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Endotoxin-Free Maxiprep Kit (BAC/PAC compatible)

Catalog No.：GF2703

Catalog No. Preps

GF2703-10 10

GF2703-20 20

 INTRODUCTION

Gene-Foci Endotoxin-free Maxiprep Kit provides a fast and column-free method for purification of regular sized

plasmid or large plasmid, including BAC/PAC, P1, or cosmid DNA from 100-200 ml bacterial cell culture. This kit is ideal for

large scale (up to 500ug) endotoxin-free, molecular biology level plasmid DNA preparation. All the buffers and solutions are

compatible with BAC/PAC plasmid extraction. The column-free method helps protect the integrity of large fragile plasmid

DNA. The OD260/280 ratio of BAC/PAC product is around 1.8. Typically, 140 ml of overnight culture in LB or 2x YT media

produces 200-500 ug plasmid DNA. Isolated plasmid DNA is endotoxin-free, and is suitable for enzyme digestion, PCR

amplification, sequencing, DNA labeling and other manipulations.

 Kit Contents And Storage Conditions

Miniprep Kit
Storage
Conditions

10 preps 20 preps

RNaseA（10mg/ml） -20°C 650 µl 1.3 ml

Buffer P1 4°C 65 ml 130 ml

Buffer P2 RT 50 ml 100 ml

Buffer P3 RT. 55 ml 110 ml

Wash Buffer A RT 1.5 ml 3 ml

Wash Buffer B RT 7.5 ml 30 ml

Endotoxin-OUT -20°C 2.5 ml 10 ml

This kit can be stored at room temperature for up to 18 months without showing any decrease in quality and yield.

 NOTES

1. Before use, add the provided RNase A solution to buffer P1 (final concentration 100ug/ml), gently mix well, and store

at 2–8°C. If the RNase A in buffer P1 get inactivated due to long term or improper storage， there might be small

amount of RNA contaminant in the extracted plasmid DNA. To avoid the RNA contamination, just add more RNase A

to buffer P1.

2. Endotoxin remover Endotoxin-OUT can be stored at 4°C for 1 month, for long term storage, store at -20°C.

3. When stored at low temperature, SDS in buffer P2 may precipitate out. To redissolve SDS pellet, warm up buffer P2 in
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a 37°C water bath. To avoid bubbling, do not shake buffer P2 vigorously.

4. Recap the bottles right after use to avoid unexpected oxidation, evaporation and change of pH due to long term

exposure to air.

 HIGHLIGHTS

1. Unique column-free method helps protect the integrity of large fragile plasmid DNA.

2. Endotoxin remover extraction step can efficiently clean up most of the bacterial endotoxin.

3. Culture/preparation volume is scalable, you can choose the bacteria culture volume used in plasmid extraction

according to your DNA yield expectation.

4. Fast and toxic-free. DNA yield and purity is comparable with plasmid DNA extracted with branded counterparts.

Maxipreped DNA can be directly used for most molecular biology applications, such as enzyme digestion,

transformation, PCR amplification, in vitro transcription and Sanger sequencing.

 ATTENTION

1. Plasmid DNA yield is correlated with cell density in culture, copy number and other factors. When extracting low copy

number plasmid or large plasmid (>10kb, e.g., BAC/PAC), larger culture volume should be used, also increase the

amount of buffer P1, P2 and P3 used in extraction steps proportionally.

2. Buffer P2 and P3 contain corrosive and irritating chemicals, wear gloves when handling. Avoid direct contact with skin,

eyes and clothes. If contaminated, rinse with large amount of water immediately.

3. Handle the sample with care when extracting large-sized plasmids. Use wide-bore pipette tips to avoid mechanical

shearing of DNA.

 PROTOCOL: Isolation of Plasmid DNA Using Gene-Foci Endotoxin-free Maxiprep Kit (Please Read

the Attention Part Before Start)

Hints：

 Add the whole vial of RNase A into buffer P1, mix well. Store buffer P1 with RNase A at 2-8℃.

 Before start, set a water bath to 60℃, set a heat block/water bath to 42℃.

