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30% sucrose/PBS, and 15-wm sections hybridized at 52 °C in 50% formamide
containing 0.3 M NaCl, 20 mM Tris, pH 7.4, 5 mM EDTA, 10 mM NaH,PO,, 1x
Denhardt’s solution, 10% dextran sulphate, and 0.5 mg ml™! yeast RNA to g
labelled RNA probes transcribed from linearized plasmid templates and
hydrolysed in alkali to ~300 nucleotide fragments®. After washes in 50%
formamide and digestion with RNase A, the slides were autoradiographed.
Immunofluorescence. Primary hippocampal cultures were grown on poly-p-
lysine-coated glass coverslips for two weeks, fixed in 4% paraformaldehyde/PBS
for 20 min, rinsed in PBS, blocked in 0.02% saponin, 2% BSA, 1% fish skin
gelatin/PBS (blocking buffer) for 1h and incubated for 90 min with anti-
rVGAT polyclonal rabbit and anti-synaptophysin monoclonal mouse anti-
bodies diluted 1:100 in blocking buffer, all at room temperature. The cells were
then washed, incubated in secondary anti-rabbit antibody conjugated to
fluorescein and anti-mouse antibody conjugated to rhodamine (both Cappel)
both diluted 1: 100, washed, the coverslips mounted on class slides, and viewed
under epifluorescence.

Membrane preparation. The rat unc-47 homologue cDNA subcloned into the
plasmid expression vector pcDNA3-Amp (Invitrogen) was introduced into
PC12 cells by electroporation®. The cells were then selected in 800 wgml™
G418 (effective) and the resulting clones examined by immunofluorescence'®
using a rabbit polyclonal antibody (R.R., S.M. & R.H.E., manuscript in
preparation). Using the two cell clones with the highest level of immuno-
reactivity, membranes were prepared by first resuspending the washed cells in
0.3 M sucrose, 10mM HEPES-KOH, pH 7.4 (SH buffer) containing 0.2 mM
diisopropylfluorophosphate (DFP), 1 wgml™ pepstatin, 2 wgml™" aprotinin,
2 pgml™ leupeptin, 1 pgml™ E64 and 1.25 mM MgEGTA. The cells were then
disrupted by homogenization at 4°C through a ball-bearing device at a
clearance of 10 wm. The nuclear debris was sedimented at 1,000¢ for 5min
and heavier membranes were eliminated by centrifugation at 27,000¢ for 1 h.
The remaining light membrane vesicles were sedimented at 65,000g for 1 h and
resuspended in SH containing the same protease inhibitors at a final concen-
tration of ~10 wg protein per pl.

Transport assay. To initiate the reaction, 10 pl of membranes was added to
200 ul SH buffer containing 4mM MgCl,, 4mM KCl, 4mM ATP, 40 nM
unlabelled GABA and 2 uCi *H-GABA (NEN). Incubation was performed at
29 °C for varying intervals and the reaction was terminated by rapid filtration
(Supor 200, Gelman), followed by immediate washing with 6 ml cold 0.15M
KCl. Background uptake was determined by incubation at 4 °C for 0 min. The
bound radioactivity was measured by scintillation counting in 2.5 ml Cytoscint
(ICN). To determine K,,, unlabelled GABA was added at a range of concen-
trations and uptake were measured at 30 s. Nigericin and valinomycin dissolved
in ethanol added to final concentrations of 5uM and 20 uM, respectively.
Transport measurements were performed in duplicate and repeated three or
more times using at least two different membrane preparations.
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Sporadic basal cell carcinoma (BCC) is the most common type of
malignant cancer in fair-skinned adults. Familial BCCs and a
fraction of sporadic BCCs have lost the function of Patched (Ptc),
a Sonic hedgehog (Shh) receptor'~ that acts negatively on this
signalling pathway. Overexpression of Shh can induce BCCs in
mice’. Here we show that ectopic expression of the zinc-finger
transcription factor Glil in the embryonic frog epidermis results
in the development of tumours that express endogenous Glil. We
also show that Shh and the Gli genes are normally expressed in
hair follicles, and that human sporadic BCCs consistently express
Glil but not Shh or Gli3. Because Glil, but not Gli3, acts as a target
and mediator of Shh signalling®, our results suggest that expres-
sion of Glil in basal cells induces BCC formation. Moreover, loss
of Ptc or overexpression of Shh cannot be the sole causes of Glil
induction and sporadic BCC formation, as they do not occur
consistently. Thus any mutations leading to the expression of Glil
in basal cells are predicted to induce BCC formation.

