
substitution may affect the positioning of
the dimethylaminophenyl group in the 1113-
pocket.

Approximately 1% of women do not re-
spond to the antagonistic action of RU486
(1), but respond normally to progestins. In
these cases a mutation at position 722 might
be responsible for the failure of RU486 to
induce abortion.

REFERENCES AND NOTES

1. E. E. Baulieu, Science 245, 1351 (1989); A. Ull-
mann, G. Teutsch, D. Philibert, Sci. Am. 262, 18
(June 1990).

2. R. M. Evans, Science 240, 889 (1988); S. Green and
P. Chambon, Trends Genet. 4, 309 (1988); M.
Beato, Cell 56,335 (1989); H. Gronemeyer, Annu.
Rev. Genet. 25, 89 (1991).

3. H. Gronemeyer et al., E-MBOj. 6, 3985 (1987).
4. J. Eul et al., ibid. 8, 83 (1989).
5. M. E. Meyer et al., ibid. 12, 3923 (1990).
6. A. Guiochon-Mantel et al., Cell 57, 1147 (1989);

M. K. Bagchi, S. Y. Tsai, M. J. Tsai, B. W. O'Malley,
Nature 345, 457 (1990); D. El-Ashry, S. A. Onate,
S. K. Nordeen, D. P. Edwards, Mol. Endocrinol. 3,
1545 (1989).

7. The construction and expression of P-galactosidase
fusion proteins with the cPR HBD has been de-
scribed (4). Fusion proteins with chimeric or mutant
cPR HBDs were constructed accordingly. To gen-
erate fusion proteins with the wild-type hPR, we
inserted the Bcl I to Bgl II fragment of hPR1 (16)
encompassing the hPR HBD into the Bam HI site
of PUR (4). Extracts were prepared as described in
(4), and binding affinities were determined by the
incubation of receptors with 5 nM [3H]RU27987
with or without various concentrations of competi-
tor steroids for 24 hours at 0WC. Free ligand was
removed by means of the dextran-coated charcoal
method.

8. The Hind III fragment of cPR1 (3), encoding the
cPR HBD, was cloned into a modified Bluescript
KS+ (Stratagene), lacking all polylinker sites except
Hind III. Silent mutations were introduced by site-
directed mutagenesis (Amersham) generating
unique restriction sites (Fig. IB). Cassettes corre-
sponding to the hPR fragments were constructed
from synthetic oligonucleotides (sequences are avail-
able on request) and introduced into the corre-
sponding sites of the vector. All mutations and
sequences generated by oligonucleotides were se-
quenced and the chimeric cPR-hPR Hind III frag-
ments were used to replace the corresponding cPR
fragment in the expression vector cPR21 (3). HeLa
cells at about 40% confluence were cotransfected
with 1 1Lg of receptor expression vector, 1 [ig
MMTV-CAT reporter gene, and 3 jig of pCH110
[a P-galactosidase expression vector (Pharmacia)
used as reference gene to normalize for variations in
transfection efficiency]. Transfection, preparation of
cell extracts, and quantitative determination of
chloramphenicol transferase activity have been de-
scribed (23).

9. Point mutations (verified by sequencing) were intro-
duced by site-directed mutagenesis. The correspond-
ing oligonucleotides are available on request.

10. G. Teutsch, in The Antiprogestin Steroid RU486 and
Human Fertility Control, E. E. Baulieu and S. J.
Segal, Eds. (Plenum, New York, 1985), pp. 27-47;
M. Moguilewski and D. Philibert, ibid., pp. 87-98;
G. Teutsch, in Adrenal Steroid Antagonism, M. K.
Agarwal, Ed. (de Gruyter, Berlin, 1984), pp. 66-70.

