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	Order：(86)010-82796972

	Tech：13691030050

	Tech QQ：328153626


Version: 012514
Plasmid MiniPrep Kit 
Cat#：PL03
· Kit Contents and Storage
	Kit Contents
	Storage
	 50 Preps
 (PL0301)
	 100 Preps
 (PL0302)

	Buffer P1 
	4 (C
	15 ml
	25 ml

	Buffer P2
	RT
	15 ml
	25 ml

	Buffer P3
	RT
	20 ml
	35 ml

	Buffer PB
	RT
	16 ml                  31.5 ml
Add indicated ethanol before first use 

	Buffer WB
	RT
	15 ml                  25 ml
Add indicated ethanol before first use

	Elution Buffer 
	RT
	15 ml
	15 ml

	RNase A (10mg / ml)  
	–20 (C
	150 μl 
	250 μl

	DNA
Binding Columns
	RT
	50 
	100


All reagents, when store in indicated temperature, are stable for 9 months.
· Description
    The Miniprep system provides a fast, simple, and cost-effective plasmid miniprep method for routine molecular biology laboratory applications. Miniprep Kits use a modified alkaline lysis method and silica membrane technology to eliminate the cumbersome steps associated with loose resins or slurries. Phenol extraction and ethanol precipitation are not required. Plasmid DNA purified with Miniprep Kits is immediately ready for use. The plasmid DNA is suitable for a variety of experiments in molecular biology, including automated fluorescent DNA sequencing, restriction enzyme digestion, or transformation.
· Features
1. Organic extractions or ethanol precipitation is not required.
2. Up to 20 μg high-purity plasmid or cosmid in 30 minutes or less.
3. DNA is suitable for routine downstream applications. 
· Procedure
Note：

· Before the first use, add the indicated amount of ethanol into Buffer PB and Buffer WB bottles, mix well, and mark the bottle with a check.
· Add the provided RNase A solution to Buffer P1, mix, and store at 4°C.
1. Centrifuge bacterial cells from 1.5 - 4.5 ml E. coli culture at 9,000 rpm for 30 s. Discard the supernatant. 
2.     Note: If collect more than 1.5 ml baterial cells, centrifuge and discard more times in the same tubes.
3. Add 250 μL Buffer P1/RNase A. Vortex or pipet up and down to mix thoroughly. Complete resuspension of cell pellet is vital for obtaining good yields..
4. Add 250 μl Buffer P2 and mix thoroughly by inverting the tube 4–6 times.
    Mix gently by inverting the tube. Do not vortex, as this will result in shearing of genomic DNA. If necessary, continue inverting the tube until the solution becomes viscous and slightly clear. Do not allow the lysis reaction to proceed for more than 5 min.
5. Add 350 μl Buffer P3 and mix immediately and thoroughly by inverting the tube 4–6 times.
    To avoid localized precipitation, mix the solution thoroughly, immediately after addition of Buffer P3. Large culture volumes (e.g. ≥5 ml) may require inverting up to 10 times. The solution should become cloudy.
6. Centrifuge for 10 min at 13,000 rpm (~17,900 x g) in a table-top microcentrifuge. A compact white pellet will form.
7. Apply the supernatants from step 5 to the spin column by decanting or pipetting. Be careful not to disturb the pellet and that no cellular debris is transferred to the spin column.
8. Centrifuge at 13,000 rpm for 30–60 s. Discard the flow-through.
9. Optional: Wash the spin column by adding 0.5 ml Buffer PB and centrifuging at 12,000 rpm for 30–60 s. Discard the flow-through.
    Note: This step is necessary to remove trace nuclease activity when using endA+ strains such as the JM series, HB101 and its derivatives, or any wild-type strain, which have high levels of nuclease activity or high carbohydrate content. Host strains such as XL-1 Blue and DH5α™ do not require this additional wash step.
10. Add 600 µl Buffer WB, and centrifuge at 12,000 rpm for 30 s. Discard the flow-through. Repeat Step 9 with another 600 µl Buffer WB.
11. Place the spin column back into the same collection tube. Centrifuge the empty column at 13,000 rpm for 2 min to completely remove ethanol from the column.
    Note: It is important to dry the membrane of the spin column, since residual ethanol may interfere with subsequent reactions. This centrifugation step ensures that no residual ethanol will be carried over during the following elution.
12. Place the column in a clean 1.5 ml microcentrifuge tube. Add 50-100 µl of Elution Buffer (Optional: pre-warm the water to 70–90(C will increase the DNA yield) to the center of the column membrane. Incubate at room temperature for 2-3 min, and centrifuge at 12,000 rpm for 1 min to elute the DNA.
    Note: Use smaller volume(minimum 30µl) of Elution Buffer will obtain higher concentration.

    Optional: Put eluate back to the spin column to repeate elution once. This increases concentration of DNA about 10-15%.
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