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Abstract. Tenascin, a predominantly mesenchymal ex- 
tracellular matrix (ECM) glycoprotein has a rather re- 
stricted tissue distribution, but until now factors that 
inhibit its expression have not been identified. 
Glucocorticoids are known to be beneficial for estab- 
lishment of myelopoiesis in long-term bone marrow 
cultures. Tenascin was found to be expressed in the 
bone marrow, and glucocorticoids were found to affect 
bone marrow tenascin expression. Both tenascin 
mRNAs and the mRNA of another ECM protein, 
laminin B1 chain, were drastically downregulated by 
glucocorticoids during initiation of bone marrow cul- 
tures. However, in already established long-term cul- 
tures glucocorticoids did not affect laminin B1 chain 

mRNA levels although tenascin mRNAs continued to 
be downregulated. Studies with a stromal cell line 
(MC3T3-G2/PA6) and fibroblasts (3T3) suggested that 
glucocorticoids act directly on the stromal cells that 
produce tenascin. In 3T3 cells this downregulation oc- 
curred within 12 h of glucocorticoid-treatment, sug- 
gesting that glucocorticoids acted through cis regula- 
tory elements of the tenascin gene. We suggest that 
glucocorticoids in part regulate hematopoiesis by 
modifying the ECM. Furthermore, downregulation of 
tenascin expression by glucocorticoids may in part ex- 
plain the restricted tissue distribution of tenascin in 
other tissues. 

T ENASCINS are large extracellular matrix (ECM) ~ gly- 
coproteins arranged as polymers of up to six chains. 
Each chain contains a series of EGF-like domains at 

the amino-terminal end followed by a series of fibronectin 
type HI domains, and a fibrinogen type domain at the car- 
boxy-terminal end (Spring et al., 1989; Jones et al., 1989; 
N6renberg et al., 1992). The first described tenascin was re- 
cently named tenascin-C (Bristow et al., 1993), but it will 
here be referred to as tenascin. It has received much attention 
because of its expression in healing wounds and in the stroma 
close to epithelial cells during embryogenesis and carcino- 
genesis (Chiquet-Ehrismann et al., 1986; Ekblom and Auf- 
derheide, 1989). It is also found in the cerebellum, devel- 
oping cartilage, and some other tissues (Koukoulis et al., 
1991; Natali et al., 1991). However, its tissue distribution is 
more restricted than several other ECM proteins such as 
fibronectin and the major laminins. Transforming growth fac- 
tor ~ stimulates expression of many ECM components in- 
cluding tenascin (Pearson et al., 1988; Massagur, 1990) but 
the limited expression of tenascin in vivo suggests mecha- 
nisms that downregulate tenascin expression in the body. In- 
deed, fibroblasts which in vivo produce very little tenascin 
rapidly begin to produce tenascin when cultured in vitro. 
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1. Abbreviation used in this paper: ECM, extracellular matrix. 

Yet, physiological inhibitors of tenascin expression have not 
been identified. In experiments with cells treated with gluco- 
corticoids we noted that tenascin expression might be af- 
fected by the hormone. To learn more about regulation of 
tenascin synthesis, we therefore studied tenascin expression 
in long-term bone marrow cultures, an organ culture system 
where glucocorticoids are required for differentiation. 

Long term bone marrow cultures, which consist of a het- 
erogenous population of stromal and hematopoietic cells can 
be used as in vitro models for hematopoiesis (Dexter et al., 
1977; Whitlock and Witte, 1982; Kincade et al., 1989). 
Glucocorticoids have been suggested to influence the stromal 
layer (Greenberger, 1978; Suda and Dexter, 1981; Eliason, 
1984), but it is not clear at the molecular level how glucocor- 
ticoids act in these cultures. Glucocorticoids have been 
reported to downregulate collagen expression in adult but 
not embryonic fibroblasts (Russell et al., 1989) and to up- 
regulate fibronectin expression (Oliver et al., 1983). How- 
ever, the effect of glucocorticoids on the ECM of bone mar- 
row cells has not been studied in any detail. Glucocorticoids 
were recently shown to cause subtle changes in the sugar 
composition of bone marrow stromal proteoglycans (Sicz- 
kowski et al., 1992) but other more profound effects may oc- 
cur. We here report that bone marrow contains both major 
splice variants of tenascin and that they continue to be ex- 
pressed in long-term bone marrow cultures. Laminin B 
chains and nidogen were also found in the native bone mar- 
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row and in the cultures, suggesting that the marrow cultures 
can be used to study physiologically relevant cell-matrix in- 
teractions. We found that glucocorticoids downregulated 
tenascin and laminin B1 chain expression during initiation of 
long-term bone marrow cultures. Interestingly, only tenascin 
expression was affected in established long-term bone mar- 
row cultures. 

There is previous evidence that the ECM could participate 
in the regulation of hematopoiesis. Stromal calls as well as 
stem cells and lymphoid and myeloid progenitors express 
several known cell adhesion molecules (Hemler, 1988; 
Miyake et al., 1990; Teixid6 et al., 1992). Stromal ceils also 
synthesize and deposit a large number of known ECM com- 
ponents (Bentley and Foidart, 1980; Del Rosso et al., 1981; 
Zuckerman et al., 1985; Long and Dixit, 1990). Inhibitors 
of collagen deposition decrease cell proliferation (Zucker- 
man et al., 1985), while stimulation of glycosaminoglycan 
synthesis enhances hematopoiesis (Spooncer et al., 1983). 
Of the defined components, fibronectin, collagen I, and 
thrombospondin have been shown to be adhesive for hemato- 
poietic ceils (Lanotte et al., 1981; Giancotti et al., 1986; 
Weinstein et al., 1989; VerfaiUie et al., 1991), but the adhe- 
sion capacity of the cells depends on the lineage and stage 
of differentiation (Coulombel et al., 1988; Koenigsmann et 
al., 1992; Long and Dixit, 1990; Williams et al., 1991). The 
binding to fibronectin induces differentiation of immuno- 
globulin-secreting cells of the marrow (Roldfin et al., 1992) 
and murine erythroleukemia cells (Patel and Lodish, 1987), 
and stimulates proliferation of erythroid cells (Weinstein et 
al., 1989). Granulocyte progenitors also adhere to fibronec- 
tin, although to a lesser degree than erythroid calls (Tsai et 
al., 1987; Koenigsmann et al., 1992; Rold(m et al., 1992). 
Tenascin has been shown to modulate the binding of mono- 
cytes and other cells to fibronectin (Chiquet-Ehrismann et 
al., 1988, 1991; Erickson and Bourdon, 1989). It is thus 
likely that the modification of the ECM composition by glu- 
cocorticoid hormones is important for hematopoiesis. 

Materials and Methods 

Animals and Cells 

C57 black mice (6-14 wk old) were used for long-term bone marrow cul- 
tures. For immunofluorescence and immunoblotting bone marrow from 
DBA/1, NMRI, or C57bl x National Medical Research Institute (NMRI) 
mice were used. 