11. Total RNA (7.5 [g) from the uterus of estrogen-
stimulated female hamsters was denatured for 5 min
at 70MC in the presence of 100 ng of primer NT47
and 0.5 mM deoxyribonucleotide triphosphates
(dNTPs) in a final volume of30 [l1. The mixture was
placed on ice and 200 units of M-MLV reverse
transcriptase, 25 units of RNasin and M-MLV
reverse transcriptase buffer (Bethesda Research Lab-
oratories) were added. After incubation for 45 min
at 37C in a final volume of 40 Ill the reaction was

terminated by boiling for 5 min. The polymerase
chain reaction was done with 100 pmol each of
primer NY39 and NY40 in 10 mM tris-HCI (pH
8.3), at 25'C, 50 mM KCl, 1.5mM MgCl2, and 200
pLM dNTPs in a final volume of 100 p.I, with 5 [LI of
the reverse transcription reaction and 2.5 units of
AmplitaqTM DNA polymerase (Perkin-Elmer Ce-
tus Instruments). The thermal conditions were as
follows: 5 cycles of 40 s at 94WC, 2 min at 45'C, 2
min at 72°C; 30 cycles of 40 s at 94WC, 1 min at
65WC, 2 min at 720C, and 7 min at 72°C. The major
500-bp amplification product was purified on a
polyacrylamide gel (8%), digested by Not I and Xba
I, and inserted into pBluescript II SK+ (Strata-
gene). Three recombinants of two different amplifi-
cations were sequenced using the Sanger dideoxy
method, all inserts gave the sequence in Fig. 3B. The
primers used were as follows: NT47, 5'-CATCA-
TYTGNGGRAA; NY39, 5'-ATITTAGAGAGAGT-
TATCIGGTCATC; NY40, 5'-ATGCGGCCGCG-
THr1TYAMRAGGGCAATG; R = A or G; Y =
C or T, and H = A, C, or T.

12. The hGR (Gly567-Cys) was constructed by site-
directed mutagenes of the human glucocorticoid
receptor expression vector HG1 (17). To assure that
no mutations occurred outside the sequenced area,
the sequenced Xho I to Bsp MI fragment, contain-
ing the point mutation, was reinserted into the
corresponding sites of HG1. Western blots of ex-
tracts prepared from transfected cells confirmed that
a protein of the expected size was expressed as
efficiently as the wild-type receptor from HGO (17).

13. No specific binding of tritiated dexamethasone or
RU486 could be detected in extracts of COS cells
transiently transfected with hGR(Gly567-Cys),

whereas specific binding was observed when trans-
fecting HGO (17).

14. The pattern seen for the agonistic or antagonistic
properties of the various steroids with hPR(G y722-
Cys) (Fig. 2B) was identical to that obtained with
cPR.

15. H. J. Kloosterboer, G. H. J. Deckers, M. J. van der
Heuvel, H. J. J. Loozen, J. Steroid Biochem. 31,567
(1988).

16. P. Kastner et al., EMBOJ. 5, 1603 (1990).
17. V. Kumar et al., Cell 51, 941 (1987).
18. M. Misrahi et al., Biochem. Biophys. Res. Commun.

143, 740 (1987).
19. H. Loosfelt et al., Proc. Natl. Acad. Sci. U.S.A. 83,

9045 (1986).
20. S. M. Hollenberg et al., Nature 318, 635 (1985).
21. C. Chawnshang, J. Kokontis, S. Liao, Proc. Natl.

Acad. Sci. U.S.A. 85, 7211 (1988).
22. J. L. Arriza et al., Science 237, 268 (1987).
23. M. T. Bocquel, V. Kumar, C. Stricker, P. Chambon,

H. Gronemeyer, Nucleic Acids Res. 17, 2581
(1989).

24. We thank our colleagues at Roussel-Uclaf, in partic-
ular J. Nierat for oligonucleotide synthesis, G.
Teutsch and D. Philibert for providing steroids, M.
Moguilewski and M. T. Bocquel for advice and
encouragement, and C. Benicourt for his contribu-
tions in the early phase of this work. C. Benicourt
and C. Bigogne are now with Jouveinal. Supported
by grants from the INSERM, CNRS, the Associa-
tion pour la Recherche sur le Cancer, and the
Fondation pour la Recherche Medicale.

