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using the Toyo-roshi No. 51 filter paper and a solvent of
n-butanol: acetic acid: water (4:1:1). The fluorescent
spots were identified by comparison with the authentic
compound of 5-OH-anthranilamide isolated from anthra-
nilamide-injected rat urine in our laboratory. In the
enzyme as described in the method, beside the unmetabo-
lized anthranilamide (B), a spot of Rf 0.50 (A) could be
detected, which corresponded to 5-OH-anthranilamide
{Figure). In the absence of NADPH, 5-OH-anthranil-
amide could not be observed.

As shown in Table I, it is obvious that the enzyme
activity is mainly present in the supernatant I fraction
which consists of the microsomal and soluble fractions of
the rat liver. Neither the mitorchondrial nor microsomal
fractions could hydroxylate anthranilamide to 3-OH-
anthranilamide.

Kasuiwamara et al.4 have reported that the micro-
somal fraction of rabbit liver could hydroxylate anthra-
nilic acid to 5-OH-anthranilicacid; however, in our
experiments, the microsomal fraction of the rat liver
alone could not hydroxylate anthranilamide to 5-OH-
anthranilamide (Table II). If the supernatant IT and the
microsomal fraction were recombined, the hydroxylating
activity was recovered by 909% of the supernmatant I
containing microsomal and soluble fraction.

As shown in Table III, the recombined preparation of
the heated microsomal fraction and the supernatant II
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Fig. 1. Paper chromatography of enzymatic product and authentic
5-OH-anthranilamide.
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could not hydroxylate anthranilamide, but if only the
supernatant II was heated, the recombines preparation
with the microsomal fraction could still hydroxylate
anthranilamide. It suggests that some other factors in
the soluble fraction are necessary for the hydroxylation
of anthranilamide to 5-OH-anthranilamide by microso-
mal fraction. The recombined microsomal fraction with
the dialyzed supernatant IT, as shown in Table III, there
could be found no decreasing in the enzyme activity.

Since L-kynurenine, anthranilic acid, and e¢-amino-
acetophenone were not hydroxylated (Table IV), the
hydroxylation was specific for anthranilamide. In the
mitochondrial fraction, as reported by Oxamoro et al.?°,
it could hydroxylate kynurenine to O-3H-kynurenine,
but this mitochondrial system could not hydroxylate
anthranilamide to 3-OH-anthranilamide or 5-OH-anthra-
nilamide.

The details of the kinetic studies on the hydroxylation
of anthranilamide to 5-OH-anthranilamide by the
anthranilamide-5-hydroxylase found in the microsomal
fraction will be reported further elsewhere.

Zusammenfassung. Das als Anthranilamid-5-Hydroxy-
lase bezeichnete Enzym, das von Anthranilamid zu 5-OH-
Anthranilamid hydroxyliert wird, wurde in den Mikro-
somen von Rattenleberzellen lokalisiert.
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Abnormal RNA Metabolism in Male Genital Tract of Tailless Mouse (T/t)

In previous experiments, secretion and excretion of epi-
didymis and ductus deferens were investigated in C;,BL

mouse using H3-uridine or H3-orotic acid. By mean of

histochemical and chemical techniques, it was proved that
one of the components of the secretion consists of RNP
and more specifically RNA. The turn-over of these mole-
cules was investigated L.

Recent experiments showed striking differences of uri-
dine turn-over between mouse strains, especially in
tailless T/¢. These strains well known to be a balanced
iethal system? were developed as an inbred stock in our
laboratory®. An abnormal r-RNA metabolism was pre-
viously reported in mouse spleen of lines heterozygous for
¢,* and thought to be related to an anomaly of the nu-
cleolar organizer, from which it was inferred that the
chromosome which contains the # loci is also nucleolus
organizing. Cytological observations failed to confirm this
inference (unpublished personal data).

However, owing to deep variations of fertility from line
to line in tailless mice, we decided to investigate some
particularities of RNA metabolism in the genital system.

Material and methods. Two strains of 6-month-old tailless
mice T/t; (from Harwell) and T/t, (from Columbia) are
utilized in the present experiments. Comparative experi-
ments were realized with 6-7-month-old C;,BR mice as
controls. Mice were injected i.p. with 0.5 ml 5-*H-uridine
(25 uCi per animal; specific activity: 6 Ci/mM) or *H-oro-
tic-acid (25 pCi per animal; specific activity: 17 Ci/mM).

The animals were sacrificed at different times after in-
jection. For measuring the radioactivity, epididymides
were isolated after sectioning at the end of the ductus ef-
ferens and at the beginning of the ductus deferens. Two
experiments were successively performed. In the first
experiment, designed to measure the uptake of the whole
organ, one epididymis was grinded in 0.5 ml hyamine-
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hydroxide then transferred in toluol for scintillation
counts. After perfusion of the other organ, saline extrac-
tion (0.14M NaCl, centrifugation 5000 rpm/30 min at
0°C), the activity of the supernatant was measured by
liquid scintillation (Packard Tricarbcounter). The scintilla-
tion medium contained 60 g naphtalene, 35 g PPO and
25 mg POPOP dissolved in 500 ml dioxane (for scintilla-
tion).

In the second experiment designed to measure excre-
tion, only the activity of the supernatant was measured
after extraction by procedure mentioned above.

Resulis. The uptake of *H-uridine by the whole organ
is compared in both normal-tail (C;,BR) and tailless
(T/tg). No significant difference of uptake could be de-
tected (Figure 1). The activity of the supernatant re-
mained all the time lower in the tailless strain (Figure 2).

