Note: for laboratory research use only.
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Kit Content, Storage and Stability

Content Storage 5 preps 10 pre.s
(DP2501) (DP2502)
RNaseA 20°C | 4001(10mg/ml) 7%01(20mg/ml)
BufferP1 4°C 50ml 100ml
BufferP2 RT 50ml 100ml
BufferP3 RT 75ml 150ml
BufferPE RT 50mi 100ml
BufferwB RT 15ml Soml
Add the ration ethanol before use.

BufferEB RT 15ml 20ml
SpincolumnAC RT 5 10
CollectionTube RT . 10

(50mbD

Notes:

1

Please add the ration ethanol into Buffer WB before use, vortex adequately, and

then mark the bottle to avoid multi-adding!

concentration is 100mg/ml, then store at 4(.

Buffer P2 may precipitate under low temperature. Incubate to 37°Cfor a moment

until clear,thencooldowntoRTforuse.

All reagents are stable for 12 months when stored properly.

. Please add all the RNase A in the tube into Buffer P1 before starting; the final

Please keep all reagents’ lids tightly when not in use to prevent reagents

evaporating,oxidationandpHchange.

[1. Principle

ThekitappliestheimprovedSDSmethodtorapidlylysecells,thenDNAselectively

absorbs on silica membrane in high salt solution. Take a serial of

elutioncentrifugation steps to remove cellular metabolites and proteins etc. Finally

uselowsaltelutiontoelutepurifiedgenomeDNAfromsilicamembrane.

Features
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. Poisonousphenoletcisnotusedinthiskit.

Multielution can ensure highquality DNA, which are suitableffior all kinds of

molecularexperimentssuchasPCR,Southernblotandenzymedigestiondirectly.

. Thesilicamembranesinthespincolumncomefromtheworldfamouscompany.

Theyieldofplasmidisaround0.51mg/100500mliculture.

IVV.Notes

1.

All the centrifugation steps can be performed at RTand8,000rpmin
traditionalcentrifugewith50mlrotor.

Buffer P2 contains the stimulating compound; please wear latex gloves to avoid

skin, eyes and cloth to be contaminated. If that, please wash with water or

physiological saline.

. The vyield of plasmid depends on culture concentration and plasmid

number.  For stringent plasmid or the size >10kb, increase the volume of
inoculatedLBforextracting,withrationalincreasingvolumeofBufferP1,P2and

P3.

TheagarosegelelectrophoresisandUV —spectrometercanbeusedfordetecting

the concentration and purity of the plasmid. 10D,, may be 50Cg/ml DNA. The
supercoiledplasmidconformationsmaydisplaydifferenttypes,singleortwoeven

more bands in agarose gel electrophoresis, because their types are influenced by

culturetimeandoperationsofextracting.

. PleasedigestplasmidtochecktheexactsizewhencomparedwithDNAmarker.

ThereisnoEDTAInBufferEB,whichwillnotaffectdownstreamreactions.Also
use water to elute DNA, but please ensure pH>7.5, and store at 20°C. Low pH
willdecreasetheelutionefficiency.Forlongtermstorage,dissolveplasmidinTE
(10mM TrisHCI, 1ImM EDTA, pH 8.0). But please dilute the DNA solution

beforeusebecauseEDTAwillaffectthedownstreamreactions.

V. Procedure
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Please add 75 ml ethanol to 25ml Buffer WB (5 preps, DP2501) or 150ml ethanol

to 50ml Buffer WB (10 preps, DP2502)! ]

Please add all RNase A in the tube intoBuffer P1 before starting; the final

concentration is 100mg/ml, then store at 46.

Please check the solution for precipitate, and incubate at 37°C until clear if

necessary!

Please keep Buffer P2 lid tightly after use!

1. Harvest culture (100500ml) in a 50 ml centrifuge tube by centrifuging at
8,000rpmfor1015min.Discardsupernatantasfaraspossible.

