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UltraClean(15

DNA Purification Kit

From Agarose Gels and Solutions
Catalog # 12100-300

300 preps

Instruction Manual

Introduction

The UltraClean( 15 Kit is a 10-15 minute DNA purification kit. DNA can be recovered from TAE and TBE agarose gels, solutions, and enzymatic reactions. The DNA size range that can be purified is 

60 bp- 50 kb.

Precautions

Please wear gloves when using this product. Avoid all skin contact with reagents in this kit. In case of contact wash thoroughly with water. Do not ingest. See Material Safety Data Sheets for emergency procedures in case of accidental ingestion or contact. All MSDS information is available upon request (760-929-9911) or on our web site at www.mobio.com. Reagents labeled flammable should be kept away from open flames and sparks.

This kit is for research purposes only. Not for diagnostic use.

Equipment required:

Microcentrifuge (13,000 x g), Vortex, Pipettor (1µl to 1000µl volumes), Water Bath (55(C-65(C).

Kit Contents: 300 purifications

Component



Amt.

Description
ULTRA SALT 


125 ml 
Sodium iodide solution

ULTRA MELT 


15 ml 

TBE gel melting additive
ULTRA BIND 


1.8 ml 
Uniform size silica matrix

ULTRA WASH


250 ml 
NaCl/Tris/ EDTA solution.

before using ultra wash add 250 ml 100% Ethanol

Warning: ULTRA WASH becomes flammable after the addition of ethanol. To prevent fires or injury, keep away from open flames or sparks.

Kit Storage

Store at room temperature for 1 year.

DO NOT REFRIGERATE ULTRA MELT or crystals may form.  If salt crystals form, heat to dissolve before using. Heating will not cause a loss of efficiency.

Detailed Protocol

(Before using Ultra wash for the first time, add 250 ml of 100% ethanol)
Purifying DNA from a Solution
1. Determine volume of DNA in solution.

2. Add 3 volumes of ULTRA SALT. Mix well. Proceed to step 5.
Extracting DNA from an Agarose Gel 

Please note that TAE (tris acetate) buffered gels are treated differently than TBE (tris borate) gels.

· For TAE buffered agarose gels: 

1. Determine weight of agarose gel band slice in a 1.5-2.0 ml tube.

2. Add 3 volumes of ULTRA SALT (example: if gel weight = 0.1 gm, add 0.3 ml ULTRA SALT). Proceed to step 3.
· For TBE buffered agarose gels:

1. Determine weight of agarose gel band slice in a 1.5-2.0 ml tube.

2. Add 1/2 volume of ULTRA TBE MELT and 4.5 volumes of ULTRA SALT (example: If TBE Gel = 0.1gm, add 0.05 ml (50 (l) ULTRA TBE MELT and 0.45 ml of ULTRA SALT). Proceed to step 3.
3. Mix well.

4. Incubate at 55(C to melt agarose gel. Mix occasionally by shaking thoroughly. Completely melt gel before proceeding (About 5 minutes).

What’s happening: ULTRASALT is sodium iodide (a chaotropic salt) that breaks hydrogen bonds that hold solidified agarose together. Once the gel is melted, it will not re-solidify.
5. Resuspend ULTRA BIND by vortexing at highest speed with ULTRA BIND tube in a horizontal position until homogeneous. (This takes about 30 seconds to 1 minute).

What’s happening: ULTRA BIND is a 50:50 mix of pure silica and buffer. It must be thoroughly mixed each time it is used.

6. Add ULTRA BIND: 5 (l plus 1 (l per (g of DNA you expect to recover. e.g. for 0-1 (g of DNA use 6 (l.

7. Incubate 5 minutes at room temperature. Important: Mix several times during this binding step by flicking the tube for small volumes or shaking and inverting for large volumes.

What’s happening: DNA binds to silica in the presence of salt. If the silica is kept suspended during the binding step, the DNA is more likely to find an available binding site.

8. Centrifuge 5 seconds. Remove supernatant and set aside. (If DNA does not bind, it can be recovered. See Troubleshooting Guide).

What’s happening: The DNA that is bound to the silica is pelleted and salt and melted agarose is then discarded.

9. Resuspend the pellet in 1 ml of ULTRA WASH by vortexing 5-10 seconds. For DNA larger than 15 kb, do not resuspend. Soak 5 minutes instead. This can help minimize shearing large DNA. 

What’s happening: Any residual salt and melted agarose is removed with this buffered 50% ethanol wash solution. This specially buffered ethanol purifies the DNA while keeping it bound to the silica. 

10. Centrifuge 5 seconds. Discard supernatant.

11. Centrifuge 5 seconds again. Remove all traces of ULTRA wash by aspirating with a narrow pipet tip.

What’s happening: The buffered ethanol wash solution must be completely removed. Even small volumes may affect final DNA purity.

12. Resuspend the pellet in water or TE (10mM Tris, 0.1mM EDTA). Use a volume twice that of the ULTRA BIND silica used in step 6, and resuspend by pipetting until homogeneous. Don’t vortex. Disrupt pellet with the pipet tip and then pipet up and down to make sure the entire pellet is resuspended.

