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Prepare ce l;\by.qronth overnight in LB + saltose. Concentrate two fold .

in 10 a' T 2% 7
IRAE o - o 200%  KA{ -

Incubate ~cells (8.2 al) and phage (2 x 18" or 2 pul of lysate) at 37°C g /VUZ_ LeCyy

for 15 minutes, then add thes to S8 al of NIC Broth. incubate culture at g

37°C tin lysis (approx. 8 to 12 hours: O.N. is 0.K.),

Add 8.2 al of chlorofora, shake and let separate. Decant super into 48 , ¢ Sat RPM
sl S5-34 tentrifuge tube ard clear at 12K RPM for 28 ein.” Decant super IOWa

to large SW-28 centrifuge tube, leaving tube about 1/2 inch froa full.

Underlay lysate with a pasteur pipette full of 48% glycerol in i buffer
(58 oM Tris-HCl, 12 w¥ MgCl,). Balance tubes with fresh NIC Broth. Spin
tubes in S¥-28 roter at “SK RPN for 2.5 hours. SW | I A HO K /b?"

Four, of¢ super and invert tubes for about 1B ain. Wipe excess liquid foo

- : i 200 pd T
froe c¢ides of tube and add 8.5 al of T¥ buifer. Kecucpend with gentle D P
shaking on rotary shaker. Trancter tc an eppendorf tube {if there 1s
considerable debris then spin briefly and transfer cuper teo fresh tube.

2 sg/al) and 2.5 yl of RNRse (18 sg/sl) and incubate
inetes, | id 58 pl of B.5 M EDTA ang heat S
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Heat at 85 C for 2% minutes {precipitaete giesuivss), " Imvarl 1o aliv.

The h ¥ e, zipnery < c g i =z gh=to Demraimid-o= azj
Chill in wet ice slurry for 19 ein f{guess whal?,, Precipitaiz {orasi.

o . -
Spin in sicrofuge vor i3 ainut iew tube,
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2¢d 1 wvol. (8.6 g1} of 1copropancl, six siowly to <org
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BNA precipitate,  *Fish® precipitate with a draws sicrepipstte and wash
in ! al of 72% £70H.  “Touch O41" excess ET0H o side of tube and
trensfer DNA to {38 to 283 ui of Tc (18 tH Trxs-rC « 8.1 & EDTRL. ) o L

Ry [NV R VW /(/ { coaky /)\ LN T | SAA SN
This DNA has been used not only for lrestriction analysis, bug has alsa : Ju 9 o
been used for various in vitro reactions involved in phage consiruction -~ e
(DNA polyaerase fill-in and linker ligation, end labeling, etc.! ) -
Rarzly, one zees £0az nuclzece conterinziien in these DNA creparatiors, S, : o
when noted this can be gorrectes 2y ohencl exiraciion, precipitation, ~ /, V

znd "re-fishing"
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