Long-Term Bone Marrow Cultures 

Bone marrow cultures of myeloid cells were initiated and maintained ac- 
cording to Dexter et ai. (1977). 1.9-6 x 106 cells/ml from femurs were 
cultured in Nuncion tissue culture flasks. The culture medium consisted of 
Fischer's medium (GIBCO BRL, Gaithersburg, MD), 20% horse serum 
(GIBCO BRL) and 10 -6 M hydrocortisone sodium succinate (Solu-Cortef, 
Upjohn, Kalamazoo, MI). After 1 wk of culture two thirds of the initial vol- 
ume of fresh medium was added. Half of the medium and non-adherent cells 
were thereafter replaced by fresh medium weekly. The cultures were in- 
cubated in 5 % COz at 33°C. In some cultures hydrocortisone was omitted 
or replaced by 10 -5 or 10 -7 M dexamethasone (Sigma Chemical Co., St. 
Louis, MO) at onset of the cultures or 3 wk after culture in the presence 
of hydrocortisone. The MC3T3-G2/PA6 preadipocyte cells (Kodama et al., 
1982) and 3T3 or 3T3-L1 fibroblast cells (Green and Meuth, 1974) were 
grown in DME (GIBCO BRL), 10% FCS at 37°C in 5% CO2. For mor- 
phological analyses, cytocentrifuge preparations of non-adherent and tryp- 
sin-treated adherent cells were stained with May-Griinwaid-Giemsa. 

Antisera and Antibodies 

Tenascin was detected in immunoblots and immunofluorescence with a rat 
monoclonal IgGl antibody MTn 12 reacting with both major mouse tenas- 
cin polypeptides of 260 and 210 kD. For immunoprecipitations, a mixture 
of the mAbs MTn 12 and MTn 15 (IgG 2a) was used. The mAbs were 
purified by Bakerbond Abx ion exchange chromatography using fast protein 
liquid chromatography (FPLC) as described (Aufderbeide and Ekblom, 
1988). Laminin was demcted with a rabbit antiserum against mouse 
Engelbreth-Holm-Swarm (EHS) tumor. This antiserum reacts with A, B1, 
and B2 chains of laminin (Klein et ai., 1988, 1990). The A chain of laminin 
was detected with mAb 201 as a purified IgG (Soroidn et al., 1992). An 
affinity-purified rabbit antiserum was used to detect nidogen (Paulsson et 
ai., 1987; Mann et ai., 1988). S-chain oflaminin was detected with rat mAb 
D5 kindly provided by Dr. J. Sanes (Washington University, St. Louis, Mis- 
souri). Fibronectin was detected with a polyclonal antiserum specific for 
mouse fibronectin (a gift from Dr. K. Rubin, Biomedical Center, Uppsala 
University, Uppsaia, Sweden). Fluorescein anti-rat and rhodamine con- 
jugated anti-rabbit antisera were from Dianova GmbH (Hamburg, Ger- 
many) and Dako Corp. (Carpinteria, CA). The biotinylated anti-rabbit and 
anti-rat antibodies and streptavidin-fluoreseein were from Amersham In- 
ternationai (Amersham, UK). 

lmmunohlstochemical Analysis 

Femurs from adult mice were frozen in liquid nitrogen, and the bone mar- 
row was then dissected on dry ice under a dissecting microscope. The mate- 
riai was overlaid on dry ice with Tissue Tek (Miles, Naperville, IL) and im- 
mediately thereafter frozen in liquid nitrogen. From newborn mice the 
femurs were frozen in Tissue Tek together with the surrounding tissues. 
Cryostat sections (5-7/~m) were fixed with -20"C methanol for 5 min, 
washed with PBS and incubated with 5 % horse serum in PBS for 5 rain. 
Monoclonal anti-tenascin antibody was used at 50 ttg/rnl, monoclonal anti- 
laminin A antibody at 8/~g/ml, anti-laminin antiserum was used diluted 
1:1,000, monoclonai anti-laminin s-chain antibody 1:100, and anti-nidogen 
antiserum 1:100. The secondary antibodies, fluorescein and rhodamine- 
conjugated anti-rat and anti-rabbit antisexa were used diluted 1:200. In con- 
trol stainings the primary antibody was omitted or nonimmune rabbit serum 
(dilution 1:1,000) was used instead of the primary antiserum. Immnnotluo- 
resccut stainings of long-term cultures grown on eoverslips were performed 
after fixation with methanol. Immunolocalization studies were performed 
with cultures initiated and maintained in the presence of hydrocortisone. 

Immunoblotting 
For immunoblotting the adult mouse bone marrow was isolated frozen after 
immersion of the femur in liquid nitrogen. From bone marrow cultures ad- 
herent cells were scraped off in the buffer. Tissues were homogenized by 
sonication in TBS, pH 7.4, containing 10 mM EDTA and protease inhibitors 
(Pauisson et ai., 1987). After sonication the homngenates were kept on ice 
for 1 h, centrifuged, and the protein content of the supernatants was deter- 
mined with the Bio-Rad Laboratories (Richmond, CA) protein assay. As 
controls, extract from EHS tumor (Klein et al., 1988) was used. Before 
electrophoresis the samples were boiled for 5 rain in Laemmii buffer con- 
taining WIT. Proteins were separated on a 4-15% Mini-Protean 1I gradient 
gel (Bio-Rad Laboratories). Rainbow" molecular weight markers (Amer- 
sham) were run in parallel to estimate the apparent molecular weights. As 
blocking solution 3% BSA (globulin free; Sigma Chemical Co.) and 0.05% 
Tween-20 was used. Purified anti-tenascin antibodies were used at 50 
~g/ml, anti-laminin antiserum at dilutions 1:1,000-300, and anti-nidogen 
antiserum at 1:75. The biotinylated anti-rabbit or anti-rat antibodies were 
used at 1:200 dilution and streptavidin-biotinylated HRP complex (Amer- 
sham) at 1:400 dilution in PBS. The color reaction was performed with 
4-chloro-l-naphthol and H2Oz. 

Immunoprecipitation 
Monolayers of MC33T3-G2/PA6 fibroblasts, confluent to '~75 %, were cul- 
tured either untreated or treated with 10 -5 M and 10 -7 M dexamethasone 
for 48 h. Cells were then washed with PBS, and incubated with methionine- 
and cysteine-free labeling media containing [35S]methionine-cysteine for 
24 h in the presence or absence of the same concentrations of dexametha- 
sone. Control plates received ethanol instead of ethanol+dexamethasone 
during the labeling period. After labeling the media were removed and 
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Figure L Tenascin, laminin, and nidogen in the bone marrow of newborn mouse. Immunofluorescence staining with anti-tenascin antibody 
mTn 12 shows tenascin as thin fibers among the bone marrow cells (A). Double staining of the same section with the anti-laminin antiserum 
detecting both A and B chains (B) shows bright staining in the muscle layer of the arteriole (closed arrow) and in the wall of the sinusoid 
(open arrows). In addition, there are thin fibers with laminin around cells within the bone marrow. Staining with anti-nidogen antiserum 
shows reaction in the muscle layer of the arteriole and in the wall of the sinusoid (C), whereas staining of the same section with monoclonal 
anti-laminin A chain shows no staining above background (D). Bar, 100/~m. 

