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T dM I ARk (alkaline lysis)
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shows the plasmid
DNA and
chromosomal DNA
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addition of NaOH
causes denaturation of
plasmid DNA and
chromosomal DNA

Acid addition
neutralizes the base
and m num renatmes
the DNA and plasmid

The clromosomal DINA
canght within the SDS/
lipids is pellet down in
cetrifuge and the plasmd
DNA 1s found mn the
lysate.
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(Plasmid DNA Extraction from E. coli )

|
‘ Discard the
supernatant
Transfer Centrifugation Add 100 pl of
1 5 ml (l4000rpm 1 min) P1 buffer
Repeat twice Vortex
N\ P
Add 150 ulof P3 Add 2 pl d’ARNase -
buffer /~\ (1 mg/ml)
\\ Mix by inverting the .
u tbe 5-6times  Add 100 il of P2
buffer
‘ ‘ Centrifugation
(16,000 rpm/10 min)

4

<N =) | =

\'¢ "~ Transfer the supernatant
u 1o a new tube

Add 3 volumes of cold
ethanol (-20° ()

Mix by inverting the Mix by inverting the

tube 5-6 times tube 10 times
Discard the
( supernatant
2
Storeat -20° ¢ Resuspend de DNA in Dry the pe!et at Centrifugation

50 ul of TE 37> € (16,000 rpm/10min)
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RNase " i#% % RNA

(3) Solution 3 : ¢ frsolution 2 3 & - iﬂf CEER A

™~ A B2
3M potassium acetate | ¥ solution 2 » SDSF J& » & 4 k-
v A4 27 % -k 2 potassium

dodecylsulfate (PDS) » i&m 4 &f 3¢

(4

5M acetic acid P foig kg

(2) Solution 2 : #-%0% % f2 - ;3 % 4 » solution 274

FhA kB R e 0 5 € @ DNA%TH -
EMA I
250 mM NaOH P Y T S GERTE

5% & 1 fndd T4 o B e

19% (W/V) SDS | ¢ Solution 3% &

(4) Washing buffer: 7 3 8 ER 2 8 > ¢ i ¢ B
DNA& B » *frdlis § enpr iv* & & > felution

R 23k o
ENA

10 mM Tris-HCI (pH 7.5) | 5 4
80 % Ethanol

(5) Elution buffer
NN

10 mM Tris-HCI (pH 7.5)
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(E. coli)
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e Created with SnapGene®
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{4902) Mot

Dralll (1326)

pGL4.32[luc2P /NF-KB-RE /Hygro]

(4498) AlwhI 6049 bp | Bpml (1580)
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1. 144 k% B+~ 4DNAA RNAZE pF > 3 ip1260nm 2 280nm e % 8 o 1 fhfr g i A &
Bk £260nm 2 280nm§ B < Sk E 0 FF E R R0 B3 4 5 d 280nmex sk B (F A o
F > Ajgopgott BT H IR S B o Bl % DNAZ Ajyopeott & 5 1.7-1.9 5 #l#
RNA—L A26O/280LL T_E_'-_ ;‘% 1.8~2.0 s e ;‘% 'h;' L_Lﬁ““h }i °

2. ez #E
g DNA AUV 260nm s sk @=1.0; 4p% * k& 50 pg/ml -
H i DNA UV 260nm sk m=1.0; g% >R 33 ug/ml -
H L RNA AUV 260nm sk @=1.0; 4p% >R 40 ug/ml-

Absorption

Mucleic Acid

240 260 280 300

wavalength (mmj
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HTr & B g (microcentrifuge tube)
1%k % it 7 (Spin column)

37°C-kisH

>k kB 3+ (spectrophotometer)

* 7 & |k ¥ (cuvette)




b &2~ %1% F(E. coli #+ F tpGL4.32) /i
100 0. a‘ﬁ/ﬁ‘—ﬁ%(ethanol) 70%;iF

50 mM glucose
25 mM Tris-HCI (pH 8.0)
10 mM EDTA (pH 8.0)

Bl (1 B AT fe )

0.2N NaOH

1% SDS

(1 ml 1IN NaOH + 0.5 ml 10% SDS + 3.5 ml H,O0 =5 ml /%

% 7% 1l 5M potassium acetate 60 ml
glacial acetic acid 11.5 ml
H,O 28.5 ml

Washing buffer
10 mM Tris-HCI (pH 7.5)
80 % Ethanol

Elution buffer
10 mM Tris-HCI (pH 7.5)

7 ll)

10% SDS(Sodium dodecyl sulf

S
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otube ¥ g+ # o 4c »~ 600 ylenwashing buffer » ¥k B i HReo 14 48 o
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*#-spin column# 1 #7942 #. ¢ (microcentrifuge tube) - 4c » 30ul<elution buffer & column ¥
FRE 24048 o

o1 H B i Ao le 48 K% A (elute)DNA » 2 f b= column > plasmid DNA ¢ &.™ = tube® -

spin colum
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