Glil, which was originally isolated as an amplified gene in a
glioma®, is a member of a multigene family’™® and can transform
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fibroblasts in cooperation with adenovirus E1A". Ectopic expression
of Glil in frog embryos activates Shh target genes, including that
encoding HNF-33, both in neural and epidermal non-neural
ectoderm>"', showing that epidermal cells can respond to Shh
signalling. Frog embryos injected with plasmids driving the expres-
sion of frog Glil developed abnormal growths, or tumours, in
the otherwise normal, smooth tadpole epidermis (78%, n = 25;
Fig. 1a). The tumours were independent of HNF-38 expression, as
only a fraction contained cells expressing HNF-33 (30%, n = 27).
Because the plasmid DNA was targeted to the animal-most region of
the two-cell embryo, only ectodermal derivatives inherit plasmids,
indicating that the growths of focal epidermal hyperplasia (the
tumours) observed are caused by expression of Glil in the epider-
mis. Indeed, detection of epitope-tagged Glil in injected embryos
showed exclusive expression in the ectoderm’ (not shown). Histo-
logical sections of 1-week-old (stage ~45) injected tadpoles
revealed tumours in the epidermis, sometimes consisting of densely
packed cells (Fig. 1f). These cells were clearly distinct from all
normal tissues (Fig. le) and did not express the cement-gland
marker XAG-1 (ref. 12) (n = 10; not shown). Taken together, these
results show that transient epidermal expression of Glil leads to
tumour formation in vivo.

To determine whether tumours formed from cells inheriting
injected Glil, embryos were co-injected with frog Glil RNA and
lacZ RNA as tracer. Injected tadpoles showed prominent tumours of
the skin (80%, n = 12) formed from the superposition of epidermal
cells that inherited Glil, as these invariably expressed B-galactosi-
dase (Fig. 1b—d). Labelled epidermal cells located inside the
tumours were distinct from the underlying lateral-plate mesoderm,
which was always unlabelled. The uninjected side displayed typical
smooth embryonic epidermis (Fig. 1c, right) and injection of lacZ
alone had no effect. Because not all epidermal cells inheriting Glil
RNA become tumorigenic, there could be a requirement for a
certain level of Glil to initiate tumour formation. The effects of
Glil are specific, as injection of plasmids driving the expression
of human GIli3 (ref. 7) had no effect’ (n = 45; not shown).
Inappropriate expression of Glil therefore leads to tumour forma-
tion, although it is not clear if this represents epidermal neoplastic
transformation.

The finding of mutated Ptc alleles in familial and some sporadic
BCCs'~ together with the development of skin tumours in tadpoles
overexpressing Glil raised the possibility that Glil could be
expressed in and underlie the development of sporadic adult basal
cell cancer. Sections of freshly excised human BCCs were analysed by
in situ hybridization. All but one of the samples examined showed
unambiguous expression of Glil, although the level of expression
varied (46 of 47; Table 1, Fig. 2). The variability observed in Glil
RNA expression could be due to inherent differences in the tumours
or to differences in the preservation of the excised material. No
correlation was detected between the level of GliI expression and the
site or the aggressiveness of the tumour. In contrast to the consistent
expression of Glil, only 76% (23 of 30; Table 1) of the cases
displayed unequivocal expression of Gli3 (Fig. 2k), which is often
coexpressed with Glil (refs 5, 9, 13, 14). Analysis of ten cases of
squamous cell carcinoma (SCC) in situ showed Gli gene expression
to be absent (Table 1, Fig. 2s, t). Control hybridizations with sense
RNA probes showed no signal (Table 1, Fig. 21).

