4330
X @ 2
o~ OWN 46
& A
° .
2 g \\\\\ &
3 -~ o
- AVERAGE o Hetid 3
T CHARGE OF Hgi{T) e
£ .B
£ E 107 @
<o . ey
S g \"Q £
> ¢ ~g >
- . -~
=7 =
s L
2
S = 20 B
- < i
< critnl TR SO R

0.01 1 1.0

Fig. 1.—Filter paper electromigration of ions.

Hg(I1) was practically zero at low M Cl— and
increased rapidly in the region 0.1 to 1 M Cl—.
The mobility of Hg(II) is roughly paraileled
by the calculated values of the average charge of
the Hg(II) ions using the data of Sillén.? Thus,
if data on the relative mobility of complex ions of
different charge can be obtained, this technique
may become generally applicable for rapid deter-
mination of estimates of stability constants of
complex ions.

Acknowledgment.—We are indebted to Dr.
H. H. Shain for a number of valuable discussions
and for informing us of the details of his work on
the continuous separation of ions by filter-paper
electromigration.
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PAPER CHROMATOGRAPHY OF STEROIDS!
Sir:

The separation of cholesterol and cholestenone
has been achieved by using paper impregnated
with “Quilon”? as the stationary phase and simple
primary alcohols as solvents. In effect, the sta-
tionary phase consists of the stearic acid residues.

Use of paper impregnated with rubber latex,?
silicic acid* and alumina® in paper chromatog-
raphy has been reported. Of these, alumina
paper was tried and found to give erratic results.
The method of Zaffaroni and co-workers® for the
paper chromatography of steroids using paper
saturated with formamide or propylene glycol as
the stationary phase ‘and a hydrocarbon solvent
was also tried. In these experiments the steroids
were found to move with the front. Using ordi-
nary paper (Whatman No. 1), cholesterol was
found either to move with the solvent front or
remain at the origin.

(1) “The work described in this paper was sponsored by the Atomic
Energy Commission.

(2) Stearato chremic ¢hlofide, génerously supplied by E. I. du
Pont de¢ Nemours and Co., In¢.
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{5) Datta and Overell, Biockem, J., &4, xliii (1949).
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For ease of location, tritiated cholesterol was
used aund the material located by scanning the
paper with a windowless counting tube designed
to locate weakly radiating substances on paper.’

The presence of cholesterol at the points of high
activity was confirmed by the red color developed
after papers treated with a solution of silicotung-
stic acid were dried.® Cholestenone gave an olive
green color with this reagent, but only when the
steroid was present in relatively large amounts.
Cholestenone was most easily detected by the
vellow color obtained with a reagent consisting
of a solution of iodine and potassium iodide in
water.”

The most satisfactory solvents, to date, have
been methanol, ethanol and ethanol-water S:2.
The latter solvent gives the best separation of
cholesterol and cholestenone. The results are
collected in Table I.

TapLe [
Cholesterol Chotestenane
Soltveut {Ry) (Rp)
Methanol 0.56 0.77
Fthaunol .92 o7
809, Ethanol .52 .86

All experiments were carried out as descending
chromatograms using 1.5 X 15 inch strips of the
impregnated paper. The paper was usually wet
to a distance of about 25 cm. from the origin.
R; values were measured from the farthest point
of the origin and the foremost point of the colored
or active zone.

Projected work includes widening the range of
usable solvents, development of supplementary
color reactions and extension of this method to
other steroids.
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COLCHICINE. NATURE OF THE B-RING!?
Sir:

The structure of deaminocolchinol methyl
ether has been established by J. W. Cook?**
as 9,12,13,14-tetramethoxy-3,4,5,6-dibenzocyclo-
heptatriene-1,3,5. This compound, together with
isodeaminocolchinol methyl ether, may be ob-
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