12 June 1991; accepted 8 October 1991

Selection of Intrinsic Horizontal Connections in the
Visual Cortex by Correlated Neuronal Activity
SIEGRID LOWEL* AND WOLF SINGER

In the visual cortex of the brain, long-ranging tangentially oriented axon collaterals
interconnect regularly spaced clusters of cells. These connections develop after birth
and attain their specificity by pruning. To test whether there is selective stabilization of
connections between those cells that exhibit correlated activity, kittens were raised
with artificially induced strabismus (eye deviation) to eliminate the correlation
between signals from the two eyes. In area 17, cell clusters were driven almost
exclusively from either the right or the left eye and tangential intracortical fibers
preferentially connected cell groups activated by the same eye. Thus, circuit selection
depends on visual experience, and the selection criterion is the correlation of activity.

L ONG-RANGE TANGENTIAL CONNEC-

tions are a constituent feature of the
intrinsic circuitry of neocortex (1).

They consist mainly of axon collaterals of
pyramidal cells (2), and in the visual cortex
they interconnect discrete, regularly spaced
groups of cells (3), which appear to show
similar functional properties (4). It has been
proposed that these horizontal pathways (i)
form large receptive fields (5), (ii) mediate
inhibitory and subliminal excitatory effects
from outside the classical receptive field (6),
and (iii) generate functionally coherent cell
assemblies by synchronizing the responses

Max-Planck-Institut fur Hirnforschung, Deutschorden-
strasse 46, D-6000 Frankfurt am Main 71, Federal
Republic of Germany.

*To whom correspondence should be addressed.
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of spatially distributed neurons (7). These
functions require highly specific interac-
tions, and it has been proposed that the
tangential connections attain their specificity
through experience-dependent selection (8-
11). In kitten visual cortex, tangential con-
nections develop mainly after birth (9-13),
and final selectivity is achieved by pruning:
either by elimination of inappropriate collat-
erals (10, 12) or transitory axons (13) or by
decreases in the tangential extent and num-
ber of clusters (11). This pruning is influ-
enced by visual deprivation (9-12). Here we
test whether the selective stabilization of
tangential connections is influenced by expe-
rience such that the selection criterion is the
correlation of activity in interconnected cells
(14).
To restrict correlated activity to defined

REPORTS 209

on N
ovem

ber 24, 2017
 

http://science.sciencem
ag.org/

D
ow

nloaded from
 

http://science.sciencemag.org/


cell groups, we raised kittens that were made
strabismic at the age of 2 to 3 weeks by
unilateral section of the medial rectus eye
muscle (15). After this manipulation, the
optical axes of the two eyes are no longer
aligned, and the images on the two retinae
cannot be brought into register. As a result,
the responses mediated by anatomically cor-
responding retinal loci in the two eyes are no
longer correlated. During a critical period of
postnatal development the connections be-
tween the afferents from the two eyes and
their common cortical target cells are mal-
leable and become destabilized if their activ-
ity is not sufficiently correlated (8, 16). As a
consequence, squint accentuates the segre-
gation of the afferents from the two eyes in
layer IV (17) and most of the cells in the
visual cortex become responsive exclusively
to stimulation of either the right or the left
eye (18). Each of these monocularly driven
cell populations is capable of subserving
normal pattern vision. However, to avoid
double vision, strabismics use only one eye
at a time and suppress the signals from the
other eye (19). Thus, in strabismics, the
coherence of responses to visual patterns is
likely to be the same as in normal animals for

cells driven from the same eye, but much
lower for cells driven from different eyes.