2. Add9mlBufferPlandsuspendcellscompletely.

If not, affect cell lysis and seriously decrease yield.

3. Add 9ml Buffer P2, and then overturn 610 times to mix thoroughly and gently
untilclear(about4min).

Please overturn to mix thoroughly and complete this procedure in 5 minutes,
avoiding breaking plasmid.

4. Add 14.4ml Buffer P3, thenoverturn tomix thoroughly and gently until the
flocculated precipitate appears, and incubate at RT. Then centrifuge at 8,000rpm
forl5min.

5. PlaceSpincolumnACintoCollectionTube.Addthesupernatantfromstep4into
Spincolumn AC (once 10ml), centrifuge at 8,000rpm for 3min, discard
flowthrough.Repeatuntilallsupernatantadded.

6. Add10mIBufferPE,centrifugeat8,000rpmfor5min,anddiscardflowthrough.

7. Add10mIBufferWB(please check if ethanol added!), centrifugeat8,000rpm
for3min,anddiscardflowthrough.

8. Repeatstep8.

9. PlacetheemptySpincolumnACbackontheCollectionTube,centrifugeat

8,000rpm5min.

10. TransfertheSpincolumnACtoacleantube,add1.5mlbufferEB(having
beenincubatedat6570°C),stayforiminatRT,thencentrifugeat10,000rpmfor

3min.BufferEBisTrisHCI(pH8.0),doesnotaffectdownstreamreaction.
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V1. Troubleshooting

toBufferwWB

Problem Reason Solutions .
Noantibioticin Ensuretheliquidandsolidculture
culture,which containstheantibiotic.
causethenon
transformants
overgrowth.

Timeofculturing | Inoculatefreshcellsintoliquid

istoolong;the cultureandthetimeofculturingis

oldcellsbegin notoverl6hours.

lyse.

Usestringent Adviceusingtherelaxedplasmid,

plasmid orincreasingvolumeoftreatment.

Theconcentration | Harvestcellsuntilthe[As.]=24.

Lowyield istoolowornot

enough.

Cellsnotlysed Pleasedon’ttreattoomuchcells;

adequately. suspendcellscompletelyinBuffer
P1; AfteraddBufferP2,the
mixtureshouldbestickyand
transparent.

ByUv — Usetheagarosegelelectrophoresis

spectrometer,the | todetermineconcentration.

concentration

usuallyisonthe

highside.

Lowelution Please read step10-12 and Notes 6

efficiency before starting.

Noproduct Ethanolnotadded [ Add the ration ethanol before

use.
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Thereistoomuch
ethanolinthe
elutionbuffer;
andtheDNA
floatoutthelanes
before
electrophoresis

Ensurehavehadstep10,andno
ethanolremains; lficreasethe
volumeofloadingbuffer

DNAdigestion
inhibition

Elutedsilica
membrane

inhibitsdigestion.

Centrifugeat8,000rpmforl
minute,carefullytakethe
supernatanttoremovecontaminant.

Ethanolremains
inspincolumnor
collectiontube
bottom.

Ensuredostep10,andwaitfora
momenttodonextstep

Contaminatedwith
genomicDNA

Intheprocessof
isolation,the
genomicDNA.Is
broken.

Dostep3andoverturn to mix
thoroughly and gently.Donot
vortexandshakerigorously.

Nickedplasmidor
denaturedplasmid
bandappearedin
frontofsupercoiled
one

Timeforstep3is
toolong.

Please do step 3 in 5 min.

Contaminatedby
RNA

RNaseAnot
addedintoBuffer
P1;Toomuch
cellstreated;or
RNaseAis
inactive.

EnsureaddRNaseAintoBuffer
P1;IfBufferP1lhavebeenstored
over3months,thenaddnew
RNaseAintoit; Don’ttreattoo
muchcells;whencellsare
suspendedinBufferP1,pleasewait
amomentforRNaseAreaction.
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