From this experiment, it can be concluded that even if
the uptake of 3H-uridine by the organ is not modified in
the tailless strain, the secretion of the compound from
epithelium to the lumen is much slower in the tailless
strain.

In the second experiment designed to investigate the
excretion processes from epididymis during a long period
of time, the release of activity was compared in the super-
natant of 2 strains (T/¢s; T/f;,) with the normal-tail ani-
mal (Figure 3). In T/{; strain, the level of activity remains
fairly constant during a 4-day-period. After reaching a
plateau, the activity decreases. The release of activity in
the control is almost exponential, which confirms pre-
vious results!l. On the other hand, the release of activity
in the T/¢,, strain was found to be intermediary between
the control and the T/¢; strain. With T/, the initial level
of activity was significantly lower than the control but
higher than T/f;. Owing to the smallnumber of T/#;, animals
available, this experiment should be confirmed.

Discussion and conclusions. It was found that the up-
take of uridine by the T/t; epididymis is not different from
the control which should be compared with previous re-
sults®. On the other hand, some data show clearly that the
secretion is slower in the tailless strain. This is also prob-
ably the case in the strain T/#;,. It was also shown that
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Fig. 1. Uptake of 3H-uridine (cpm) by whole epididymis (mean of 10
organs for each point) of tailless (T/¢g) and control C5;BR.
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the excretion processes are slower in the tailless strain
(T/t,) since for a period of 4 days there is an equilibrium
between the secretion and the excretion processes.

Some questions remain unsolved: 1. What kind of RNA
molecules are secreted or excreted ? In spleen, abnormal
ribosomal-RNA was demonstrated in some tailless
strains?. The present results suggest that part of the RNA
detected is of this kind since pink-bodies, proved to con-
tain RNA, are resistant to histological manipulations?.
2. If the holocrine nature of the secretion is taken for
granted, is it not logical to postulate that a part of the
secretion also contains RNAs of lower molecular weight.

However, the present experiments do not produce any
evidence on the kind of metabolism which is decreased in
the tailless strain. New investigations attempting to re-
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Fig. 2. Activity {cpm) of the supernatant of epididymis (mean.of
10 organs for each point) at different times (h) after injection of
3H-uridine.
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Fig. 3. Modification of the activity (cpm) of the supernatant of

epididymis (mean of 10 organs for each point at different times: days)
after injection of *H-orotic acid.
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late the abnormal RNA metabolism with the modified
sterility of tailless strains are in progress5.

Résumé. Le métabolisme du RNA de I'épididyme a été
étudié dans une souche de souris anoure, T/f;. La courbe
d’absorption de la H-uridine n’est pas différente de celle
du témoin C4;BL. On a cependant démontré que les pro-
cessus de sécrétion et d’excrétion sont beaucoup plus lents
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dans la souche anoure T/#g. Ces résultats ont été partielle-
ment confirmés avec une autre souche anoure: T/i,.
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In vitro Contraction of Embryonic Skin Produced by Prostaglandins

Contraction of small skin wounds, until recently, had
been thought to involve recoiling or shortening of colla-
gen and elastic fibers!. However, the present knowledge
suggests that collagen filaments are not contractile and do
not shorten except under unusual conditions. Pracock
and Van WINKLE! state that the role of collagen fibers in
wound contraction is a passive one.

There is a growing number of reports which indicate
that fibroblasts contract?-4 and the implication is that
contraction individually and collectively among a mutually
adherring population of fibroblasts helps to pull periph-
eral normal tissue about the wound margin towards the
center of the wound as cell migration and proliferation
ensue.

The proposed phenomenon of fibroblastic contractions
is related to an intracellular fibrillar system, similar to
that in smooth muscle?4 or similar to a primitive type
peripheral microfilamentous network as observed in
axons®, and is sensitive to a variety of inflammatory me-
diators?®.

Certain observations of the results of culturing em-
bryonic skin with prostaglandins® prompted a thorough
investigation of a possible contraction phenomenon. Back
skin of six and one-half-to seven-day-old chick embryos
was removed, dissected into bilateral pairs and cultured
on stainless steel rafts. The full description of the proce-
dure has been published elsewhere”. One piece of the bi-
lateral pair was treated, in-vitro, with 50 pg/ml of cry-
stallized prostaglandin B,, B,, E,, or Fla. The other piece
of each pair served as control. After the skin was flattened
on the grid the number of mesh windows which were com-
pletely covered by the explant were counted, and this pro-
czdure was repeated at 3 or 5 days, whenever harvesting of
the tissues took place.

Wilder’s reticulum stain demonstrated anchor filaments,
and some tissues were injected with *®H-thymidine and the
wound margins especially examined for presence of label.
Other tissues were studied by electron microscopy?® for
evidence of active contractile phenomena, both extra- and
intracellular.

The response of the skin in culture is virtually the same
for treatment with PGB,, PGB, and PGE,. PGF1l«a pro-
duces no visible differences from the control explants. The
effect of explant size reduction has been observed ever
since we began using crystallized PGB, (XPGB;). This re-
sult has been unequivocated, having been observed in
more than 1,000 treated cultures.

Control explants increase whole skin growth by 509, at
3 daysincubation, and downfeather organs develop during
that time (Figure 1). The treated explants fail to sustain
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Fig. 1. An explant of chick embryo skin grown 3 days still fixed to
culture grid. Down feathers visible on surface. x 60.

Fig. 2. An explant of chick embryo skin grown 3 days with 50 1g/ml
of XPGB,. Compare area of explant with Figure 1. x 60.