1 mM PMSF and 70% ammonium sulfate were added. After 3 h at 4°C, 
the media were centrifuged at 3,000 rpm for 20 min. Pellets were 
resuspended in 0.5 ml TBS and dialyzed against TBS. Samples were 
precleared by addition of 25 /~g/ml normal rabbit IgG, 25 /~g/ml rat 
anti-mouse IgG, protein A-Sepharose and protein G-Sepharose (Pharma- 
cia, Uppsala, Sweden) by mixing for 2 h at 40C. Precleared material was 
aliquoted into samples containing equal amounts of epm. Samples were in- 
cubated for 2 h at 4°C with 40 #g/ml of MTn 12 and MTn 15, or with 13 
#g/ml rabbit anti-rat fibronectin, or 30/~g/ml rat anti-mouse IgG. Rabbit 
anti-rat (25/~g/ml) and 30 #1 protein A-Sepharose was added to bind MTn 
12 (IgG1) and rat anti-mouse IgG-containing samples. Protein G-Sepha- 
rose (30/xl) was added to bind MTn 15 (IgG 2a)-containing samples. Pro- 
tein A-Sepharose was added to rabbit anti-rat fibronectin-containing sam- 
pies. Incubation with protein beads was for 1 h at 40C. After spinning, 
pellets were washed 3 times with RIPA (1% Triton X-100, 0.5% deoxyeho- 
late, 0.1% SDS in TBS containing 0.6 mM MgSO4 and 1 mm CaC12), twice 
with 0.5% Triton X-100, 0.5 M NaC1, and once with 0.25% Triton 3[-100, 
0.25 M NaC1. Pellets were treated with sample denaturing buffer, TBS and 
DTT and boiled for 5 rain. 50 #1 of sample were loaded per well on 5 % 
PAGE-SDS gels. Gels were fixed, treated with fluorography enhance, dried 
and exposed on x-ray film. 

Northern Blotting 

Total RNA was isolated from 3"1"3 cells as described by Auffray and Rougeon 
(1980). RNA from other coils and tissues was isolated by acid gnanidinium 
thiocyanate-phenol-chloroform extraction (Chomczynski and Saeehi, 
1987). RNA was eleetrophoretically separated, blotted onto Zeta-Probe 
membrane (Bio-Rad Laboratories), UV cross-linked and probed in Church 
buffer (Church and Gilbert, 1984) at 65"C. The following oligolabeled 
eDNA probes were used: (a) p-5'6 corresponding to the 5' region of mouse 
tenasein; (b) M20/I corresponding to the middle region of mouse tenascin 
(Weller et al., 1991); (c) the Sph-Hind/lI fragment of eDNA clone for 
mouse laminin BI chain (Oberbiumer, 1986); (d) a clone for mouse ~l- 
integrin subunit detecting two polyadenylation variants of the mRNA; (e) 
a clone for mouse #-actin (Minty et al., 1983); (f) and a clone for human 
G3PDH (Clonteeh, Palo Alto, CA). Upon hybridization the blot with 3T3 
RNA was washed twice for 30 rain at 650C in a solution containing 0.1 × 
SSC and 1% SDS. The other blots were washed twice with 0.02 M Naz 
HPO4, 5% SDS and twice with 0.02 M Na2HPO4, 1% SDS for 60 min at 
65"C (Sambrook et al., 1989). The blots were exposed at -70"C on a Ko- 
dak X-OMAT film (Eastman Kodak Co., Rochester, NY) for 1-14 days. 
Quantitation of signal intensities were performed by densitometric scanning 
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Figure 2. Laminin and tenascin in the adult mouse bone marrow. Sections of the central bone marrow (A and B) and more peripheral 
areas (C and D) were double stained for tenascin (A and C), and laminin A and B chains (B and D). Open arrows show sinusoidal walls, 
and closed arrows show the blood vessels. Bar, 50/~m. 

of Northern blots using an LKB laser densitometer. Values were normalized 
to G3PDH signal intensities. 

Resul ts  

Localization of  Laminin and Tenascin in the Bone 
Marrow and in Long-Term Bone Marrow Cultures 

In bone marrow of newborn mice tenascin was expressed as 
thin fibers in the intersinusoidal spaces among the bone mar- 
row cells. Tenascin was also expressed in the wails of arteries 
but not in the sinusoidal linings (Fig. 1 A). The distribution 
of laminin was much more widespread then tenascin. Lami- 
nin was expressed in the walls of the arteries and veins and 
also in the sinusoidal walls (Fig. 1 B). Thin strands were also 
seen in extravascular areas close to bone marrow cells, as 
reported previously for rat (Hamilton and Campbell, 1991). 
The staining pattern for nidogen was identical to the laminin 
B chain polypeptides in newborn (Fig. 1 C) and adult (not 
shown) mouse bone marrow. A monoclonal antibody 201 

against laminin A chain did not show any reaction above 
background (Fig. 1 D). By immunoblotting or immunofluo- 
rescence we failed to detect the s-chain of laminin in mouse 
or rat bone marrow (data not shown). 

In the adult bone marrow staining for tenascin remained 
positive, but was weaker in the intersinusoidal spaces than 
in newborn bone marrow. Tenascin expression was particu- 
larly weak in the central area of the adult bone marrow, also 
in the arteriolar walls (Fig. 2 A), but more expression was 
seen in the subcortical areas (Fig. 2 C). Laminin chains re- 
mained well expressed in the adult bone marrow both in the 
blood vessel wails (Fig. 2 B) and in the sinusoidal walls (Fig. 
2, B and D). Tenascin and laminin continued to be well ex- 
pressed in the long-term in vitro cultures of adult bone mar- 
row. In the cultures tenascin was seen as fibers between the 
stromal cells (Fig. 3 A), whereas laminin was seen as in- 
tracytoplasmic perinuclear deposits in some large stromal 
cells, but also in the extracellular matrix (Fig. 3 B). In the 
ECM of the bone marrow cultures no extensive codistribu- 
tion of tenascin and laminin was noted. 
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Figure 4. Polypeptide chain composition of larninin and tenascin in 
the bone marrow, in cultured marrow and in cultured cells. Immu- 
noblotting was performed with monoclonal anti-tenascin antibody 
MTn 12 (lanes 1-3) or with second antibody alone (lanes 4 and 5), 
polyclonal anti-laminin (lanes 6--8) or nonimmune rabbit serum 
(lanes 9 and 10), and anti-nidogen antiserum (lanes//and 12) or 
nonimmune rabbit serum (lanes 13 and 14). Lysates blotted were 
from cell line MC3T3-G2/PA6 (lane 1), adherent cells from long- 
term bone marrow cultures (lanes 2, 4, 7, 9, H, and 13), adult 
mouse bone marrow (lanes 3, 5, 8, 10, 12, and 14), and EHS-extract 
(lane 6). The second antibodies used alone frequently reacted 
strongly with bands of ~130 kD in the extracts from the cultured 
bone marrow (lane 4), but not from the native bone marrow (lane 
5) which explains the extra bands in lanes 1 and 2. Two tenascin 
polypeptides (arrows) are visible in the cell line MC3T3-G2/PA6 
(lane 1), in bone marrow cultures (lane 2), and in bone marrow 
(lane 3). Although the anti-laminin antiserum reacts both with the 
400-kD laminln A chain and the 200-kD B chains (arrows) in the 
EHS extract (lane 6), only B chains were detected with the same 
antiserum in extracts from bone marrow cultures (lane 7) or adult 
mouse bone ~ (lane 8). The anti-nidogen antiserum detects 
a polypeptide of 150 kD (arrow) in the marrow cultures (lane//)  
and in the bone marrow (lane 12). In control immunoblots of bone 
marrow (lanes 5 and 10) and bone marrow cultures (lanes 4, 9, and 
12) with the secondary anti-rat (lanes 4 and 5) and anti-rabbit 
(lanes 9, 10, 13 and 14) antiserum the primary antibodies were 
omitted. Right margin indicates Mr X 10 -3. Gels were run under 
reducing conditions. Tn, tenascin; A, laminin A chain; B, laminln 
B chains, and N, nldogen. 

