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TABLE IT. Wciglit Rebpoiises of tlie 0v:ir.v ; i t i ( l  ~ t c i w s  to 20 i.u. of PMS a t  Each Stage of tlic 
Estrons Cycle. 

Vaginal smear 
Epithelial 

Epithelial cells a i d  All 
0 31, JI? I )  P cells only leucocytes stages 

trophin is not influenced by the stage of the 
cycle and hence that ovarian responsiveness 
is not a factor involved in the cyclic phe- 
nomena. The similarity of uterine weights 
after stimulation at different stages of the 
cycle suggests that ovarian hormone secretion 
capacity is not influenced by the stage of the 
cycle either. 

These data indicate that adult animals of 
the same age can be used to bioassay gonado- 
trophin by ovarian weight increase if great 
accuracy is not necessary. Furthermore, the 
stage of the cycle can be disregarded as a 
factor that influences the outcome of the as- 
say. 

1 )  The average weight of the 
right ovary of C57BL:/6JAX mice 90 to 120 
days old was about the same in mice killed 
in estrus, early metestrus, and diestrus. The 
average uterine weight varied according to 

Summary. 

the stage of the cycle. 2 )  The average ovar- 
ian weight increase after 20 i.u. of equine se- 
rum gonadotrophin was the same when the 
gonadotrophin was administered in estrus, 
early metestrus, and diestrus. Also the aver- 
age uterine weight after ovarian stimulation 
was about the same, regardless of the stage of 
the cycle in which the stimulus was begun. 
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Radioactivity in the Uteri of Rats Following Injection of E~trone-l6-C*~* 
(23269) 

IRA RIXGLER~ 
Biological Lahorat ories, Harvnrd Llniversity, Cambridge, Mass. 

The distribution and localization of go- 
nadal steroids appear to be more closely re- 
lated to their metabolism and excretion than 
to organs having sites of physiological action 
(1:2,3.4). In this report an attempt has been 
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made to define the nature of the radioactivity 
in the uteri of rats injected with estrone-16- 
(:‘-‘.: 

.If atcrinls and methods. Adult ovariecto- 
mized rats ( 7  days) were injected subcu- 
taneously with 5 pg  of estrone-16-C14 (12,000 
c.p.m.) daily for 3 days. Uterine Iuminal 
fluid was withdrawn from the distended uteri 
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F I G .  1. Flow sheet f o r  separation of radioactivity. 

by syringe to avert contamination with blood. 
The uteri were then stripped of mesentery, 
washed in distilled water and immediately 
frozen on dry ice. The pooled samples of 
luminal fluid and uteri from 410 animals were 
169 ml and 77.3 g, respectively. The uteri, 
in 500 ml distilled water, were homogenized 
in a Waring blendor for 5 minutes. The ex- 
traction procedure for uterine fluid and the 
uterine homogenate is outlined in Fig. 1. 
Both uterine luminal fluid and uteri were ex- 
tracted with dichloromethane ( MeC12) and 
the extract partitioned between 1N NaOH 
and toluene. The aqueous residue was ad- 
justed to pH 4.5 with glacial acetic acid and 
extracted with MeC12. P-glucuronidase 
(200,000 units) was added to the acid residue 
and the mixture was incubated for 48 hours 
a t  37°C. Following extraction with MeCL, 
the aqueous residue was adjusted to 4 N  with 
KOH, hydrolyzed for 2 hours a t  90°C, neu- 
tralized and extracted with MeC12. All sam- 
ples were counted in a windowless gas-flow 
counter for a period to insure t S %  accuracy, 

Aqueous r'esidue VI 

and corrected for background radiation. 
A tabulation of radioactivity in 

rat uterine luminal fluid and uteri is sum- 
marized in Table I. The recovered radioac- 
tivity in the phenolic fractions from both 
luminal fluid and uteri (79 c.p.m.) is approxi- 
mately .005% of the total injected radioac- 
tivity. Bioassay of the phenolic fraction by 
the technic of Astwood ( 5)  proved negative. 
No steroidal radioactivity was present as 
either a glucuronide-conjugate or bound to 
protein. The only appreciable radioactivity 
was present in the aqueous residue. A similar 

Results. 

TABLE I. Distribution of Radioactivity in  Uter- 

Radioactivity (e.p.m.) 

ine 1,uminal Fluid and Uteri. 

Uteri 11 e 
E'raction luminal fluid Uteri 

I 19 60 
11: 0 0 
I11 0 0 
I V  0 0 
V 0 0 
V I  210 36,000 
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radioactive component( s) in the aqueous 
phase has been noted in plasma and liver 
from estrone-16-C1* treated rats. These re- 
sults indicate that the rat is capable of de- 
grading the steroid nucleus at  ring D. Heard, 
et d ( 6 )  has reported the presence of radio- 
active C 0 2  after administration of isotopic 
estrone. however. other workers have been 
unable to detect any respiratory CI4O2( 2 , 7 ) .  
A more definite identification of the radioac- 
tive compound(s) in the aqueous residue is 
now in progress. 

The lack of any appreciable steroidal radio- 
activitjv or biological activity in either lu- 
minal fluid or uteri seems to indicate that 
once the steroid has produced its physiologi- 
cal effect in the uterus, i t  either leaves the 
uterus to enter the general circulation or is 
degraded. 

Szriniuary. The partitioning of radioactiv- 
ity in uterine luminal fluid and uteri from 
rats injected with estrone-16-C14 is described. 
Though a minute amount of radioactivity is 

present in the phenolic fraction, the major 
portion is present as a water soluble compon- 
ent. No steroidal radioactivity was present 
as either a conjugated or protein-bound form. 
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Adaptation of Equine Abortion Virus to HeLa Cells.* (23270) 

CHARLES C. RAXDALL 
Department of Microbiology, I’nndwbilt I:niot.rcify School of Medicim, Nashville, Tenn. 

Goodpasture ( 1 ) has presented histological 
evidence that equine abortion virus (EAV) is 
infectious for the human amnion. The agent 
has been propagated in tissues obtained from 
the natural host ( 2 ) .  This reference contains 
a suitable review of the literature. A search 
for readily susceptible cells to investigate fur- 
ther the nature of chemical changes induced 
in hamster liver cells infected with EA4\’(3) 
led to the use of HeLa cultures. I n  the pres- 
ent communication the propagation of the 
virus is reported. 

Materials and methods.  The tissue culture 
cells used have been adapted to horse serum 
in this laboratory for over 3 years. Stock 
cultures were maintained in a mixture of 40% 
horse serum, 2% chick embryo extract, and 

SSYh Earle’s balanced salt solution (BSS), 
and were subcultured approximately every 10 
days. The virus strain used in this study de- 
serves some comment. Preliminary experi- 
ments indicated that “native” virus from in- 
fected horse tissue could not be propagated in 
HeLa cells. Therefore, i t  seemed advisable 
to employ a strain modified to another host. 
‘The virus (strain F) (4) used to initiate this 
study had been adapted to hamster liver 
through 86 passages. Subsequently, the agent 
had been subjected to 2 alternate passages in 
young hamsters and HeLa cells maintained 
in ascitic fluid, followed by 1 2  successive pas- 
sages in HeLa cells. Material from the last 
trial was reinoculated into hamsters. The in- 
fected liver used as inoculum was frozen and ---- - _ _  - 
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