What’s happening: All silica particles must come into contact with the final elution buffer (water or TE).
13. Incubate up to 5 min. at room temperature.

What’s happening: DNA will not bind to the ULTRA BIND silica any longer. The DNA falls off the silica and into the elution buffer.
14. Centrifuge 1 minute.

What’s happening: DNA will not pellet. It stays in solution as the silica is pelleted by centrifugation. 
15. Remove the supernatant immediately and transfer it to a new tube. If white silica is carried over, spin again and transfer the supernatant to a new tube. DNA is now ready to use.  

Thank you for choosing UltraClean(15.
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Protocol

(Before using Ultra wash for the first time, add 250 ml of 100% ethanol)
Purifying DNA from a Solution
1. Determine volume of DNA in solution.

2. Add 3 volumes of ULTRA SALT. Mix well. Proceed to step 5.
Extracting DNA from an Agarose Gel 

Please note that TAE (tris acetate) buffered gels are treated differently than TBE (tris borate) gels.

· For TAE buffered agarose gels: 

1. Determine weight of gel band slice in a 1.5-2.0 ml tube.

2. Add 3 volumes of ULTRA SALT (example: if gel weight = 0.1 gm, add 0.3 ml ULTRA SALT). Proceed to step 3.
· For TBE buffered agarose gels:

1. Determine weight of gel band slice in a 1.5-2.0 ml tube.

2. Add 1/2 volume of ULTRA TBE MELT and 4.5 volumes of ULTRA SALT (example: If TBE Gel = 0.1gm, add 0.05 ml (50 (l) ULTRA TBE MELT and 0.45 ml of ULTRA SALT). Proceed to step 3.
3. Mix well.

4. Incubate at 55(C to melt agarose gel. Mix occasionally by shaking thoroughly. Completely melt gel before proceeding (About 5 minutes).

5. Resuspend ULTRA BIND by vortexing at highest speed with ULTRA BIND tube in a horizontal position until homogeneous. (This takes about 30 seconds to 1 minute).

6. Add ULTRA BIND: 5 (l plus 1 (l per (g of DNA you expect to recover. e.g. for 0-1 (g of DNA use 6 (l.

7. Incubate 5 minutes at room temperature. Important: Mix several times during this binding step by flicking the tube for small volumes or shaking and inverting for large volumes.

8. Centrifuge 5 seconds. Remove supernatant and set aside. (If DNA does not bind, it can be recovered. See Troubleshooting Guide).

9. Resuspend the pellet in 1 ml of ULTRA WASH by vortexing 5-10 seconds. For DNA larger than 15 kb, do not resuspend. Soak 5 minutes instead. This can help minimize shearing large DNA. 

10. Centrifuge 5 seconds. Discard supernatant.

11. Centrifuge 5 seconds again. Remove all traces of ULTRA wash by aspirating with a narrow pipet tip.

12. Resuspend the pellet in water or TE (10mM Tris, 0.1mM EDTA). Use a volume twice that of the ULTRA BIND silica used in step 6, and resuspend by pipetting until homogeneous. Don’t vortex. Disrupt pellet with the pipet tip and then pipet up and down to make sure the entire pellet is resuspended.

13. Incubate up to 5 min. at room temperature.

14. Centrifuge 1 minute.

15. Remove the supernatant immediately and transfer it to a new tube. If white silica is carried over, spin again and transfer the supernatant to a new tube. DNA is now ready to use.  

Thank you for choosing UltraClean(15.
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Hints and Troubleshooting Guide

For consistent recoveries
· Always pipet to resuspend silica pellets that have DNA bound to them. Don’t vortex. 

· Mix well during binding and elution steps. Binding efficiencies increase dramatically if ULTRA BIND silica is kept in suspension and not allowed to settle during the binding step.

Recommended Gel running conditions

We recommend pH 7.5 - 7.8 for running all TAE gels and pH 8.0 - 8.3 for TBE gels. Agarose gel concentrations up to 4% are compatible with this kit. All agarose brands and types can be used. It is not necessary to use low melt agarose for good recoveries with this kit.

If the ULTRA BIND dries out:

It is common for ULTRA BIND to dry out. This is caused by not sealing the vial properly after each use. Dried ULTRA BIND can be re-hydrated without any loss of binding capacity.  Determine the volume of solid material after centrifuging for 30 seconds. Add sterile dH2O to a final 50% liquid, 50% solid ratio. Carefully clean the cap and O-ring of dried-on solids. Vortex well before using.

If the ULTRA SALT is yellow:
The salt has begun to oxidize. This has no negative effect on the use of this reagent as long as the original pH has not changed. To check pH: Be sure pH probe is not sensitive to high concentrations of salt, if it is, use pH paper and check the pH of the salt. Optimum pH range is 6.9 - 7.4.  If not, adjust to within the range with 10% acetic acid. Adjustments tend to destabilize the salt but generally a good yield of DNA can be recovered. Replace the salt as soon as possible and discard the yellow one. As a precaution, always keep the bottle tightly sealed to prevent SALT from oxidizing and turning yellow. 