Figure 3. Localization of tenascin and laminin in the adherent layer 
of long-term bone marrow culture. Cells grown on a coverslip were 
stained with anti-tenascin antibody MTnl 2 (A). Tenascin is seen ex- 
tracellularly arranged in large fibrils, lmmunofluorescence staining 
with the anti-laminin antiserum shows some extracellular deposi- 
tion of laminin, but laminin is predominantly found within the 
stromal cells perinuclearly (B). Bar, 20 #m. 

Chain Composition o f  Tenascin and Laminin in the 
Bone Marrow 

Immunoblotting revealed the presence of  both the 260- and 
210-kD tenascin polypeptides in cultures of  the established 
preadipocyte-stroma cell line (Fig. 4, l ane / ) ,  in the long- 
term cultures (Fig. 4, lane 2) and in the native bone marrow 
(Fig. 4, lane 3). There was a slight predominance of the 
larger polypeptide in all these samples. Laminin in tissues 
exists as several different isoforms which differ by the poly- 
peptide chain composition. Isoforms devoid of  the laminin 
A-chain polypeptide are particularly common both in em- 
bryonic and adult tissues, but so far there has not been any 
information about the subunit composition of  bone marrow 
laminin. With an A-chain-specific mAb we failed to detect 
the A chain in immunofluorescence (see Fig. 1). In agree- 
ment with these findings, we detected only 200-kD B-chain 
polypeptides in the native bone marrow (Fig. 4, lane 8) and 

in the cultured stromal cells (Fig. 4, lane 7) with an antise- 
rum that detects both A and B chains of  laminin from the 
EHS tumor (Fig. 4, lane 6). Immunoblotting for nidogen, a 
160-kD protein associated with laminin (Timpl, 1989), 
showed a 160-kD band from the culture cells and the native 
bone marrow. Another weak 100-kD nidogen band was 
seen in bone marrow lysates, probably a degradation product 
of  nidogen due to endogenous or exogenous proteases (Fig. 
4, l a n e s / / a n d  12). The results and the immunofluorescence 
strongly suggest that the cultured stromal bone marrow cells 
continue to produce the same isoforms of  laminin and tenas- 
cin as the native adult bone marrow. 

Downregulation o f  Tenascin Expression in Bone 
Marrow Cultures by Glucocorticoids 

We first studied whether glucocorticoids affected tenascin or 
laminin expression in bone marrow cultures during the initial 
formation of  the stromal cell layer. When glucocorticoids 
were present from the onset of  the bone marrow cultures, a 
nearly confluent adherent cell layer, a stroma, formed after 
3 wk. In contrast, the stroma was less well developed when 
cultures were initiated without glucocorticoid supplementa- 
tion, as reported (Suda and Dexter, 1981), A transient in- 
crease in the number of nonadherent cells occurred on the 
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Figure 5. Glucocorticoids 
downregulate tenascin and 
laminin B1 and mRNAs dur- 
ing initiation of long-term 
bone marrow cultures. North- 
ern blotting of tenasein and 
laminin B1 mRNA in long 
term bone marrow cultures 
(lanes 1-4) and in a stromal 
cell line MC3T3-G2/PA6 
(lanes 6--8). Lanes 1-4 were 
loaded with 7/tg, lane 5 with 
10/~g, and lanes 6--8 with 12 
t~g of total RNA, and North- 
ern blotting was performed 
with oligolabelled tenasein 
eDNA TN-20/I (Tn) and a 
eDNA clone for mouse lami- 
nin B1. Loading in each gel 
was monitored by probing with 

a eDNA detecting G3PDH mRNA. Total RNA was isolated from 
the adherent cell layer of bone marrow cultures initiated in the pres- 
ence of 10 -6 M hydrocortisone (lane 1), 10 -5 M dexamethasone 
(lane 2), 10 -7 dexamethasone (lane 3), or absence of glucocorti- 
coids (lane 4), and from the non-adherent cells grown in the pres- 
ence of 10-6 M hydrocortisone (lane 5). Similar Northern blots 
were performed with the MC3T3-G2/PA6 cell line grown in the 
presence of 10 -7 M dexamethasone (lane 6), 10 -5 M dexametha- 
sone (lane 7), or without glucocorticoids (lane 8). Tn, tenascin; 
/amB/, laminin B1 chain; and G3PDH, glycerol 3-phosphate dehy- 
drogenase. 

second week in cultures lacking glucocorticoids. This cor- 
related with tenascin mRNA expression; glucocorticoids 
drastically diminished the steady state levels of tenascin 
mRNA in the adherent layer. Laminin B1 mRNA expression 
was also diminished to the same degree (Fig. 5). Non- 
adherent cells from the cultures grown in the presence of 
hydrocortisone did not express any detectable tenascin 
mRNA or laminin B1 (Fig. 5). Densitometric analysis of 
RNA signal intensity suggested that glucocorticoids de- 

creased expression of tenasein and laminin mRNA in the ad- 
herent layer by ,~70-90% (Fig. 6 B).  

We next studied whether omission of glucocorticoids 
could affect enascin or laminin expression once the adherent 
stromal cell layer had been established. Cultures were first 
grown for 3 wk in the presence of 10 -6 M hydrocortisone, 
and were then shifted to different culture conditions contain- 
ing either no steroids, 10 -6 M hydrocortisone or 10 -~ or 
10 -7 M dexamethasone. During the culture period there 
were no obvious qualitative or quantitative morphological 
differences between the cultures in the nonadherent cells. 
Omission of glucocorticoids led to increased levels of tenas- 
cin mRNA, whereas they remained low in cultures sup- 
plemented with hydrocortisone or dexarnethasone. In con- 
trast, laminin B1 mRNA steady-state levels were not in any 
way affected by differences in glucocorticoid concentration 
in these cultures (Fig. 6 C). 

Downregulation of  Tenascin Expression by 
Glucocorticoids in Established Cell Lines 

To study whether the inhibition of tenascin expression by the 
glucocorticoids was due to a direct effect on stromal cells or 
mediated through another cell type, two established cell 
lines were used. In both the preadipocyte cell line MC3T3- 
G2/PA6 (Fig. 5) and in 3T3 cells (Fig. 6 A) glucocorticoids 
drastically downregulated the steady-state levels of  tenascin 
mRNA. In a time course study performed with 3"1"3 cells the 
response reached a maximum at the mRNA level ( ~ 9 0 %  in- 
hibition) already within 12 h of  glucocorticoid treatment, 
and persisted during the whole 6-(t culture period (Fig. 7). 
In contrast, no downregulation of  the expression of/51- 
integrin mRNA could be seen, either by a 1-wk treatment 
with 100 nM dexamethasone or by a short treatment with a 
high dose of 10/zM for 24 h (Fig. 7). Immunoprecipitation 
of metabolically labeled cells confirmed that tenascin poly- 
peptide synthesis was reduced by dexamethasone treatment. 
In fibroblasts (MC3T3-G2/PAt) analyzed on the second day 
of culture, dexamethasone strongly reduced synthesis of the 
260-kD tenascin polypeptide variant, but only slightly re- 
duced the synthesis of the 210-kD polypeptide (Fig. 8). No 
reduction of synthesis of fibronectin was noted (Fig. 8). 
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Figure 6. Differentiation-depen- 
dent regulation of the ECM by 
glucocorticoids. Densitometric 
analysis of Northern blotting for 
tenasein ([]) and larninin (D) 
were normalized to G3PDH sig- 
nal intensities. MC3T3-G2/PA6 
cells were cultured for one week 
in the presence or absence of 
dexamethasone (DXM) (A). Bone 
marrow stromal cells (stroma) 
were initiated in the presence of 
dexamethasone, hydrocortisone 
(HC) or without hormones and 
RNA levels for tenascin and lami- 
nin B1 were analyzed (B). In an- 