In area 17 of 2- to 3-month-old normal (n
= 2) and strabismic kittens (n = 4), tangen-
tial intracortical connections were labeled
with fluorescent tracers and the locations of
cell groups activated by either the right or
the left eye were visualized with the ["4C]2-
deoxyglucose (2-DG) method (15). After
monocular stimulation, regions of increased
2-DG uptake extend in a columnar fashion
through all cortical layers (Fig. lB). As
revealed by intraocular injections of the
transneuronal tracer [3H]proline (15) in
two additional strabismic kittens, these mo-
nocularly activated columns are in precise
register with the termination zones of the
afferents from the activated eye in layer IV
(Fig. 1, A and B). The pattern of the 2-DG
columns resulting from monocular stimula-
tion thus shares the characteristics of ocular
dominance columns as described in (20)
(Fig. 1, C and D).

After two injections, one with red and the
other with green fluorescent beads into stri-
ate cortex of a strabismic kitten (Fig. 2, A
and B), retrogradely labeled cells were dis-
tributed in well-segregated clusters over a

Fig. 1. Ocular dominance med
columns in the visual cortex Lv v vt ant
ofstrabismic cats. (A and B) v
Comparison of ocular dom-
inance columns in a hon-
zontal section through the
medial bank of right area 17
as revealed by transneuron-
ally transported [3H]proline
injected into the right (nor-
mal) eye (A) and 2-DG B v v v

labeling after right-eye stim-
ulation (B). Both autoradio-
graphs are from the same
section. The columns of in-
creased 2-DG uptake are in
register with the right-eye
territories in layer IV (ar-
rows). (C and D) 2-DG
autoradiographs of flat-
mount sections from the un- ant
folded left (C) and right (D)
hemisphere of a strabismic
cat that had been stimulated post
through the right eye. Note
the sharp delineation of ac-
tive and inactive territories.
The optic disk representa-
tions of the stimulated and
unstimulated eye are identi-
fiable in the posterior third
of both hemispheres as de-
marcated oval regions (ar-
rows) that are solidly labeled
ipsilateral (right) and unla-
beled contralateral (left) to
the open eye. The monocu-
lar segment (MS) is indicat- C
ed by uniform labeling at
the medial border of the contralateral area 17 and by the absence of labeling at comparable eccentricity
on the ipsilateral side. The territories of the open eye tend to be larger in the contra- than in the
ipsilateral hemisphere. Scale bars: 1 mm (A and B); 5 mm (C and D).

distance of up to 5 mm from the injection
site (Fig. 2A). Comparison of these patterns
with the corresponding 2-DG autoradio-
graph (Fig. 2, C and D) reveals that both
the red- and the green-labeled cells are lo-
cated preferentially within the territories ac-
tivated by the same, in this case the right,
nondeviated eye.
To identify the ocular dominance of the

site of injection, we located the injections on
the autoradiographs and in addition ana-
lyzed the laminar distribution of retrograde-
ly labeled cells in the lateral geniculate nu-
cleus (LGN). This was done because some
injections produced lesions that appeared as
inactive regions on the autoradiographs,
mimicking territories of the nonstimulated
eye. For the case illustrated in Fig. 2, both
analyses indicate that both red and green
tracers had been injected into right-eye ter-
ritories (Fig. 2, D and E). Thus, tangential
projections interconnect selectively territo-
ries served by the same eye (Table 1). In two
other cases, similar results were obtained for
injections into columns connected to the
deviated eye. In the first, the investigated
hemisphere was ipsi- and in the second it
was contralateral to the eye stimulated for
2-DG labeling. In one other kitten, the
injection was at the border between right-
and left-eye territories and retrogradely la-
beled LGN cells were distributed over both
laminae A and Al. In this case, retrogradely
labeled cortical cells were found in both
right- and left-eye columns.
Our analyses in the normally reared con-

trols provided no evidence for an eye-specif-
ic selectivity of tangential connections.
There were no consistent relations between
the locations of the injections, the retro-
gradely labeled cells, and the 2-DG columns
(Fig. 2F and Table 1). This agrees with
other evidence that in normally reared cats

Table 1. Percentage of labeled cells in columns
of the same and opposite ocularity as the
injection sites.

