JOURNAL OF BACTERIOLOGY, Oct. 1980, p. 28-35 Vol. 144, No. 1
0021-9193/80/10-0028/08$02.00/0

Isolation and Mapping of a Mutation in Escherichia coli with
Altered Levels of Ribonuclease H
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was isolated after mutagenesis with ethvl methane sulfonate. A procedure for
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assaying RNase H in partiallv purified extracts was used to screen avoroximatelv.
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then added. and incubation was continued for 10 min. terminations were used to adiust the size of aliauotto

.

a slurry of dry ice-ethanol and then placed in a water  solubility was determined as described previously (13).
bath at room temperature. When thawing was com- Tvoe C was based on_the reconstitution of

_— —

_ plete. the travs were returned to an ice-water bath. RNase H in SDS-nolvacrylamide gels containing

—
; Plpolv(rA)- polv(dT). The procedure is brieflv out-

.. DNA and RNase

3 I

of 100 ul of solution D per well and incubated on ice lined in Fig. 1 and will be described in detail elsewhere
for 10 min. The trays were then centrifuged at 3,000 (manuscript in preparation). Reconstitution was done
rpm for 10 min, and the supernatant was removed. at 42°C.

Elution of RNase H was accomplished by the addition Solutions. Reagent A was 10 mM Tris-HCL. pH

=
= ——————— |
= "

]

of 50 ul of solution E to each of the trays. After the 7.9, 0.1 M NaCl, and 25% (wt/vol) sucrose. ReagentB
— ]

contents were blended in a Vortex mixer, the travs was 0.3 M Tris-HCL oH 7.9. 0.1 M disodium EDTA. .
_

e

were centrifuged for 10 min at 3.000 rom. At this point. _and lvsozvme (4 mg/ml). gent C was 1 M NaCl. _ .

4
the supernatants can be frozen at —20°C until assayed. 0.02 M EDTA, pH 7.0, and 0.08% deoxvcholate. Re-
Screening could be accomblished on 400 colonies per agent D was 0.157 M NaCl. 0.01 M dithiothreitol and :
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dav bv this procedure. For mapping experiments. the  17% (wt/vol) polvethvlene glvcol 6000. Reagent E was '
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F16. 1. SDS-polyacrylamide gel assay of RNase H. Lvsozvme-EDTA extracts of 14 metD"* transductants

H
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and KWM!M!’ strains were electronhoresed in a 15% SNS-nolvacrvlamide cel which "
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