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UltraClean(
Endotoxin-Free

Midi Plasmid Prep Kit

Catalog # 12711-10

10 preps

Instruction Manual

Introduction
This kit is designed to isolate endotoxin free plasmid DNA from E. coli host strains. Endotoxin levels are <0.1 EU/(g. The Plasmid DNA obtained from this kit is suitable for transfection, automated sequencing, and most other downstream applications.

This kit is for research purposes only. 

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:

Centrifuge (2500 x g)

Pipettes (volumes required 300 (l, 1 ml – 10 ml)

Vortex

Water bath
Kit Contents: Reagents for 10 midi plasmid preps.

Component
Amount
Description

Solution EF1:
5.5 ml
Cell suspension buffer: TE, RNase A

Solution EF2:
11 ml
Cell lysis solution: SDS, NaOH
Solution EF3:
16.5 ml
Neutralizer buffer: KoAcetate solution

Solution EF4:
8 ml
Endotoxin removal solution (Red)

Solution EF5:
33 ml
Plasmid Binding solution: Guanidine HCl

Solution EF6:
33 ml
Endotoxin Wash solution
Solution EF7:
11 ml
Endotoxin free water 

Spin Filters
10
Spin filter units

15 ml tubes
50
15 ml Conical tubes

15 ml tubes     20
     15 ml Round tubes for spin baskets

50 ml tubes     10
     50 ml centrifuge tubes

Kit Storage
Room temperature for 1 year.
Avoid contact of Solution EF5 with bleach or other oxidizers.

WARNING: EF6 is flammable 
Protocol



Please wear gloves at all times

1. Centrifuge 50ml of high nutrient TB or 100 ml of LB culture for 20 minutes at 2500 x g. MO BIO’s high nutrient TB DRY( will increase plasmid yield 4-7 fold. 

2. Decant the supernatant by inverting tubes for 5 minutes on a paper towel. 

3. Add 0.5 ml of Solution EF1. Resuspend the bacterial pellet by pipetting up and down several times or vortex while holding tube horizontally until no clumps exist (approx. 1 minute). This is a critical step. Consistent high yields require a homogeneous suspension. Hold tube up to a light source to check and continue vortexing if necessary.

4. Transfer the resuspended cells to a 15 ml Conical tube.

5. Note: Check Solution EF2. If precipitated, heat to 60(C to dissolve. Add 1 ml of room temperature Solution EF2 and Invert twice to mix.

6. Add 1.5 ml of Solution EF3 and gently mix by inverting four times. 

7. Centrifuge the tubes for 20 minutes (2500 x g minimum).

8. Transfer all of the liquid lysate to a new 15ml Conical tube (avoiding the white precipitate). Note: There will be a thin layer floating on top the clear supernatant.  Recover the supernatant alone by rotating the tubes while pouring. The floating material will stick to the side of the tube.

9. Endotoxin extraction: Add 300 (l of EF4 (Red Endotoxin Removal Solution) to lysate and vortex at highest speed 5 seconds. Note:  EF4 is a viscous solution.  To pipette EF4 draw up and dispense slowly.  Then incubate at -20(C for 5 minutes followed by heating at 65(C for 10 minutes. Then centrifuge tubes for 10 minutes at 2500 x g. Note: After extraction, phase separation will result in a colorless top phase and bottom red phase.

10. Collect the top aqueous phase, being sure to avoid the red bottom phase as this contains concentrated endotoxin. Transfer the top aqueous phase to a new 15ml Conical tube (provided).

11. Repeat step 9 extraction procedure.  Transfer the colorless upper phase (lysate) to a new 15 ml Conical tube and centrifuge for 10 minutes at 2500 x g.  Check for a small red pellet at the bottom of the tube.  If present, transfer the clear supernatant without disturbing the red pellet to another 15 ml Conical tube. (ensures complete endotoxin removal)
12. Add 3 ml of Solution EF5 to the lysate and vortex 5 seconds to mix.

13. Place spin filter in 15 ml Round tube provided.  Load about 3 ml of sample into a Spin Filter. Centrifuge for 1 minute at 2500 x g. Remove filter cup and discard the flow-through. Replace filter cup into the 15 ml Round tube and add the remaining lysate supernatant and centrifuge again. Discard flow-through. 

14. Add 3 ml Solution EF6 to the Spin Filter and centrifuge 10 minutes then decant the flow-through. Centrifuge one more time with the empty spin basket for 5 minutes to completely remove the wash solution. 

15. Place filter cup in a new 15ml Round tube (provided), add 1 ml Solution EF7 to the middle of the Spin Filter membrane; centrifuge for 5 minutes at 2500 x g.

16. Remove the filter unit and close the tube lid. DNA is now ready for applications requiring endotoxin free plasmids.   











Version 02082008
Thank you for choosing the UltraClean( Endotoxin Free Midi Plasmid Prep Kit.


Hints and Troubleshooting Guide

Concentrating the DNA
Your final volume will be 1 ml. DNA is eluted into endotoxin free water. If concentration is necessary, the use of endotoxin free salts and buffers must be used during ethanol precipitation to maintain integrity. 

Disturbing the red pellet

Continue with the procedure even if you have carried over the red pellet.  The centrifugation step in step 11 will ensure the complete removal of the Endotoxin Removal Solution.  It is critical to have the lysate free of any residual Endotoxin Removal Solution.

Low recovery
If you do not get a tight white pellet after adding Solution EF3 and centrifuging for 20 minutes, but rather a very flocculent solution, you have incomplete lysis. Some flocculent is normal. Possible causes include incomplete removal of all media in step 2 or using too much culture.

DNA floats out of well when loaded on a gel
Residual Solution EF6 may have remained in the final sample. Prevent this by being careful in step 14 not to transfer liquid onto the bottom of the spin filter basket. Also, decanting the flow-through and spinning the filter an additional time (while empty) will dry the filter membrane and remove the residual ethanol.
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 92010
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 92010
For the distributor nearest you, go to our web site at www.mobio.com/distributors/
Technical information: Toll free 1-800-606-6246, or 1-760-929-9911   email: technical@mobio.com 
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