other set of experiments the stroma was first allowed to develop well in the presence of hydrocortisone for 3 wk (stroma/HC). Cultures 
were then exposed to different concentrations of glucocortieoids or cultured without hormones, and analyzed for tenasein and laminin 
B1 expression after 1 wk (C). Numbers are percent of signal intensities of cultures grown without glucoeorticoids (control). 
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Figure 7. Time course study of 
the effect of glucocorticoids 
on steady-state levels of tenas- 
tin mRNA. 3T3 cells were 
grown without glucocorti- 
coids (lane 1), in the presence 
of 100 nM dexamethasone for 
4 h (lane 3), 12 h (lane 4), 
24 h (lane 5), 4 d (lane 6), 
and 6 d (lane 7), or in the 
presence of 10 #M dexameth- 
asone for 24 h (lane 8). A 
control blot of cells grown for 
24 h in the presence of ethanol 
only, used to solubilize dexa- 
methasone is provided to 
show that ethanol does not 
influence tenascin expression 
(lane 2). 10 #g of total RNA 

from each time point was probed with oligolabelled cDNA p5'-6 
detecting tenascin mRNA and cDNA detecting the two polyadenyl- 
ation variants of the mouse/3Lintegrin subunit. Blotting with a 
cDNA for ~ actin shows that an equal amount of RNA was loaded. 
At higher exposure levels not shown here, some expression oftenas- 
cin was seen in all lanes. Tn, tenascin; Int~, integrin/~1 subunit. 

D i s c u s s i o n  

Glucocorticoids are known to be important for myelopoiesis 
in vitro but the molecular mechanisms of the effect are not 
clear (Dexter and Spooncer, 1987; Dorshkind, 1990). Our 
current study raises the possibility that glucocorticoids affect 
hematopoiesis by modifying the ECM. During initiation of 
long-term bone marrow cultures glucocorticoids drastically 
downregulated the steady-state levels of both tenascin and 
laminin B1 chain mRNA, by >80 %. Interestingly, no such 
effect could be seen on laminin mRNA once the bone mar- 
row stroma cell layer had formed whereas tenascin mRNA 
levels continued to be downregulated. In bone marrow cul- 
tures many interacting cell types are present, but our findings 
on 3T3 fibroblastic and MC3T3-G2/PA6 preadipocyte cell 
lines suggest that glucocorticoids act directly on the stromal 
cells that produce tenascin. 

By immunohistology tenascin and laminin were localized 
in discrete locations of the bone marrow. In the newborn 
mouse bone marrow tenascin was widely expressed in the in- 
tersinusoidal spaces. In adult bone marrow tenascin expres- 
sion in the intersinusoidal spaces was weaker and was seen 
predominantly in the subcortical areas. Laminin was more 
widely expressed within the bone marrow stroma. Neither 
laminin A chain nor s-chain but only chains reacting with anti- 
bodies against B1 and B2 chains were found in the marrow. 
Hence bone marrow laminin resembles mesenchymal rather 
than epithelial laminin (Klein et al., 1990; Ekblom et al., 
1990). Nevertheless, the laminin binding protein nidogen 
was expressed in the bone marrow with a similar distribution 
as laminin, suggesting that laminin A-chain polypeptide is 
not necessary for the laminin-nidogen assembly. Since bone 
marrow laminin lacks the A chain it should not bind to the 
laminin receptor integrin ot6/~l (Deutzmann et al., 1990). 
The biological role of bone marrow laminin is therefore 
unclear. However, it could be involved in a variety of adhe- 
sive events during hematopoiesis. Anti-laminin antibodies 

Figure 8. Reduction of tenas- 
cin polypeptide biosynthesis 
by dexamethasone. MC3T3- 
G2/PA6 ceils were cultured 
for 48 h in the absence of 
dexamethasone (lanes 1 and 
4) or presence of 10 -2 M 
(lanes 2 and 5) and 10 -7 M 
dexamethasone (lanes 3 and 
6). After a 48-h culture in the 

indicated concentrations of dexamethasone cells were metaboli- 
cally labelled for 24 h by l~SS]methionine-cysteine in the same 
concentrations of dexamethasone. Immunoprecipitation was per- 
formed with mAbs MTn 12 and MTn 15 against tenascin (lanes 
1-3) and polyclonal antiserum against fibronectin (lanes 4-6). Im- 
munoprecipitated proteins were analyzed by SDS-PAGE under 
reducing conditions. Left margin indicates Mr x 10 -3. 

have recently been shown to affect lymphocyte u:atticking 
(Kupiec-Weglinski and de Sousa, 1991), and some leukemia 
cells have acquired increased ability to adhere to laminin 
(Verfaillie et al., 1992). 

The role of tenascin is not well defined, but there is some 
evidence that it in vitro influences cell-matrix interactions. 
Tenascin has been suggested to act as an anti-adhesive agent 
(Chiquet-Ehrismann et al., 1986; Faissner and Kruse, 1990; 
Murphy-Ullrich et al., 1991; Lochter et al., 1991). It binds 
to chondroitin sulfate proteoglycan (Chiquet and Fam- 
brough, 1984; Hoffman et al., 1988) and to fibronectin, and 
it can inhibit adhesion of cells to fibronectin (Chiquet- 
Ehrismann et al., 1988; Riiegg et al., 1989; Lotz et al., 
1989). Our findings of tenascin expression in the bone mar- 
row stroma are in agreement with this hypothesis. Glucocor- 
ticoids downregulated tenascin mRNAs and led to decreased 
tenascin polypeptide content in the adherent stromal layers 
in long-term bone marrow cultures. In glucocorticoid-defi- 
cient cultures increased tenascin polypeptide content was as- 
sociated with transient increase in non-adherent cells at 2 wk 
of culture and low levels of hematopoiesis thereafter. This 
transient increase of nonadherent cells in glucocorticoid- 
deficient cultures has been explained by possible toxicity of 
glucocorticoids to hematopoietic progenitors (Suda and 
Dexter, 1981). In the light of our present studies a more 
likely alternative is that the glucocorticoids modulate cell- 
matrix interactions by influencing the biosynthesis of ECM 
components such as tenascin. In glucocorticoid-deficient 
cultures the increased expression of tenascin could lead to 
decreased adhesion of hematopoietic cells to other ECM 
components and to the stroma. Analogously, it was previ- 
ously suggested that tenascin might be involved in the phys- 
iological cell shedding from intestinal villi (Probstmeier et 
al., 1990). The availability of the in vitro model for hemato- 
poiesis, monoclonal antibodies that affect binding of cells to 
mouse tenascin (Husman et al., 1992) and cDNA clones for 
several species that allow the production of recombinant 
tenascin polypeptides (Spring et al., 1989; Jones et al., 
1989; Siri et al., 1991; Nies et al., 1991; Saga et al., 1991; 
Weller et al., 1991) should make it possible to experimen- 
tally study whether tenascin affects adhesion of hematopoi- 
etic cells. 