Percentage (and number) of
labeled cells in

Case Same Opposite Transi-
ocular ocular

dominance dominance
column column zone

Strabismic 1 87 (880) 5 (51) 8 (77)
(Fig. 2D,
red cells)

Strabismic 2 89 (60) 4 (3) 7 (5)
(Fig. 2D,
green cells)

Strabismic 3 75 (375) 17 (85) 8 (40)
Strabismic 4 71 (436) 19 (117) 10 (61)
Control 1 49 (508) 38 (396) 13 (140)

(Fig. 2F)
Control 2 45 (88) 47 (92) 8 (16)
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tangential connections are related to orien- injection sites were significantly higher than selection mechanisms similar to those in the
tation but not to ocular dominance columns those in columns of opposite ocularity (X2 development ofthalamocortical connections
(4). Statistical analysis revealed that in test, P < 0.001) (21). These results suggest (16): neurons wire together if they fire to-

squinting cats (unlike in controls) cell den- that the development of tangential intracor- gether.
sities in columns of the same ocularity as the tical connections depends on use-dependent

Fig. 2. Topographic relations between intrinsic horizontal connections and ocular dominance columns
in area 17 of a strabismic cat (A through E) and a normally reared control animal (F). (A and B)
Distributions of retrogradely labeled cells in the same tangential section after injections with red (A) and
green (B) beads. Dots, the position of individual cells; asterisks, injection sites. Cortical axes refer to (A)
through (D) and (F). (C) 2-DG pattern showing the topography ofocular dominance territories in the
region containing the retrogradely labeled cells in (A) and (B). Enlarged detail of Fig. iD. (D)
Superposition of (A), (B), and (C). Crosses indicate two ofthe three landmarks used for superposition.
Most of the retrogradely labeled cells are located within zones of high 2-DG uptake. The injection site
ofthe green beads is within a dark, right-eye column (small green arrow). The injection ofthe red tracer
had caused a small necrosis in the plane of the section, producing a patch of reduced 2-DG uptake in
the close vicinity ofa right-eye column. (E) Retrogradely labeled cells in the right LGN after the cortical
injection of red beads (A). Autoradiographs of2-DG distributions in frontal sections of the left (a) and
right (b) LGN show the laminae activated by right-eye stimulation (left LGN: A and C; right LGN:
A1 and C1). Laminar borders were derived from the same sections counterstained with cresyl violet.
Labeled cells are confined to right lamina A1, which is connected to the right eye. (F) Distribution of
retrogradely labeled cells in area 17 of a normally reared cat after injection of green beads (green
asterisk) into the territory of the nonstimulated left eye (retrogradely labeled LGN cells were
concentrated in lamina A1 corresponding to this eye). Scale bar, 1 mm.

10 JANUARY 1992

Electrophysiological recordings from area

17 of strabismic cats have revealed that the
probability of response synchronization is
very low between cell groups connected to

different eyes, whereas it is dose to normal
between cell groups activated from the same
eye (22). In conjunction with the present

findings, this evidence provides support for
the notion that tangential intracortical con-

nections are responsible for response syn-

chronization (7).
Psychophysical evidence indicates that

strabismics are unable to combine the sig-
nals arriving from the two eyes to a single
percept, even if these signals are made con-

gruent by optical compensation of the
squint angle (23). Together with the present

results, this finding supports the conjecture
that the tangential connections-by deter-
mining the probability of response synchro-
nization-serve as substrate for feature bind-
ing and perceptual grouping (8, 24). As our

data imply that the architecture oftangential
connections reflects to some extent the acti-
vation conditions and feature constellations
that have occurred during development, it
follows that the criteria for perceptual
grouping are at least partly acquired
through experience. This, in turn, suggests
that some of the perceptual deficits of am-

blyopic patients (23) may actually be due to
errors in experience-dependent selection of
corticocortical rather than of thalamocorti-
cal connections.
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Requirements for Phosphorylation of MAP Kinase
During Meiosis in Xenopus Oocytes
JAMES POSADA AND JONATHAN A. COOPER*

