
McNelly. Caroline. Growth of a histi- The abundance of growth and conidiation of the 
dine strain, hist-2 (C94), of Neurospora double mutant, hist-2, nit-2 (C94, 43002), was 
w. found to decrease as the strain was successively 

backcrossed to either Lindegren or Abbott 
wild-type. Using a conidial suspension as inoculm, the following media were tested:- 
minimal reproductive (Westergaard and Mitchell, 1945), pH 6.7, with histidine and nico- 
tinamide added in a ratio 1:l and 2:l; malt, peptone and yeast medirr (Frost, this Newsletter) 
pH 6.5, with histidine and nicotinamide added in a 1:l ratio; and complete malt medium, pH 
6.5, supplemented with histidine only. All showed sparse growth and slight conidiation. 
Bacto-peptone medim (Frost, this Newsletter), pH 5.0, with no supplement and with added 
histidine: nicotinamide ratios of l:O, l:l, 1:2, and 2:1, also showed poor growth. HOWeVer, 
this medium adjusted to pH 6.5 - 6.7 showed wild-type growth and conidiation in all cases 
where histidine had been added. The same results were found for ascospore germination from 
the cross CT. +. + (F945) x +. hist-2, nit-2 (C94, 43002). It has been found that bacto- 
peptone from different sources varies widely and the ratio of histidine to nicotinamide 
added must be adjusted to suit the batch of peptone used. In all cases, however, wild-type 
growth and conidiation is achieved only at pH 6.5 - 7.0. 

Munkres . K. D. A method for the The preparation of acetone powders from animal 
preparation of mycelial acetone tissues for enzyme extraction and purification 
powder of Neurospora. is now a classical procedure. Ths following 

method has proven practical for the prepara- 
tion of acetone powder of Neurospora mycelia. 

All operations are made at room temperature in a well-ventilated room. Mycelia are 
frozen in liquid nitrogen and disrupted by grinding for a few ninutes in the metal cup of a 
homogenizer (a homogenizer or Warincl blendor) in the presence of excess liquid nitrogen. 
When the liquid nitrogen has evaporated and the temperature of the cell mass has risen to 
~a. -200, three volumes of acetone (-Zoo) are added, and homogenization is continued for l-2 
minutes. The resulting slurry is immediately transferred to a Buchner funnel on QJhatman 
No. 3 MM filter paper and vacuum is applied with a water aspirator. As soon as excess ace- 
tone is no longer visible above the filter cake, and before the cake has dried and cracked, 
a sheet of rubber dental dam is fixed over the funnel top and vacuwn filtration is continued 
for 5-10 minutes. (The rubber sheet aids in expressing the last traces of acetone and pre- 
vents excessive oxidation of the filter cake.) The filter cake is re-suspended in acetone 
(3 vol., -20') and the homogenization-filtration process is repeated two or three times until 
the final filtrate is free of orange pigmentation. When the last trace of acetone has been 
filtered off, the rubber sheet is removed, and the filter cake is washed with ether (0.5 vol., 
-20°, peroxide-free) on the filter. The rubber sheet is fixed on the funnel and vacuum is 
applied for 33 min. The dried filter cake is removed to a sheet of filter paper, crumbled 
with a spatula, and transfered to a vacuum desicator over CaC12. The last traces of solvent 
are removed from the powder with an oil vacu~~n pianp. (A condenser in liquid nitrogen serves 
to trap the solvent vapor). The pwder is stored b m at -20°, if not extracted imme- 
diately. 

With homogenizers and Buchner funnels of appropriate size, lots of mycelia ranging from 
10 gm. to 3 kg. may be processed in one operation. About lo-20 gm. of acetone powder are 
obtained from 100 gm. of fresh mycelia. Buffer extracts of the acetone powder, following 
centrifugation, are translucent to pale-yellow, lipid-free, and yield lo-20 gm. of soluble 
protein per 100 gm. of powder. 

The following enzymes exhibit activity in Neurospora acetone powder extracts: di- 
hydrouracil hydrase, dihydroBrotic dehydrogenase, dihydrourotase, amino imidazole carboxamide 
ribotide transformylase, inosinicase, adenylosuccinase, ribonuclease, lactic dehydrogenase, 
and malate dehydrogenase. 