The mechanism of glucocorticoid regulation of tenascin 
synthesis is unclear. Glucocorticoid hormones act by form- 
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ing a complex with cytoplasmic receptors which then trans- 
locate into the nucleus. In the nucleus glucocorticoids can 
regulate gene expression either directly by binding to gluco- 
corticoid responsive elements (Yang-Yen et al., 1990) or in- 
directly by interfering with other transcription factors (Dia- 
mond et al., 1990; Yang-Yen et al., 1990; Jonat et al., 1990). 
In our experiments with 3T3 cells tenascin mRNA levels 
were reduced by glucocorticoids already between 4 and 12 h 
suggesting that the hormone-receptor complex acts directly 
on cis regulatory elements of the tenascin gene. To study the 
molecular basis of glucocorticoid regulation of tenascin ex- 
pression we are currently characterizing the promoter region 
of the mouse tenascin gene. 

Although glucocorticoids strongly decreased tenascin ex- 
pression, the changes in adhesive cell interactions caused by 
glucocorticoids in the bone marrow cultures could be due to 
reduced or altered expression of other adhesion proteins. 
Based on the current data it seems that glucocorticoids do 
not affect ECM synthesis as broadly as transforming growth 
factor fi (TGF-/~), which stimulates or influences synthesis 
of a very large number of ECM proteins, integrin receptors 
and enzymes degrading ECM (Massagut, 1990). Integrin ~1 
mRNA was not affected, suggesting that glucocorticoids do 
not cause a simultaneous downregulation of ECM receptors. 
However, laminin B1 chain mRNA was downregulated by 
glucocorticoids in the bone marrow during the initiation of 
cultures. Since a number of ECM proteins or proteases 
degrading ECM are affected by glucocorticoids in other tis- 
sues (Russell et al., 1989; Jonat et al., 1990) at least some 
other ECM components may be affected in the bone marrow 
as well. 

The data showing that glucocorticoids strongly influence 
the expression of ECM components may turn out to be rele- 
vant for the understanding of clinical symptoms caused by 
excess of corticosteroids. These syndromes include skin at- 
rophy, impaired bone marrow differentiation, immunologi- 
cal deficiency leading to increased susceptibility to infec- 
tions, and a reduced wound healing capacity. There are no 
satisfactory explanations at the molecular level for the many 
side effects of glucocorticoids. It is tempting to speculate that 
at least some of them could be related to the downregulation 
of ECM components such as the tenascins and laminins. It 
will therefore be of interest to test whether the biosynthesis 
of other members of the tenascin and laminin families are 
affected by glucocorticoids. 

We are grateful for the technical assistance of Mrs. Anne-Marl Olofsson. 
We are also grateful for the generous donation of  antibodies by Drs. R. 
Timpl (Max-Planck-Institut fOr Biochemie, Martinsried, Germany), J. 
Sanes, and K. Rubin and of RNA samples from Anne Vassalli (Whitehead 
Institute, Cambridge, MA). 

This work was supported by the Swedish Cancer Fund, Swedish Medical 
and Natural Science Research Councils, the Austrian National Bank (Proj- 
ect Nr. 4106) and the Austrian Ministry of  Science. 

Received for publication 23 March 1993 and in revised form 17 August 
1993. 

References 

Aufderheide, E., and P. Ekblom. 1988. Tenascin during gut development: ap- 
pearance in the mesenchyme, shift in molecular forms and dependence on 
epithelial-mesenchymal interactions. J. Cell Biol. 107:2341-2349. 

Auffray, C., and F. Rougeon. 1980. Purification of mouse immunoglobulin 

heavy-chain messenger RNAs from total myeloma tumor RNA. Eur. J. Bio- 
chem. 107:303-314. 

Bentley, S. A., and J.-M. Foidart. 1980. Some properties of marrow derived 
adherent cells in tissue culture. B/ood. 56:1006-1012. 

Bristow, J., M. K. Tee, S. E. Gitelman, S. H. Mellon, andW. L. Miller. 1993. 
Tenascin-X: a novel extracellular matrix protein encoded by the human XB 
geae overlapping P450c21B. J. Cell Biol. 122:265-278. 

Campbell, A., M. S. Wiclm, and M. Long. 1985. Extrace]lniar matrix promotes 
the growth and differentiation of routine hematopoietie cells in vitro. J. Clin. 
Invest. 75:2085-2090. 

Chiquet, M., and D. M. Fambrough. 1984. Chick myotendinous antigen. II. 
A novel extracellniar glycoprotein complex consisting of large disulfide- 
linked subunits. J. Cell Biol. 98:1937-1946. 

Chiquet-Ehrismann, R., E. J. Mackie, C. A. Pearson, and T. Sakakura. 1986. 
Tanascin: an extraceUular matrix protein involved in tissue interactions dur- 
ing fetal development and oncogenesis. Cell. 47:131-139. 

Chiquet-Ehrismann, R., P. Kalla, C. A. Pearson, K. Beck, and M. Chiquet. 
1988. Tenascin interferes with fibronectin action. Cell. 53:383-390. 

Chiquet-Ehrismann, R.. Y. Matsuoka, U. Hofer, J. Spring, C. Bernasconi, and 
M. Chiquet. 1991. Tenascin variants: differential binding to fibronectin and 
distinct distribution in cell cultures and tissues. Cell Regul. 2:927-938. 

Cbomczynski, P., and N. Sacchi. 1987. Single-step method of RNA isolation 
by acid guanidinium thiocyanate-phenol-chloroform extraction. Anal. Rio- 
chem. 162:156-159. 

Church, G. M., andW. Gilbert. 1984. Genomic sequencing. Proc. Natl. Acad. 
Sci. USA. 81:1991-1994. 

Coulombel, L., M. H. Vuillet, C. Leroy, and G. Tcbernia. 1988. Lineage-and 
stage-specific adhesion of human hematopoietic progenitor cells to extracel- 
lular matrices from marrow fibroblasts. B/ood. 71:329-334. 

Del Rosso, M., R. Cappclletti, G. Dini, G. Fibbi, S. Vaanueehi, V. Chiarugi, 
and C. Guazzelli. 1981. Involvement of glycosaminoglycans in detachment 
of early myeloid precursors from bone-marrow stromal cells. Biochim. Rio- 
phys. Acto. 676:129-136. 

Deutzmann, R., M. Aumailley, H. Wiedemann, W. Pysny, R. Timpl, and D. 
Edgar. 1990. Cell adhesion, spreading and neurite stimulation by laminin 
fragment E8 depends on maintenance of secondary and tertiary structure in 
its rod and globular domain. Fur. J. Biochem. 191:513-522. 

Dexter, T. M., and E. Spooncer. 1987. Growth and differentiation in the 
hemopoietic system. Annu. Rev. Cell Biol. 3:423-441. 

Dexter, T. M., T. D. Allen, and L. G. Lajtha. 1977. Conditions controlling 
the proliferation of haemopoietic stem cells in vitro. J. Cell. Physiol. 
91:335-344. 

Diamond, M., J. Miner, S. Yoshinaga, and K. R. Yamamoto. 1990. Transcrip- 
tion factor interactions: selectors of positive and negative regulation from a 
single DNA element. Science (Wash. DC). 249:1266-1272. 

Dorshkind, K. 1990. Regulation of hemopoiesis by bone marrow stromal cells 
and their products. Annu. Rev. lnununol. 8:111-137. 

Ekblom, P., and E. Aufderheide. 1989. Stimulation of tenascin expression in 
meseachyme by epithelial-mesenchymal interactions. Int. J. Dev. Biol. 
33:71-79. 

Ekblom, M., G. Klein, L. Fecker, G. Mugraner, R. Deutzmann, R. Timpl, and 
P. Ekblom. 1990. Transient and locally restricted expression of laminin A 
chain mRNA by developing epithelial cells during kidney organogenesis. 
Cell. 60:337-346. 