Low yields

Low recoveries are usually due to poor binding. pH is a critical factor in efficient binding of DNA to silica. Optimal DNA binding occurs between pH 6.9-7.4. If the buffer of your gel overwhelms the pH buffering capacity of the ULTRA SALT, you can compensate by adjusting the pH to 7.0-7.2 with 10% acetic acid. If you need to increase pH use a 0.1 N NaOH. Then add ULTRA BIND according to guidelines in step 6. Continue with steps 7-15. PLEASE NOTE that some pH meters are destroyed by high salts. If your pH electrode is sensitive to high salts, check pH using pH paper strips instead. 

Increasing yields

· Mix well during binding step.

· Always resuspend silica ULTRA BIND pellets by pipetting not vortexing. 

· Monitor the pH during binding. Take a few microliters of the DNA / ULTRA SALT and streak it on pH paper. The pH should be 6.9 - 7.4 for optimal binding. ULTRA MELT can be used to lower pH by adding 1 microliter at a time and mixing. After the pH is corrected, normal binding will occur. 

Melt the gel pieces at the lowest temperature possible (55(C).

· Other UltraClean( Kits available from MO BIO Laboratories, Inc.

Kit description






Cat. Number
Plasmid Prep Kits

6 minute Mini Plasmid Prep Kit (100 preps)


12300-100

6 minute Mini Plasmid Prep Kit (250 preps)


12300-250

25-50 ml Plasmid Prep Kit (20 preps)


12700-20

25-50 ml Plasmid Prep Kit (50 preps)


12700-50

250-500 ml Plasmid Prep Kit (10 preps)


12600-10

250-500 ml Plasmid Prep Kit (20 preps)


12600-20

Endotoxin-Free Plasmid Prep Kits

Endotoxin-free Mini Prep Kit (100 preps)


12311-100

Endotoxin-free Mini Prep Kit (250 preps)


12311-250

Endotoxin-free Midi Prep Kit (10 preps)


12711-10

Endotoxin-free Maxi Prep Kit (10 preps)


12611-10

DNA Purification Kits

Agarose Gel DNA Purification Kit (300 preps)

12100-300

Agarose Gel-Spin DNA Purification (100 preps)

12400-100

Agarose Gel-Spin DNA Purification (250 preps)

12400-250 

PCR Clean-Up Kit (100 preps)



12500-100

PCR Clean-Up Kit (250 preps)



12500-250
DNA Isolation Kits

DNA Blood Isolation Kit (100 preps)



12000-100

DNA BloodSpin Kit (50 preps)



12200-50

DNA BloodSpin Kit (250 preps)



12200-250

Mega BloodSpin Kit (10 preps)



12210-10
Soil DNA Isolation Kit (50 preps)



12800-50

Soil DNA Isolation Kit (100 preps)



12800-100

Soil DNA Mega Prep Kit (10 preps)



12900-10

Fecal DNA Isolation Kit (50 preps)



12811-50

Fecal DNA Isolation Kit (100 preps)



12811-100

Microbial DNA Isolation Kit (50 preps)


12224-50

Microbial DNA Isolation Kit (250 preps)


12224-250

Plant DNA Isolation Kit (50 preps)



13000-50

Plant DNA Isolation Kit (250 preps)



13000-250

Tissue DNA Isolation Kit (50 preps)



12334-50

Tissue DNA Isolation Kit (250 preps)



12334-250

Water DNA Isolation Kit (10 preps)



14800-10

Water DNA Isolation Kit (25 preps)



14800-25

Forensic DNA Kit- Single prep format (10 preps)

14000-10

Forensic DNA Kit- Single prep format (20 preps)

14000-20

RNA Isolation Kits

Tissue RNA Isolation Kit (50 preps)



15000-50

Tissue RNA Isolation Kit (250 preps)



15000-250

Plant RNA Isolation Kit (20 preps)



13300-20

Plant RNA Isolation Kit (50 preps)



13300-50

Microbial RNA Isolation Kit (50 preps)


15800-50

Microbial RNA Isolation Kit (250 preps)


15800-250
Growth Media

TB DRY (1 kg) Terrific Broth powder



12105-1

LB (1 kg) LB powder (Miller)




12106-1

LB Agar (1 kg) LB Agar Powder (Miller)


12107-1

Technical information:

Call MO BIO Laboratories, Inc. Toll free 1-800-606-6246, or 1-760-929-9911email technical@mobio.com Fax: 760-929-0109
Mail: MO BIO Laboratories, Inc., 2746 Loker Avenue West, Carlsbad, CA 92008
Ordering Information

Direct: Call MO BIO Laboratories, Inc. Toll free 1-800-606-6246, or 1-760-929-9911

email: orders@mobio.com
Fax: 760-929-0109
Mail: MO BIO Laboratories, Inc. 2746 Loker Avenue West, Carlsbad, CA 92008
For the distributor nearest you, go to our web site at www.mobio.com/distributors/
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