Desr Josh aud Esther, /'(? SE-L

The Pseudomounss cultures were shipped about a week ago, I
epologise for the delay, but upon openkng the envelopes I discovered
that some required re~lyophilizing before they could be ghipped.

The 1ittle viel of Kinetin included in the package was to have
been shipped with Bob's yesst cultures to Rubbo, but I forgot to
fnclude it, 30 seut it with the Pseudomours instead.

The crosses for the heterozggotes (Lac v, Gal +/~) you
requested are under wey, though it may take 2 while to get
suitable diploids.

The problems with the diploids snd their peculisr segregants
(thode which sppeared to cross with beth Lac . & Lac;, testers )
Bay turn out to be due to the testing conditions. It g igrs at
this point that I have no very good iudicstor for Lac Thet 18,
an Hfr which will consistenii§ produce papillae when cross-brushed
with §tr91ns ca§§§1ug Lec Qg with etreins csrrying
Lac or Lac The H}r M- Lac almost alweys has given a
nsgative react}on with W112 or its auxtrophic derivatives under
conditions used for testing segregrnts from the diploids. This
may be due to: 1) "the auxo§ hic markers. Newton hsg dste
indiceting W3120 ‘i&g Lac Hfr M-) recombines comsistently end
well with F~ Lacy o%otrophs. He has no data regarding auxotrophs,
however, and W112 and its derivatives used iu meking the diploids
are TLBl' 2) the Medium, Complete medium would probably be the
best to use from the standpoint that then i{deally ouly the
recombination of Lac markers would determine the resctioa. quortuntt91,
it is somewhet messy to score becsuge of reversions of Lac o 8nd
relstively wemk fermentation resctious. M-lactmethionine would
be ideal, except for potential varlability iu recombiuetion due
to the differeatcauxotrophic merkers of the segregauts from the 3
diploids. Also, for some reasoun, On M-lact meth, W3120 seems to
produce even fewers papillae due to recombiustion.

I used W3146 ‘as the indicstor for Laclwn2 in the results I
sent you lest time, This was due partly to my misunderstanding
sewton's dats, and partly te the fect that this straia gave )
the best reactious with coutrols., Although the results were not
very stroug or consisteut, in geueral, ou M-lactmeth W31lk6
combined more readily vith ¥112 nnd its derivstives than with
the Y87 stocks, eunabling one to distinguish betwees them.
dewton, however, has shown that W3146 should recombine with sny
Lacl +« The supposed restions may again be due to the difference
in auxotrophic markers,

Cross-brushes on M-lacimeth of F~ prototrophs x BHfr M~ to
test allelism agreed with Mewtcn's data, The aveilable Hfr Lacy
streins have been tested, but with no better luck, I em now in
the process of trying to derive & prototroph Hfr with a suitsble
lac marker., Meauwhile, the only promisiug spproach seems to be
to dc everything in duplicate or triplicete ou B-~lac 2nd ome or
more minimal medin.

T/ e key-sort aards were jJust where you sesid, Thsnk you.