Tumour nodules infiltrating the dermis showed the highest levels
of Glil expression (Fig. 2a—f, i, j, n), and here it was often
concentrated in the periphery (Fig. 2f, j), where most proliferating
cells appear to be located". In tumorigenic regions, the basal layer
of the epidermis also displayed high levels of Glil expression
(Fig. 2c—e). The pattern of expression of Gli3 was distinct from
that of Glil but was also detected primarily in the periphery of
tumour nodules (Fig. 2k). GIi gene expression was not detected in
the interfollicular epidermis or the dermis in normal regions distal
from the tumour (Fig. 2q, r), although Glil mRNA was detected in
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histologically normal basal cells immediately surrounding the
tumour site (Fig. 2a, b, right). Cells of the sebaceous glands,
dermis and blood vessels were negative. Single cells surrounding
the main BCC tumour masses were rarely positive for Glil (3 of 47)
or Gli3 expression (1 of 30; Fig. 2j, k), and could represent early
invading tumour cells that are histologically unrecognizable. Alter-
natively, these single cells may be non-BCC cells that express Glil in
response to a secreted tumour-derived factor.

Expression of Glil was also analysed by immunocytochemistry
with an affinity-purified anti-human Glil polyclonal antibody’. All
samples showed specific Glil expression (6 of 6; Table 1; Fig. 2u—w).
Control antibody labelling with an anti-HNF-33 polyclonal
antibody'™'® showed no specific labelling (Table 1 and data not
shown). In BCCs, Glil protein was detected in the cytoplasm
(Fig. 2u, w), consistent with the prevalent cytoplasmic localization
of frog Glil (ref. 5). This is also consistent with an association of Gli
proteins with the cytoskeleton'’, but contrasts with the nuclear
localization of Glil in COS cells transfected with the glioma-derived
cDNA’ (Fig. 2x) and in a glioma line showing a 75-fold over-
expression of Glil (D259MG®'®). The glioma cDNA® thus appears to
encode a mutated protein that escapes cytoplasmic retention.

The possibility that Glil could activate components of the Shh
signal-transduction pathway in sporadic BCCs, including endogen-
ous human Shh itself **, was suggested by the regulatory loop

c | epidermis
lateral plate mesoderm

endoderm

Injected control

Figure 1 Ectopic expression of Gli1 in frog embryos leads to the formation of
epidermal tumours. a, b, Whole-mount view of the flank of injected tadpoles
(stages ~32-34) showing epidermal tumours (arrows) and cells expressing HNF-
3 (brown). The embryo in b was co-injected with G/i synthetic RNA and/acZ RNA
as tracer. B-Gal activity is shown in blue; d, dorsal; v, ventral. ¢, d, Histological
cross-sections through the trunk of embryos unilaterally injected with Gli1. The
affected side is blue (arrow, leftin €). d, Detail of a tumour similarto that showninec
in which B-gal activity is detected as small cytoplasmic inclusions. The
boundaries between the epidermis and the underlying lateral plate mesoderm
and between this and the endoderm are denoted by broken lines. e, f, Histological
sections stained with haematoxylin and eosin through the trunk of control (e) and
Glit-injected (f) stage ~45 tadpoles. An epidermal tumour is detected in the flank
(arrow in f). The inset in f shows an outwardly growing epidermal tumour (arrow);
e, epidermis; m, muscle; nc, notochord; nt, neural tube. Dorsal side is up in all
cases. In a and b, anterior is to the left.
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defined in the Shh signalling pathway in which Shh signalling
triggers a cascade of events leading to the activation of Glil,
which in turn may activate the transcription of Shh target genes
including Shh and Ptc. By in situ hybridization, 44% (15 of 34) of
BCCs were positive for Shh, with expression localized to the tumour
masses that also expressed Glil (Fig. 20, Table 1). Analysis of nine
SCCs in situ showed no Shh expression (Table 1). Sense Shh RNA
probes showed no specific signal (Table 1). Reverse transcription—
polymerase chain reaction (RT—PCR) analyses revealed Shh expres-
sion in two cases of BCC, whereas this was below the level of
detection in three BCCs and one SCC in situ. All these samples
showed low levels of Gli3 expression, and all five BCCs, but not the
SCC, showed elevated levels of Glil and Ptc mRNAs. Expression of
the ribosomal gene S17 was monitored as a control (not shown).
The lower frequency of Shh (17 or 37 cases overall) compared with
Glil expression (49 of 50 cases overall) in BCCs, together with the
inability of injected Shh to initiate epidermal tumour formation in
frog embryos', suggests that Shh is unlikely to be the only cause of
Glil expression in BCCs, and that Shh may not be regulated solely by
Glil. In contrast, Ptc was expressed in all BCCs examined® (16 of 16;
Fig. 2p, Table 1 and not shown), and was coincident with GIil and