Mitogen-activated protein (MAP) kinases are activated in response to a variety of
extracellular stimuli by phosphorylation on tyrosine and threonine residues. Xp42 is a
Xenopus levis MAP kinase that is activated during oocyte maturation. Modified forms
of Xp42 that lacked enzymatic activity or either of the phosphorylation sites were
expressed in Xepus oocytes. When meiotic maturation was induced with progester-
one, each mutant Xp42 was phosphorylated, indicating that at least one kinase was
activated that can phosphorylate Xp42 on tyrosine and threonine. Phosphorylation of
one residue is not strictly dependent on phosphorylation of the other.

M AP KINASES (1) ARE ACTIVATED

in many cell types in response to

mitogenic stimuli (2, 3). Howev-
er, MAP kinases are also activated in special-
ized cells that are not mitogenically respon-
sive, such as Xenopus and starfish oocytes
undergoing meiosis (4-6), PCL2 cells differ-

entiating in response to nerve growth factor

(7-9), adrenal cortical cells secreting cate-

cholamines in response to nicotine or carba-

chol (7), and hippocampus undergoing a

seizure response (10). The signaling path-
ways that trigger MAP kinase activation

under these different conditions are initiated

variously by tyrosine kinases, protein kinase

C, or G proteins, and each pathway may
activate MAP kinases by a common mecha-

nism or by a distinct one.

Activated MAP kinase from mouse 3T3

cells is phosphorylated on threonine and

tyrosine residues (1), and dephosphoryla-
tion of either or both residues reduces activ-

ity (11). Therefore, MAP kinases may be

activated by the combined actions of tyro-
sine and serine-threonine kinases, by a single
kinase able to phosphorylate threonine and

tyrosine residues (12), by autophosphoryla-
tion, or by a combination of these possibil-
ities. Both the phosphorylated residues are

in kinase subdomain VIII (13), a region that

contains autophosphorylated residues in

other protein kinases (14). Either autophos-
phorylation or phosphorylation by other

kinases could be induced by extracellular

signals.

Fred Hutchinson Cancer Research Center, Seattle, WA
98104.

*To whom correspondence should be addressed.

Activities that induce serine, threonine,
and tyrosine phosphorylation of MAP ki-
nase have been detected in epidermal
growth factor-stimulated mouse 3T3 cells
and in nerve growth factor-stimulated
PCL2 cells (15, 16). These activators have
no apparent protein kinase activity when
assayed on other substrates. Studies of the
MAP kinase ERK2 made in Escherichia coli,
which lack tyrosine kinases, indicate that
MAP kinases can autophosphorylate on ty-
rosine (8, 17, 18). Furthermore, phosphor-
ylation of bacterially synthesized ERK2 is
stimulated by the activator from 3T3 cells
(19). The activators have been variously
assumed to be activators of autophosphoryl-
ation (19) or specific "MAP kinase kinases"
(16), but it is not clear which interpretation
is correct. The activation of MAP kinase in
Xenopus oocytes is also correlated with in-
creased phosphorylation of the enzyme (4,
5). We now present evidence that this phos-
phorylation is catalyzed by one or more

other kinases that are stimulated during
oocyte maturation.
A cDNA for Xenopus MAP kinase Xp42

that is phosphorylated and activated during
oocyte maturation has been cloned (4, 20),
and antiserum has been raised to a COOH-
terminal peptide (21). Xp42 was immuno-
precipitated from oocytes and egg extracts

and incubated with the substrates myelin
basic protein (MBP) and y-32P-labeled
adenosine triphosphate (ATP). Xp42 from
eggs was enzymatically active and Xp42
from oocytes was inactive (Fig. lA). Immu-
noblotting of the immunoprecipitates re-

vealed that egg Xp42 migrated more slowly
than oocyte Xp42 on gel electrophoresis
(Fig. lA). Xp42 from eggs, but not from
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