Feburary 7., 1971

Dy, David Ward

Imperial Cancer Research Fund
Lineoln's Inn Flelds

M,‘ wic-Zp Ensllnd

Dear David:

Euclosed are 3 tubes of E, celi B restriction endonuclesse in
507 glycerel, The enzyme proved stable in 50% glycerol at -SO§ for
at least 10 days, This preparatien is the G-200 Sephadex faction
as described by Roulland-Dussoix and Boyer in BBA 195, 219, 1969;
prior to glycerol additiem ft was in ,01 M KPO,, pﬁ - 005 M '
mercaptoet 1~ ,001 M EDT4. Tested lglimtkhigh specific activity,
sonicated -T7 DNA (2 x 107 cpm/ug), it had no detectable exonuclease
sctivity under the conditions of the B enzsyms assay. Te cleave SV40
DNA we use the following conditions:

SV40 DRA I - 20 vy/ml 6 X
Mix = 4 )\
Enzyme (307 glyesveol) 10 A

36° x 30 minutes

Step reaction by adding EDTA to 015 M

Mix: SAM .06 M in .01 N uzs% 10 A
Tris Cl pH 7,6 1M 20 )\
ATP 06 M 10 3y
DIT 03 M 10 A
MgCl, 0,3 M 10 A
wcta; &8 )

With the amount of enzyme given above 0,03 ug DNA was converted to a
heat denaturable form {n 5 mimutes. The reaction slows down after
about 15 minutes and generslly I add more ensyme after 15 minutes,
Recently I have found that the formation of form III proceeds at s
decreasing rate for > 30 minutes and I suggest therefore that you
incubate up to 1 hour,
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To assay the enzyme we incubate fior 5 minutes using radiocactive

DNA and add 5 volumes of 1 x SSC, This is heated at 100° for 2 minutes,
quickly chilled {n fce and passed through an 545 B-6 filter to count

denatured DNA, One unit of enzyme {3 the amewmt that converts .01 ug
5V40 DNA I to a denaturable form in 5 minutes,

I hope the enzyme works when 1t arrives and does what you need,
Let me know 1f I can be of further help,

Best wishes,

Sincerely,

Dantel Nathans