Eliason, J. F. 1984. Long-term production of hemopoietic progenitors in cul- 
tures containing low levels of serum. Exp. HematoL (NY). 12:559-567. 

Erickson, H. P., and M. A. Bourdon. 1989: Tenascin: an extracellular matrix 
protein prominent in specialized embryonic tissues and tumors. Annu. Rev. 
Cell Biol. 5:71-92. 

Faissner, A., and J. Kruse. 1990. J 1/tenascin is a repulsive substrate for central 
nervous system neurons. Neuron. 5:627-637. 

Giancotti, F. G., P. M. Comoglio, and G. Tarone. 1986. Fibronectin-plasma 
membrane interaction in the adhesion of bemopoietic cells. J. Cell Biol. 
103:429-437. 

Green, H., and M. Meuth. 1974. An established pre-adipose cell line and its 
differentiation in culture. Cell. 3:127-133. 

Greenberger, J. S. 1978. Sensitivity of corticusteroid-dependent insulin- 
resistant lipoganesis in marrow preadipocytes of obese-diabetic (db/db) 
mice. Nature (Lond.). 275:752-754. 

Hamilton, R., and F. R. Campbell. 1991. Immunocbemicai localization ofex- 
tracellular materials in bone marrow of rats. Anat. Rec. 231:218-224. 

Hemler, M. E. 1988. Adhesive protein receptors on hematopoietic cells, lm- 
munol. Today. 9:109-113. 

Hoffman, S., K. L. Crossin, and G. M. Edelman. 1988. Molecular forms, bind- 
ing functions, and developmental expression patterns of cytotactin and 
cytotactin-binding proteogtycan, and interactive pair of extracellular matrix 
molecules. J. Cell Biol. 106:519-532. 

Husman, K., A. Faissner, and M. Schachner. 1992. Tenascin promotes cerebel- 
lar granule cell migration and neurite outgrowth by different domains in the 
fibronectin type n l  repeats. J. Cell Biol. 116:1475-1486. 

Jonat, C., H. Rahmsdorf, K. Park, A. Cato, H. Ponta, and P. Herrlieh. 1990. 
Anti-tumor promotion and antiinilammation: down-modulation of AP-1 
(fosOun) activity by glucocorticoid hormone. Cell. 62:1189-1204. 

Jones, F. S., S. Hoffman, B. A. Cunningham, and G. M. Edelman. 1989. A 
detailed structural model of cytotactin: protein homologies, alternative split- 

The Journal of Cell Biology, Volume 123, 1993 1044 



ing, and binding regions. Proc. Natl. Acad. Sci. USA. 86:1905-1909. 
Kincade, P. W., G. Lee, C. Pietrangeli, S.-I. Hayashi, andJ. M. Gimble. 1989. 

Cell and molecules that regulate B lymphopoiesis in bone marrow. Annu. 
Rev, lmmunol. 7:111-143. 

Klein, G., M. Langegger, R. Timpl, and P. Ekblom. 1988. Role of laminin A 
chain in the development of epithelial cell polarity. Cell. 55:331-341. 

Klein, G., M. Ekblom, L. Fecker, R. Timpl, and P. Ekblom. 1990. Differential 
expression of laminin A and B chains during development of embryonic 
mouse organs. Development (Camb.). 110:823-837. 

Kodama, H., Y. Amagai, H. Koyama, and S. Kasai. 1982. A new preadipose 
cell line from newborn mouse calvaria can promote the proliferation of 
pluripotent hemopoietic stem cells in vitro. J. Cell. Physiol. 112:89-95. 

Koenigsmann, M., J. D. Griffin, J. DiCarlo, and S. A. Cannistra. 1992. My- 
eloid and erythroid progenitor cells from normal bone marrow adhere to col- 
lagen type 1. Blood. 79:657-665. 

Koukoulis, G. K., V. E. Gould, A. Bhattacharya, J. E. Gould, A. A. Howeedy, 
and I. Virtanen. 1991. Tenascin in normal, reactive, hyperplastic, and neo- 
plastic tissues: biologic and pathologic implications. Hum. Pathol. 22: 
637-643. 

Kupiec-Weglinski, J. W., and M. de Sousa. 1991. Lymphocyte traffic is 
modified in vivo by anti-laminin antibody. Immunology. 72:312-313. 

Lanotte, M., S. Schor, and T. M. Dexter. 1981. Collagen gels as a matrix for 
baemopoiesis. J. Cell. Physiol. 106:269-277. 

Liesveld, J. L., C. N. Abboud, R. E. Duerst, D. H. Ryan, J. K. Brennan, and 
M. A. Lichtman. 1989. Characterization of human marrow stromal cells: 
role in progenitor cell binding and granulopoiesis. Blood. 73:1794-1800. 

Lochter, A., L. Vaughan, A. Kaplony, A. Prochiantz, M. Scbachner, and A. 
Faissner. 1991. J1/tenascin in substrate-bound and soluble form displays 
contrary effects on neurite outgrowth. J. Cell Biol. 113:1159-1171. 

Long, M. W., and V. M. Dixit. 1990. Thrombospondin functions as a 
cytoadhesion molecule for human hematopoietic progenitor cells. Blood. 
75:2311-2318. 

Lotz, M. M., C. A. Burdsal, H. P. Erickson, and D. R. McClay. 1989. Cell 
adhesion to fibronectin and tenascin: quantitative measurements of initial 
binding and subsequent strengthening response. J. Cell Biol. 109:1795- 
1805. 

Mann, K., R. Deutzmann, and R. Timpl. 1988. Characterization of proteolytic 
fragments of the laminin-nidogen complex and their activity in ligand- 
binding assays. Fur. J. Biochem. 178:71-80. 

Massagu6, J. 1990. The transforming growth factor-~ family, dnnu. Rev. Cell 
Biol. 6:597-641. 

Minty, A. J., S. Alonson, J. L. Guenet, andM. E. Buckingham. 1983. Number 
and organization of actin-related sequences in the mouse genome. J. Mol. 
Biol. 167:77-101. 

Miyake, K., K. L. Medina, S. Hayashi, S. Ono, T. Harnaoka, andP. W. Kin- 
cade. 1990. Monoclonal antibodies to Pgp-1/CD44 block lympho-hemo- 
poiesis in long-term bone marrow cultures. J. Exp. Med. 171:477-488. 

Murphy-Ullrich, J. E., V. A. Lightner, I. Aukhil, Y. Z. Yan, H. P. Erickson, 
and M. H66k. 1991. Focal adhesion integrity is downregulated by the alter- 
natively spliced domain of human tenascin. J. Cell Biol. 115:1127-1136. 

Natali, P. G., M. R. Nieotra, A. Bigotti, C. Botti, P. Castellani, A. M. Risso, 
and L. Zardi. 1991. Comparative analysis of the expression of the extracellu- 
lar matrix protein tenascin in normal human fetal, adult and tumor tissues. 
Int. J. Cancer. 47:811-816. 

Nies, D. E., T. J. Hemesath, J.-H. Kim, J. R. Gulcher, and K. Stefansson. 
1991. The complete eDNA sequence of human hexabrachion (tenascin). J. 
Biol. Chem. 266:2818-2823. 

N6renberg, U., H. Wille, J. M. Wolff, R. Frank, and F. J. Rathjen. 1992. The 
chicken neural extracellular matrix molecule restriction: similarity with 
EGF-, fibronectin type IIl, and fibrinogen-like motifs. Neuron. 8:849-863. 

Oberb/iumer, I. 1986. New pUC-derived expression vectors for rapid construc- 
tion of eDNA libraries. Gene (Amst.). 49:81-91. 

