Russe“! P. J. Enrichment for cold- Tritium suicide is defined 0% the ¢eath of cells coused by the decoy of tritium that
hos become incorporated into their macromolecular components. It has been ysed

sensitive mutants by tritium suicide.
as on effective enrichment procedure for the isolation of temperchre-sensiHVe
and auxotrophic mutants of yeosf and E, coli and for the isolation of ouxotrophic
mutonts of Aspergillus flavus. The odvantage of tritium suicide over other enrichment procedures is that it can be mode relatively
specific by the use of particular tritiated compounds. The following is a description of g method devised %o select for cold-sensi-
tive mutonts of N. crgssa using fritiated uridine.

Conidia of wild-type strain 74A were mutogenized with 15 Lg nitrosoguanidine ml=Vfor 3 h at 25 C with shaking. ~ Under there
conditions @ 77% Kkilling wes obtained. Conidia, washed free of the mutagen, were suspended in Vogel's minimal medium tg g
final concentration of | ,4 x ]07 viable conidia mil- Two 5 ml sampler were incubated with shaking at 25 C in 50 ml Delong
flasks for 1.5 h and then equifibrated to 10 C. [5-3H] uridine {Schwarz-Mann, specific activity 8 Ci mmol=1) was added to one
scmple to @ final concentration of 40 pCi m!'], The other (control) culture received no label. The flgsks were incubated for
24 h at 10 c with shaking, after which time the conidio were woshed twice with water, resuspended in 5 ml of Vogel's minimal
salts and then stored at 4 C.  Viability in both the experimental and control gyltyres was determined at this time (zero time) gpnd
at wvaripus timer thereafter.

After |9 days of sterage, viability of the control culture was 86% that of the zero time valve, whereas viability in the experi-
mental culture hod dropped to 7% of the zerp time control value. At this time samples from both cyltyres were plated pn Yogel's
complete medium and putative cold-sensitive mutants rescued as described by Sch[iﬂ and Russe!! (1974 J. Bacteriol, 120: 666).
No cold-sensitive mutants were obtained from the control culture, whereas 86 mutant strains were isolated from on equivalent
plating of the experimental culture. This plating represented only a small fraction of the total culture.

Thus tritium suicide appears to be @n effective enrichment procedure in_N. crassd, also. The use of fritiated uridine as the
tritium sgurce should hove enriched for mutgnts with conditional blocks in RNA mefcbolism, and this |s currently being [nvesti-
goted. A further advantage of this method over filtration enrichment as a means of selecting for cold-sensitive mutants is that
the risk of contamination appears to be reduced considerubly, = = = Bjology Department, Reed College, Portland, Oregon 97202.



