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Protoco,11 : Pilasmid DNA Puriific:atio,n Usi ng the QIAprep 
Spin Min1iprep Kit and a Mic:rocentrifuge 
This [Prorncol is c:msig ned for pur if io anolil of up to 20 µg of lh i gh-copy plasm id DNA from 
1-5 ml overn ight cul tures of E coli ilil LB llur iu-Bertan i] mediu rm. For pur �ncafion of 
low-copy plasmids. cmd oosmjds., large plasm[d:s. {> 1 0 libI, and !DNA prepcr,1:1d us i ng 
oJher methocfa

1 
refer lo the irecom men daf ions. on page 44 . 

Please nMl!d NJmpomllnt Not-et' o:n pages, l 5-21 before starling� 

Note: .Alll pro'toc-ol sf.@ps, shooldl !be carried oot· ,ot 1rioom mmp!!mhlrie. 

Pweedum 

1. lltasusp!!nd p@ll1@ted bmcmriol ce[ l1 i'1111 2:50 pl IBuffffl' P 1 and lmlnsf@r lfo a micro
,ammifvge: moo. 

5 m, ur,e miat RNase A has been added lo Buffer P 1 . No 01:111 dumps should be visibl e 
,after reiws.pen s.ion of the pel l ei . 

If Ly�foe roogenl ho s [been added to Buffer p ·1 , vigprously shake the !buffer bof.
tle [o ensure LyseB l ue partidles are com pletely d i sso lvoo_ The bacteria should be 
resuspendoo comp l e rely by vorf.1:1:xililg or p ipeffiing u p and doWlil 11ntil lilO ,cel l du mps 
rema in . 

2 . Add 2:50 pl Buffeir P2 and mix ·tha-oughly by i111,vem111g the rube. 4-6 limes. 

Milx. gently by inverlililg the rube . Do lilot vortex:
1 

as lh is wil l re51 uft in sh1:1aring of 
gelilorrtic DNA. I f llf!Oessary

1 
contililue inverti lilg the moo 1.mlii l the 510luliolil be-oom1:1s 

viS10ous and s l ig htly door. Do not ,a llow ihe lysi s roocfiolil to proceeid for more thalil 
5, min . 

If Ly-seRl ue lhas. been added lo Buffer P 1 lhe oell suspens [olil wil l rum blu,a, ,after addi
t ion of Buffer P2 . Miix i ng shou l d re-51uft in a homogeneously oolor,1:1d sos.pension .. n 
th,a, su51pension con tain s loool i zed colorJ es.s reg ions or if browni sh 01:11 1 d l um ps. ,a re 
s.ti l I vis ib le, oolillin ue m ixililg lhe solution Ulilfi'I ,a homogel'lE!Ot.1sly ,colored suspensiolil 
[ s. adh ie-ved. 

3, . Add 3501 pl lluff@r N3, and mix immediot@ly and ·lhcroogMy by invffl'ling the rube 
A--6n.mes. 

To ,avo[d l occdi�1:1d precipi ta t ion, m ix. the solution thoroughly, im med i a taly aftf!f 
,ad diliolil of Bu ffer N 3. Iha rge cJ l ru re vol umes le_g_ .: 5 m i i may re.qui re inverting u p 
fn ·1 0 1im1o1s . The so luti on shoJld be-come d l oudy . 

If Ly"Se8.lue reagenti has be1:1n used , fhe wspension :should be miixed unt i I ,a ll trace 
of b l ue has ,gooo and the 51uspens. i on i s col orless_ A homogel'lil:'Ous colorless s.us.
pelils i on indi oakls thal lhe SOS has beefl ieffocfiv,e 1 y preci pifatl:ld. 

A. Cenmfvge: ifor 101 min at 13,rDOO 'iPm l.... 17,9.001 xs) in a mbie--,'fop micm:,cenmfug@. 

A ,compact -white pe 11et wi[ I form . 
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s. Apply tu supemamnts rrom smp 4 m � QIApirttp sp:in1 �olumn by clecianfing GI[ 

pipeHing. 

6. Centrifuge for 30--60 s. IIDiscaird the Row"'thrc:iugh. 

7. lscanunended�. Wash lhe QIApirap spin eolumn by adding 0.5 ml &Mar PB and 
icsnlrifuging for 30-60 s. lliKard the flow-,th:rriough. 

Th i .s .st�p i .s necessary to r, emov, e lraoe nocleose actMly when u sing em::£4,1. s.1r,a i lil s 
.s11c-h OS loo JM :s.eries.r IHB l ffl a nd its. derivat iv, ei.s, OF •OlilY wil d-type sfrninr which 
have high lev, �l s of n1.1cleose ,activity or h igh oa rbohydmm oon fent . ll-losl s.1r,a i ns 
.s11c:h as. Xl-1 R l ue and DH5ano ,do not requ ire 1h[s. ,add i nona l wash .smp . 

8. Wash Q�p�p �pin �olumn by adding 0.7.5 ml Buffer PE and CMhiifvging fm 
30---601 s. 

9. IDism:ird the flow,.thmugh" md mnfmug� for m11 addifiondll 1 min m llfMlOV@ rmickml 
wmh1 lbuffarr. 

llmportc111:ti:: Res[dual wasih bu ffer wi"II lilot oo completely riemoved tmleiss Iha 
flow..ihroLJgh i .s d [scarded before Eh i s add itiona l celillr i fuganon. . Res. i dool ,ethanol 
from Buffer PIE may ililhibit S'lllbseiquenl enzymanc reac--liolils. 

10. IPki�e ilne QIApirap column in a dean 1 .5 1m1 miorrocelilmfuge tube. lo elute DJ/IIA, 
a&I 5,0 pl Buffer El (10 mM 'Tl'iis-C� pH 8.Sj or water to the cMlm of each QI.Apll'� 
:spi'n mlum111" let :stand for 1 min; and] mntrifug� for 1 min,. 
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