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DNA Extraction Kit for Waste Water

W ENV-NAX-50 : 50 Exts PI/ENVNAX-05
ENV-NAX-55 : 55 Exts

Intended use

The DNA Extraction Kit for Waste Water is intended for molecular biology applications such
as PCR and RT-PCR. These kits are not intended for the diagnosis, prevention, or treatment of
a disease.

Background Information

The DNA Extraction Kit for Waste Water is a fast, economical and easy isolation method of
high purity DNA. This kit useful for the extraction of DNA includes drinking water, health care
facility effluents, sewage, food crop irrigation water, and water from recreational sources.
The buffer system provided in the kit allows efficient lysis followed by selective binding DNA
to the spin column and recovers good yield.

Kit components

Component 50 rxn 55 rxn Storage
(ENV-NAX-50) (ENV-NAX-55)
Spin Column 50 55 RT
Collection tube 100 110 RT
Huwel Lysis Buffer 40 mL 40 mL RT
Huwel Wash Buffer 1 50 mL 50 mL RT
Huwel Wash Buffer 2 50 mL 50 mL RT
Huwel Elution Buffer 20 mL 20 mL RT
Lyophilized Poly A 600 pg 600 pg -15°Cto -25°C
Proteinase K 120 mg 120 mg -15°Cto -25°C
Kit Protocol 1 1 NA

Note: Huwel Wash Buffer 1 and Huwel Wash Buffer 2 are provided with Ethanol. No need
to add additional Ethanol.

During the process, at the 6!" and 13" steps of the protocol, ethanol must be added (which
is not provided with the kit).

e Materials required but not supplied- PEG-8000 (Polyethylene glycol; Sigma Aldrich or
HiMedia), Sodium Chloride; SRL or HiMedia;

Storage

e DNA Extraction kit for Waste Water kits is stable at room temperature (15-25°C) until
the expiration date mentioned on the kit.

e Store the Lyophilized Poly A at 4°C and Lyophilized Proteinase K at -15°C to -25°C
upon receipt of the kit.
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Reconstitute the Lyophilized Poly A in 600 pL of Huwel Elution Buffer. Prepare 50 uL
aliquots in sterile vials and store at -15°C to -25°C; stable for 12 months.

Reconstitute the Lyophilized Proteinase K in 6 mL of Huwel Elution Buffer. Prepare
small aliquots according to the user requirement and store at -15°C to -25°C; stable
for 12 months.

Sample Collection Procedure

Please use appropriate PPE for collecting the water sample (use mask, gloves and apron).
Collect 1 L of sample in a sterile container by grab sampling method and transfer to the
laboratory immediately

If the duration of transport from sampling site to the laboratory is longer than 2-3 hours,
transport the samples at 4°C, packed in icepacks.

If the transport of samples involves intermediate handling steps by untrained personnels (for
example transport of samples through courier or public transport), inactivate the samples at
the site of sample collection by adding disinfectant (20 ml of 0.1% hypochlorite for 1000 ml
collection volume).

Seal the bottle in a secondary sealing bag (multi-layered). Wipe the surface of the sample
container with a disinfectant

Before packaging, the samples should be appropriately labelled with collection site
information and date. Precautions must be taken to avoid leakage at any step. The sample
should always be maintained at 2-8 °C immediately after collection, for transport and until
processing.

Sample Pre-processing Procedure

Inactivate the samples by incubating at 60°C for 30 minutes in a water bath in the laboratory.
If the samples are inactivated by adding hypochlorite, this step is skipped.

Take 40 mL of inactivated sample and add 4 gm PEG-8000 (Polyethylene glycol; Sigma Aldrich
or HiMedia) and 0.9 gm NaCl (Sodium Chloride; SRL or HiMedia). Mix thoroughly and incubate
for 2 hours/overnight at 4°C .

Centrifuge at 10,000 rpm for 30 minutes at 4°C.

Discard the supernatant and use the pellet for DNA extraction.

Extraction Procedure

1.
2.
3.

Pipette 75 uL proteinase k into a 2 mL microcentrifuge tube (not provided)

Add 300 pL of waste water sample pellet into the microcentrifuge tube

Add 300 pL of Huwel lysis buffer and 7.5 pL of PolyA. Close the cap and mix by pulse-vortexing
for 15 seconds.

Note: Do not add proteinase k directly to Huwel lysis buffer

Mix well and incubate for 15 min at 72°C

Give short spin to the centrifuge tube for 10 seconds at 3,000 x g . Collect supernatantin
a fresh centrifuge tube.

Add 325 puL of Ethanol (95-100%) which is not provided with the kit, vortex the tube
for 5 seconds and briefly spin to collect the sample droplets inside the cap

Load the entire sample lysate (1008 L) into Huwel spin column-collection tube
assembly. (If the sample volume more than 700 pL, add the lysate to the spin column
two times)

Centrifuge at 8,000 x g for 1 min. Discard the flowthrough

Change the collection tube, add 700 pL of Huwel Wash Buffer 1
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10. Centrifuge 8,000 x g for 1 min. Discard the flowthrough

11. Add 700 pL of Huwel Wash Buffer 2

12. Centrifuge 8,000 x g for 1 min and discard the flowthrough

13. Add 700 pL of Ethanol (95-100%) which is not provided with the kit

14. Centrifuge 8,000 x g for 1 min. Discard the flowthrough

15. Change the collection tube (microfuge not provided), give empty spin by
centrifuging at 13,000 x g for 1 min

16. Place the spin column into a fresh microfuge tube
17. Add 100 pL of Huwel Elution Buffer into the spin column
18. Incubate the spin column at RT for 5 min

19. Centrifuge 8,000 x g for 1 min
20. Store the eluted DNA at -20°C

Troubleshooting guide

Problem Possible cause Recommendation
Low DNA quality Buffers stored at sub- | Store the kit at room
optimal conditions temperature (15-25°C).

Close reagent bottles tightly
to avoid contamination and
maintain stability.

Store the reconstituted Poly
A and Proteinase K at -15°C
to -25°C.

Incomplete mixing of | Mix the sample tube well
sample and reagents after adding each reagent.

Poor elution of DNA Drift in pH of water If an alternate source of
water or buffer is used for
elution, make sure that the
pH matches with the Elution
buffer provided in the kit.

Low DNA yield DNase contamination Work in DNase-free
environment.

Use fresh samples or store
the samples at -80°C until
they can be processed.

Use eluted DNA immediately
for downstream applications
or store at -80°C.
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