1. Harvest 100-140 ml E.coli culture containing your plasmid in appropriate vessels by centrifugation at

3,500-5,000xg for 10-15 minutes at 4℃. Aspirate or decant medium. Invert the vessel, use a fine paper tissue

to blot excess liquid from the wall of the vessel to ensure most of the medium is removed.

2. Resuspend the cell pellet with 5 ml buffer P1, vortex vigorously to ensure complete resuspension.
Resuspend cells completely by vortexing vigorously. Complete cell pellet resuspension is essential for obtaining good

plasmid yield.

3. Add 5 ml Buffer P2 and gently invert the tube 6–8 times to mix well， incubate at room temperature for 5

minutes to lyse cells.
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Mix gently, do not vortex. As vigorous vortexing may result in DNA shearing. Do not allow the lysis reaction to proceed

for more than 5 minutes.

4. Add 5 ml ice-cold P3， immediately but gently invert the tube 6 -8 times to mix well. Incubate on ice for 5

minutes to facilitate precipitation，then centrifuge at 12,000~16,000 xg for 10~15 minutes.

To avoid localized SDS precipitation, mix the solution immediately after adding Buffer N3.

5. Carefully transfer the supernatant from step 5 to a clean 50 ml centrifuge tube.
If there is still white pellet in the supernatant, repeat the spin and transfer the supernatant to a clean 50 ml centrifuge

tube.

6. Add 10 ml isopropanol to the supernatant, invert the tube several times to mix well.
Optional: Incubate at RT for 10 minutes.

7. Centrifuge at 12,000~16,000 xg for 10~30 minutes to pellet plasmid DNA. Carefully decant or aspirate
supernatant. To ensure all traces of the supernatant are removed, invert the tube and put on a clean paper

towel to blot excess liquid from the wall of the vessel.

8. Wash the DNA pellet with 5-10 ml 70% ethanol, centrifuge at 12,000~16,000 xg for 5 minutes, aspirate the
supernatant and invert the tube and lean against a clean paper towel to air dry the pellet.

9. Add 1.4 ml buffer P1 in the tube, pipette up and down gently with a wide bore pipette tip to dissolve the DNA
pellet. Transfer to a clean 1.5 ml centrifuge tube.

Optional but recommended: Incubate the tube at 60°C for 10-20 minutes. (This step helps to remove the residual RNA

from the DNA).

10. Centrifuge at 12,000~16,000 xg for 2 minutes, split the supernatant and apply to two 1.5 ml tubes (700 µl in
each tube). Add 55 µl wash buffer A in each tube, invert several times to mix well.

11. Add 80 µl ice-cold Endotoxin-OUT into each tube, invert 10-15 times to mix well, incubate on ice for at least 5
minutes, invert the tube to mix every other minutes.
The supernatant should turn turbid after adding Endotoxin-OUT. After incubate on ice, the supernatant should be clear

again.

12. Incubate at 42°C for 5 minutes, invert the tube to mix every other minutes.

13. Centrifuge at 12,000~16,000 xg AT ROOM TEMPERATURE for 5 minutes to separate the two phases. The
upper hydrophilic phase contains plasmid DNA, the lower hydrophobic phase contains endotoxin and other
contaminants. Carefully transfer the upper phase to a clean tube without disturbing the lower phase.

The Centrifugation has to be performed at RT (~25°C). The two phases cannot be separated when the temperature is

below 20°C.

14. Add equal volume of wash buffer B (~750 µl) to the upper phase from step 14, gently mix well, and incubate on
ice for 10-30 minutes. Centrifuge 16,000 xg at 4°C for 10 minutes, discard supernatant with out disturbing the

DNA pellet.

15. Wash the DNA pellet with 1 ml 70% ethanol, centrifuge at 16,000 xg for 2 minutes, discard the supernatant.
Repeat the wash one more time.

16. Carefully remove as much supernatant as possible without disturbing the DNA pellet, air dry the pellet for
5-10 minutes. Add 200-500 µl TE buffer to dissolve DNA pellet.

http://www.gene-foci.com

	ATTENTION