Gli1

Figure 2 Gene expression in basal cell carcinomas and cell lines. a-p, Sections
of BCC excisions showing the distribution of tumour masses as seen by
histological staining (a, ¢, g, i, m), G/iT mRNA (b,d,e.f. h,j,n), G/i3 mRNA
(k), Shh mRNA (o) or Ptc mRNA (p). As a control, absence of label is seen
after hybridization with a G/i7 sense probe (l). Matched samples from the
same specimens are shown ina and b, ¢ and d, g and h, i to I, and m to
p, e, f, Details of the specimen shown in a-d, respectively. q, r, Sections of
normal skin distal from tumorigenic regions in a BCC excision showing the
absence of Gli1 expression. s, t, Sections of an excised sample of squamous cell
carcinoma (SCC) in situ showing the absence of G/i1 expression. u-x, Labelling
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Shh (Fig. 2m—o), consistent with Pfc being a target of Glil.

Tadpole tumours induced by Glil could be the equivalent of
human BCCs. However, morphological analyses, the main criteria
of dermatopathologists, cannot be applied to the tadpole tumours
as early tadpoles do not have dermis. Our molecular analysis of
BCC:s provides an alternative test for the BCC-like nature of tadpole
tumours, as endogenous Glil is expressed consistently in the human
tumours (Table 1, Fig. 2). Injection of human Glil, which we have
previously shown has a similar activity to frog Glil (ref. 5), resulted
in the formation of epidermal tumours (79%, n = 24), and all
tumours displayed expression of the endogenous frog Glil gene
(Fig. 3a—c). Endogenous Glil expression was not detected in non-
tumorigenic regions of the epidermis in injected embryos or control
siblings (Fig. 3a). In contrast, only a small fraction (12-23%) of
embryos injected with Glil mRNA or pDNA showed ectopic Shh
expression, mostly in the non-tumorigenic epidermis of injected
tadpoles (3 of 25 for RNA, Fig. 3e; and 7 of 30 for pDNA) and early
neurulae'’, not observed in controls (Fig. 3d). The low incidence of
Shh expression and the consistent expression of Glil in tadpole
epidermal tumours parallels that found in BCCs and points to their
having a BCC-like nature.

DAPI

BCC transfected COS Gli1

of excised BCC sections with affinity-purified anti-human Gli1 antibodies (u, v, x)
or with the DNA-binding dye DAPI showing the position of nuclei (blue in w). x,
Expression of nuclear Gli1 protein in COS-7 cells transfected with plasmids
driving the expression of the human glioma G/i1 cDNA. H&E, haematoxylin and
eosin stain; bl, basal layer; d, dermis; e, epidermis; gl, granular layer; hl, horny
layer; p, pallisade in the periphery of the tumour nodule; s, spiny layer; t, tumour. In
all cases the skin surface is up exceptini-lin which itis to the left. a-f, case no. 5;
g, h, case no. 7;i-1, case no.12; m-p, case no. 61; g, r, a normal skin region of case
no.18; s, t, case no. 15; all as listed in Table 1.
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Table 1 Gene expression in human skin tumours

