Identification and Analysis of Recombinants

IN SITU HYBRIDIZATION OF BACTERIOPHAGE A PLAQUES

Lo wocolhction of recombinant bacteriophages has been prepared. it 1=
cecewary oo adenttyoand psolate specific desired recombinants from the

.. snen The most commonly used method involves ~creemng of bac

vorhage oiagues by hvbridization with “P-labeled DNA probes Benton
4 Duvis 1977 Bacteriophages are plated at an appropriate density. and
s cmprint ot the pattern of plaques i« obtained by gentv lavering a
v cellulos- filter tor nvlon membrane) onto the surface of the top agarose.
B eriophaoe particles and DNA are transferred to the filter by capillary
e in we exact replice of the pattern of plaques. After denaturation with
Lot the DNA s irreversibly bonded to the fiter by bhaking and is then
Coedized o the “Polabeled probe. Excess probe s wiashed awav, and the
“eeve are chen exposed to o autoradiographic filtm. Hybridizing plagues.
ified Beoaligning the film with the original agar plate. wre picked for
coetmer ancivais, This method s particularly valuable for identifving small
«rhers of recombinant bacteriophages that carry sequernices of Interest in
o volex ¢DNA or genomic DNA libraries (Sim et al. 1979

T <creern o library of mammalian DNA rgenome complexity 3 - 107 bp
corral hurdred thousand recombinant plagques must be examined. Table 2.6
< the mueximum nunber of plaques that can be sereened i ocul

lture dishes

1

CGitterent sizes. In the following example. the volumes viven wre suitable
S sereenine approximately 50.000 plagues in a 150-mm petri dizh,

TABIE 2.6 Numbers of Plaques in Culture Dishes of Various Sizes
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