseeable, consequential, or special (inclu-

ding but not limited to loss of use, revenue or profit), whether based upon

9. ORDERING INFORMATION warranty, cor{tract, tort (including negligeflqe) or strict liability arising in
Product Catalog No. BN i e e

VetPCR™ RENI.SAL Detection Kit 48 VET0008Q(48)

VetPCR™ RENI.SAL Detection Kit 96 VET0008Q(96)

Brig™ Molecular Weight Marker 24012
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