Oliver, N., R. F. Newby, L. T. Furcht, and S. Bourgeois. 1983. Regulation 
of fibronectin biosynthesis by glucocorticoids in human fibrosarcoma and 
normal fibroblasts. Cell. 33:287-296. 

Patel, V. P., and H. F. Lodish. 1987. A fibronectin matrix is required for 
differentiation of murine erythroleukemia cells into reticulocytes. J. Cell 
Biol. 105:3105-3118. 

Paulsson, M., M. AumaiUey, R. Deutzmann, R. Timpl, K. Beck, and J. Engel. 
1987. Laminin-nidogen complex. Extraction with chelating agents and struc- 
tural characterization. Eur. J. Biochem. 166:11-19. 

Pearson, C. A., D. Pearson, S. Shibahara, J. Hofsteenge, and R. Chiquet- 
Ehrismann. 1988. Tenascin: eDNA cloning and induction by TGF-~. EMBO 
(Eur. Mol. Biol. Organ.)J. 7:2677-2981. 

Prieto, A. L., C. Andersson-Fisone, and K. Crossin. 1992. Characterization 
of multiple adhesive and counteractive domains in the extraceliular matrix 
protein cytotactin. J. Cell Biol. 119:663-678. 

Probstmeier, R., R. Martini, and M. Schachner. 1990. Expression of J1/tenas- 

cin in the crypt-villus unit of adult mouse small intestine: implications for 
its role in epithelial cell shedding. Development (Camb.). 109:313-321. 

Rold~,  E., A. Garcfa-Pardo, andJ. A. Brieva. 1992. VLA-4-fibronectin inter- 
action is required for the terminal differentiation of human bone marrow cells 
capable of spontaneous and high rate immunoglobulin secretion. J. E~ .  
Med. 175:1739-1747. 

Rfiegg, C. R., R. Chiquet-Ehrismann, S. Alkan. 1989. Tanascin, an extracelh- 
lar matrix protein, exerts immunomodulatory activities. Proc. Natl. Acad. 
Sei. USA. 86:7437-7441. 

Russell, S. B., J. S. Trupin, J. M. Myers, A. H. Broquist, J. C. Smith, M. E. 
Myles, and J. D. Russel. 1989. Differential glucocorticoid regulation of col- 
lagen and mRNAs in human dermal fibroblasts. Keloid-derived and fetal 
fibroblasts are refractory to down-regulation. J. Biol. Chem. 264:13730- 
13735. 

Saga, Y., T. Tsukamoto, N. Jing, M. Kusakabe, and T. Sakakara. 1991. Mu- 
fine tenascin: eDNA cloning, structure and temporal expression ofisoforms. 
C-erie (Amst.). 104:177-185. 

Sambrook, J., E. F. Fritsch, and T. Maniatis. 1989. Molecular Cloning: A Lab- 
oratory Manual. Cold Spring Harbor Laboratory Press, Cold Spring Harbor, 
NY. 

Siczkowski, M., D. Clarke, and M. Y. Gordon. 1992. Binding to primitive he- 
matopoietic progenitor cells to marrow stromal cells involves heparan sul- 
fate. Blood. 80:912-919. 

Siri, A., B. Carnemolla, M. Signati, A. Leprini, G. Casari, F. Baralle, and L. 
Zardi. 1991. Human tenascin: primary structure, pre-mRNA splicing and lo- 
calization of the epitopes recognized by two monoclonal antibodies. Nucleic 
Acids Res. 19:525-531. 

Sorokin, L. M., S. Conzelmann, P. Ekblom, C. Battaglia, M. Aumailley, and 
R. Timpl. 1992. Monoclonal antibodies against laminin A chain fragment 
E3 and their effects on binding to cells and proteoglycan and on kidney devel- 
opment. Exp. Cell Res. 201:137-144. 

Spooncer, E., J. T. Gallagher, F. Krizsa, and T. M. Dexter. 1983. Regulation 
of haemopoiesis in long-term bone marrow cultures. IV. Glycosaminoglycan 
synthesis and the stimulation of hemopoiesis by ~-D-Xylosides. J. Cell Biol. 
96:510-514. 

Spring, J., K. Beck, and R. Chiquet-Ehrismann. 1989. Two contrary functions 
of tenascin: dissection of the active sites by recombinant tenascin fragmems. 
Cell. 59:325-334. 

Suda, T., and T. M. Dexter. 1981. Effect of hydrocortisone on long-term hu- 
man marrow cultures. Brit. J. Haematol. 48:661-664. 

Teixid6, J., M. E. Hemler, J. S. Greenberger, and P. Ankiesaria. 1992. Role 
of ~51 and ~ff2 integrins in the adhesion of human CD34 h~ stem cells to bone 
marrow stroma. J. Clin. Invest. 90:358-367. 

Timpl, R. 1989. Structure and biological activity of basement membrane pro- 
teins. Eur. J. Biochem. 180:487-502. 

Tsai, S., V. Patel, E. Beaumont, H. F. Lodish, D. G. Nathan, and C. Sieff. 
1987. Differential binding oferythroid and myeloid progenitors to fibroblasts 
and fibronectin. Blood. 69:1587-1594. 

Verfaille, C. M., J. B. McCarthy, and P. V. McGlave. 1991. Differentiation 
of primitive human multipotent hematopoietic progenitors into single lineage 
clonogenic progenitors is accompanied by alterations in their interaction with 
fibronectin. J. Exp. Med. 174:693-703. 

Verfalllie, C. M., J. D. McCarthy, and P. V. McGlave. 1992. Mechanisms un- 
derlying abnormal trafficking of malignant progenitors in chronic myeloge- 
nous leukemia. Decreased adhesion to stroma and fibronectin but increased 
adhesion to basement membrane components laminin and collagen type IV. 
J. Clin. Invest. 90:1232-1241. 

Weinstein, R., M. A. Riordan, K. Wenc, S. Krezko, M. Zhou, and N. Dainiak. 
1989. Dual role of fibronectin in hematopoietic differentiation. Blood. 
73:111-116, 

Weller, A., S. Beck, and P. Ekblom. 1991. Amino acid sequence of mouse 
tenascin and differential expression of two tenascin isoforms during embryo- 
genesis. J. Cell Biol. 112:355-362. 

Whitlock, C. A., and O. N. Witte. 1982. Long term culture ofB lymphocytes 
and their precursors from murine bone marrow. Proc. Natl. Acad Sci. USA. 
79:3608-3612. 

Williams, D. A., M. Rios, C. Stephens, and V. P. Patel. 1991. Fibronectin and 
VLA-4 in haematopoietic stem cell-microenvironment interactions. Nature 
(Lond.). 352:438-441. 

Yang-Yen, H. F., J. Chambard, Y. Sun, T. Smeal, T. Schmidt, and M. Karin. 
1990. Transcriptional interference between c-jun and the glucocorticoid 
receptor: mutual inhibition of DNA binding due to direct protein-protein in- 
teraction. Cell. 1205-1215. 

Zuckerman, K. S., R. K. Rhodes, D. D. Goodrum, U. R. Patel, B. Sparks, 
J. Wells, M. S. Wicha, and L. May. 1985. Inhibition of collagen deposition 
in the extracellniar matrix prevents the establishment of a stroma supportive 
of hematopoiesis in long-term murine bone marrow cultures. J. Clin. Invest. 
75:970-975. 

Ekblom et al. Glucocorticoids Downregulate Tenascin Expression 1045 