Case type location Gli1 ab HNF-38 Ab Glit-as Gil1-s Gli3-as Gli3-s Shh-as Shh-s Ptc-as H&E
1 BCC auricular + +
2 BCC nasolabial fold + - +
3 BCC temple + - ¥
4 BCC forehead + +
5 BCC post-auricular 4 4
6 BCC inner canthus + - ++ +
7 BCC post-auricular + - ++ - +
8 BCC nasolabial fold ++ +
9 BCC post-auricular ++ +
10 BCC canthus +/= - +/—- +
M BCC canthus + - + +
12 BCC back ++ - ++ - +
13 BCC nasal rim ++ - - +
14 BCC nasal rim ++ - - - +
17 BCC nasal rim +/- - - - N
18 BCC nasal rim ++ - - - +
24 BCC nose + - + +
26 BCC periareolar ++ + + - +
27 BCC eyelid + - - _ "
28 BCC nose + +/- - = +
29 BCC temple + + + - +
30 BCC midback ++ + + - +
32 BCC lat. forehead + - - +
33 BCC eyebrow + + + +
34 BCC nosetip + + - ¥
37 BCC lat. upper cheek +/- +/=- +/= +
39 BCC upper lip + + +/- +
4 BCC malar ocular ++ ++ +/- +
42 BCC malar ocular ++ + - +
43 BCC temple ++ + _ +
44 BCC nose + + - +
45 BCC cheek ++ + + +
46 BCC nostril ++ ++ - +
47 BCC zygoma ++ + - +
48 BCC upper eyelid + ++ + +
51 BCC glabella ++ + + +
52 BCC nose + ++ - +
53 BCC nose + +/= - 4
54 BCC ear ++ +/— +/- ¥
57 BCC clavicle + - - +
59 BCC nose ++ + - + +
61 BCC nose ++ ++ - + +
63 BCC nose + + +
64 BCC forehead +/= - _ -+ +
66 BCC temple + _ _ + +
67 BCC forehead + + - r +
69 BCC forehead ++ - - 4 +
70 BCC scalp ++ - - + 4
ul BCC eye + - - + +
72 BCC nose ++ - - + +
74 BCC temple + _ _ + 4
15 SCC upper back - - - - ¥
23 SCC preauricular - - - - +
25 SCC eyelid - - - - ¥
31 SCC elbow - - - +
35 SCC cheek - - - +
40 SCC cheek - - - +
49 SCC cheek - - - - ¥
55 SCC hand - +/= - - +
56 SCC neck - - - - +
58 SCC bridge nose - - - - ¥

The case number, type of tumour (BCC or SCCin situ) and location of the tumour is given on the left. The presence (+) or absence (=) of gene expression is indicated, with strong expression
indicated by ++. A section of each excision was also stained with haematoxylin and eosin (H&E) for histological examination and confirmation of the presence of tumour. Case no.10 was
ambiguous and was counted as negative for Gli7 expression. Abbreviations: as, antisense RNA probe; s, sense RNA probe; Ab, antibody; lat., lateral.

Figure 3 Expression of endogenous G/i1 and Shh in Gli1-
induced tadpole tumours. Frog tadpoles (stages 34-36) injected
with human G/i7 plasmids (a-c) or synthetic frog G/i7 RNA (e), but
not control embryos (a bottom d), show ectopic expression of
endogenous Gli1 (arrows in a top, b, ¢) or Shh (arrow in e).
Human and frog G/i1 do not cross-hybridize in situ hybridization.
Gli1 is normally expressed in several tissues including the neural
tube but not the early epidermis™ Shh is normally expressed in
the nervous system and head structures including the branchial
arches®. Anterior is to the left and dorsal side is up. Embryos
were not cleared.

Shh control Shh
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Interfollicular human basal cells and the early tadpole epidermis
do not normally express Glil genes, and the reason why the
epidermis is responsive to Shh and Glil is not clear. However, we
detected expression of GliI and Shh in human hair follicles, and Shh,
Glil, Gli2 and Gli3 were also expressed in mouse hair follicles'**"*
during the growing phases with highest expression of Shh and Glil
in matrix keratinocytes of the bulb (not shown). This indicates that
normal epidermal development involves the selective activation of
the Shh signalling pathway during follicular formation and provides
a context for the ability of embryonic and non-follicular-basal
epidermal cells to respond to overexpression of Glil.

Glil has been found to be amplified only in a small number of
gliomas and other tumours®***. The high incidence of GliI expres-
sion in BCCs contrasts with the relatively infrequent occurrence of
other oncogenes, such as mutated ras alleles”. Because hair follicles
normally activate the Shh signalling pathway during growth, BCCs
could derive from the neoplastic transformation of these cells.
Indeed, BCCs show traits of follicular differentiation®, including
the expression of GIi3. It is possible, however, that BCCs derive from
non-follicular basal cells which express Glil ectopically. In this case,
the normal interaction taking place between the dermal papilla and
the hair bulb could be activated inappropriately in non-follicular
basal cells, resulting in the activation of the Shh signalling pathway
and formation of BCCs. We propose that any mutations that
activate the Shh signalling pathway will lead to ectopic Glil
expression and BCC formation. In familial BCCs showing loss of
Ptc function"?, we predict that Glil will be ectopically expressed.
However, mutations in Ptc cannot account entirely for Glil activa-
tion. We found that Glil and Ptc are consistently expressed in
sporadic BCCs, whereas in other studies only a fraction of sporadic
BCCs showed an altered Ptc allele*. Because there may be a
regulatory loop in the Shh signalling pathway, Glil expression
would appear to be both a cause and an effect of BCC development.

Ectopic expression of Shh in basal cells of transgenic mice has
recently been shown to result in the development of BCC-like
tumours®. However, the inability of Shh to induce tumour forma-
tion in the tadpole epidermis and its inconsistent expression in
BCCs and tadpole tumours raise the possibility that normally there
may be restrictions to the induction and action of Shh in epidermis
similar to those present in the neural plate''. Such restrictions could
prevent BCC formation adjacent to follicle cells expressing Shh
during normal hair growth and after plucking, and the uncontrolled
spread of BCCs throughout the surrounding tissue when the
tumours induce Shh. Independent of whether Shh can initiate
BCC formation, its expression in BCCs suggests a mode of autocrine
tumour maintenance as secreted Shh from the tumour cells could
activate its signalling pathway, leading to new expression of GIil.
Activation of autocrine Shh signalling could underlie the formation
of persistent epidermal tumours in embryos that transiently
expressed Glil through microinjection. However, transcription of
endogenous Glil but not Shh was always detected in Glil-induced
tumours and BCCs, suggesting that a Glil regulatory loop operating
downstream of Shh is functional.

The recurrence of BCCs at sites adjacent to previous tumours
could result from the observed ectopic expression of Glil in basal
cells in a wide region extending beyond the neoplastic sites. This
raises the possibility that Glil expression in basal cells is an early
event and could be used as a diagnostic tool. Finally, therapeutic
agents for BCCs are likely to include inhibitors of the Shh signalling
pathway and Glil function. O
Methods
Embryos and microinjection. Xenopus laevis embryos were obtained and
manipulated by standard procedures”. Microinjections were performed into
the animal-most region of one cell at the two-cell stage to bias the distribution
of the injected plasmids or RNAs to the ectoderm and to have half of the
embryo as an undisturbed internal control. Plasmid DNA (200 pg) or synthetic
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RNAs (2 ng) made by in vitro transcription were delivered by microinjection.
Frog Glil, human Glil and Gli3 plasmids were as described’.

In situ hybridization, immunocytochemistry, histology and cell lines. Frog
embryos were processed for in situ hybridization with digoxigenin-labelled
RNA probes®. Frog Glil and Shh plasmids to make sense or antisense RNA
probes were as described’. Frozen cryostat sections of tumour specimens
excised by the Mohs technique (by P.R.) were processed by in situ hybridization
with digoxigenin-labelled RNA probes”. Plasmids with human Glil and Gli3
cDNAs"” and mouse Shh and Glil-3 cDNAs used to make sense and anti-sense
RNA probes were as described’. The human Shh probes were made from a
plasmid subclone of a 409-base pair RT-PCR product or from a human
cDNA". Immunocytochemistry with anti-human Glil affinity-purified poly-
clonal antibodies’, anti-frog HNF-33 or anti-rat HNF-38 polyclonal
antibodies'"'® were performed in whole-mount labelling or in 5-15pum
cryostat sections. Nuclei were visualized by staining with the DNA-binding
dye DAPI after antibody incubations. Histological sections of injected tadpoles
were obtained by cutting paraplast-embedded samples in a microtome’. These
sections and one section of each tumour sample were also stained with
haematoxylin and eosin for histological and pathological examination (by
P.H.). B-Galactosidase activity was revealed by the X-gal reaction. COS-7 cells
were obtained from ATCC and cultured under the specified conditions.
Transfections were performed with lipofectamine (Gibco-BRL) as specified
by the manufacturer. Cells were assayed 24—48 h after transfection.

RNA isolation and RT-PCR. RNA from frozen excisions was extracted by the
guanidinium isothiocyanate, acid phenol method. cDNA was made with
random hexamers and BRL Superscript reverse transcriptase. PCR was
performed at 57 °C for 40 cycles with the following primers to human GliI:
Glil-U, CAGAGAATGGAGCATCCTCC; and Glil-D, TTCTGGCTCTTCCT
GTAGCG, yielding a 412-bp product. Human Gli3: Gli3-U, GCAGCCACAG
AATGTCG; and Gli3-D, AGGGATATCCAATCGAGGAATCG, yielding a 293-
bp product. Human Shh: Shh-U2, GAAGATCTCCAGAAACTCC; and Shh-D,
TCGTAGTGCAGAGACTCC, yielding a 233-bp product. Mouse SI17, which
works well with human ¢cDNA: S17-U, GCTATGTCACGCATCTGATG; and
S17-D, CCTCAATGATCTCCTGATC, yielding a 137-bp product. Human Ptc:
Ptc-U, GAATCCAGGCATCACCCACCG; and Ptc-D, CCACGTCCTGCAGCTC
AATG, yielding a 490-bp product. The RT-PCR shh clone used to make RNA
probes derived from a reaction using Shh-Ul, AGATGTCTGCTGCTAGTCC,
and Shh-D. Shh RNA probes were also made from a large human cDNA".
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A SNARE involved in protein
transport through the
Golgi apparatus

Stephen Loucian Lowe, Frank Peter,
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In eukaryotic cells, the Golgi apparatus receives newly synthesized
proteins from the endoplasmic reticulum (ER) and delivers them
after covalent modification to their destination in the cell. These
proteins move from the inside (cis) face to the plasma-membrane
side (trans) of the Golgi, through a stack of cisternae, towards the
trans-Golgi network (TGN), but very little is known about how
proteins are moved through the Golgi compartments. In a model
known as the maturation model'~, no special transport process
was considered necessary, with protein movement along the Golgi
being achieved by maturation of the cisternae. Alternatively,
proteins could be transported by vesicles*® or membrane
tubules™®. Although little is known about membrane-tubule-
mediated transport™®, the molecular mechanism for vesicle-
mediated transport is quite well understood, occurring through
docking of SNAREs on the vesicle with those on the target
membrane***~°>, We have now identified a protein of relative
molecular mass 27K which is associated with the Golgi apparatus.
The cytoplasmic domain of this protein or antibodies raised
against it quantitatively inhibit transport in vitro from the ER
to the trans-Golgi/TGN, acting at a stage between the cis/medial-
and the trans-Golgi/TGN. This protein, which behaves like a
SNARE and has been named GS27 (for Golgi SNARE of 27K), is
identical to membrin, a protein implicated earlier in ER-to-Golgi
transport'. Our results suggest that protein movement from
medial- to the trans-Golgi/TGN depends on SNARE-mediated
vesicular transport.

Database searches using a Caenorhabditis elegans protein
sequence (accession number P41941) that is weakly related to that
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of the yeast protein Boslp, a v-SNARE involved in ER-Golgi
transport”®™, led to the identification of expressed-sequence tags
(ESTs) encoding the potential human (accession number T88746)
and mouse (accession numbers AA165867, W75416 and W30385)
counterparts. Rat complementary DNAs were isolated by screening
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Figure 1 A, HA-epitope-tagged GS27/membrin is associated with the Golgi
apparatus and vesicular structures. HA-GS27 (a and ¢) and Golgi mannosidase Il
(b and d) were double-labelled in control (a, b) and nocodazole-treated (¢, d) cells.
HA-GS27 was co-localized with mannosidase Il in the control and in fragmented
Golgi. The vesicular structures marked by GS27/membrin were devoid of
mannosidase |l labelling. B, Enrichment of GS27/membrin in the Golgi
membrane. Proteins of total membranes (TM), microsomal membranes (MM)
and Golgi-enriched membranes (GM) were analysed by immunoblot analysis
using antibodies against o2, 6-sialyltransferase (ST) (lanes 1-3) or antibodies
against GS27/membrin (lanes 4-6). C, Endogenous GS27/membrin is associated
with the Golgi apparatus and its vesicular structures. Control (a, b) or nocodazole-
treated (¢, d) cells were double-labelled with antibodies against GS27/membrin
(a and ¢) or Golgi mannosidase Il (b and d).
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