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We have investigated the activity of CMP-Neu5Ac:Galfl 1-3GalNAc a-2,3-sialyltransferase (EC 2.4.99.4) in FR3T3 
cells transformed by the Ha-ras oncogene in which we have previously demonstrated the higher expression of 
the fl-galactosidase ~-2,6-sialyltransferase (EC 2.4.99.1) [-21].We demonstrate that the presence of the activated 
ras gene decreases the activity of this specific ~-2,3-sialyltransferase fourfold. According to the kinetic parameters 
and to mixing experiments, we can assume that this decreased enzymatic activity reflects a decrease in the number 
of active O-glycan a-2,3-sialyltransferase polypeptides in ras-transformed cells. However, no change in the binding 
of Peanut agglutinin was observed on the cell surface of ras-transformed FR3T3 suggesting that no change in 
the sialylation of O-glycan core 1 appeared in these cells, although the activity of the ~-2,3-sialyltransferase was 
decreased. 
Keywords: c-Ha-ras oncogene, CMP-Neu5Ac:Galfll-3GalNAc ct-2,3-sialyltransferase, FR3T3 cells 

Abbreviations: ct-2,3-ST(O), CMP-Neu5Ac:Galfll-3GalNAc-R ~-2,3-sialyltransferase; c~-2,3-ST(N/O), CMP- 
Neu5Ac:Galfll-3/4GlcNAc-R ~-2,3-sialyltransferase; ~-2,6-ST(N), CMP-Neu5Ac:Galfll-4GlcNAc-R ct-2,6-sialyl- 
transferase; a-2,6-ST(O)I, CMP-Neu5Ac:R-GalNAc(ctl-O)Ser ~-2,6-sialyltransferase; ct-2,6-ST(O)II, CMP- 
Neu5Ac:Neu5Ac~2-3Galfil-3GalNAc-R ~-2,6-sialyltransferase; ASFet, asialofetuin; FR3T3, Fisher rat fibroblast; 
FRras, Ha-ras-transfected FR3T3 fibroblasts; NaC1/Pi, sodium phosphate 10 mM, NaC1 0.15 M, pH 7.4, buffer; 
pNp, p-nitrophenol. 

Introduction 

Alterations in cell surface carbohydrates is one of the most 
striking changes occurring in malignant cells, and the 
increased branching and the high level of sialylation have 
been associated with the metastatic capacity of tumour cells 
[1-8]. These changes in cell surface carbohydrates are 
supported by the deregulation of some specific glycosyltrans- 
ferases. For example, the increased activity of the N- 
acetylglucosaminyltransferase V, the key enzyme in the 
synthesis of highly branched N-linked glycans, has been 
described and then associated with the invasive potential of 
transformed cells [-9-11]. More recently, increased fll- 
6GlcNAc branching was demonstrated for both N'- and 
O-linked glycans in experimental models of malignancy, and 
the role of this branching on the subsequent addition of 
poly-N-acetyllactosamine chains was demonstrated [12]. 

The sialylation of membrane glycoproteins occurs in the 
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Golgi apparatus through sialyltransferases highly specific 
for the structure of the underlying acceptor [13]. Little is 
known about the regulation of the expression of the different 
sialyltransferases acting on N- and O-linked glycans but 
recent reports seem to indicate that these enzymes are 
partially, if not mainly, regulated at the transcriptional level. 
The CMP-Neu5Ac:Galfll-4GlcNAc-R 7-2.6-sialyltrans- 
ferase (EC 2.4.99.1, a-2,6-ST(N)) gene produces multiple 
transcripts which are controlled by separate promoters and 
present striking tissue specific expression [14-17]. Moreover, 
the transcriptional level of this sialyltransferase in hepato- 
cytes is controlled by several liver-enriched transcription 
factors [18] and by dexamethasone via the glucocorticoid 
receptor pathway [19, 20]. 

To date, it appears increasingly clear that the higher 
sialylation of membrane glycoproteins of transformed cells 
is due to a relative increase in some specific sialyltransferase 
activities rather than that of all the sialyltransferases present 
in these cells. For example, it was recently demonstrated 
that the activity of the ~-2,6-ST(N) is increased in 
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ras-transformed cells while the activity of the CMP- 
Neu5Ac:Galfll-3/4GlcNAc-R, e-2,3-sialyltransferase (EC 
2.4.99.6, a-2,3-ST(N/O)) remained unchanged [21-23]. This 
increased activity is the consequence of a higher level of 
transcription of the gene coding for this enzyme and leads 
to a higher amount of Neu5Ace2-6Gal-R sequences at the 
cell surface of ras-transformed cells [21]. The sialylation of 
O-linked chains is also modified in transformed cells. Indeed, 
increased sialylation of granulocyte membranes has been 
described in chronic myelogenous leukemia and correlated 
with an increased activity of an e-2,3-sialyltransferase with 
a strict specificity for O-linked glycan core 1, Gal(fll-3)- 
GalNAc(el-O)Ser [24, 25]. This enzyme, which has been 
purified from porcine submaxillary gland [26, 27] and from 
human placenta [281, specifically sialylates galactose 
residues of the Gal(fll-3)GalNAc-R sequence via an e-2,3 
linkage but cannot synthesize the Neu5Aca2-3Galfll- 
4GlcNAc-R product [13]. 

In this report we investigate the activity of this enzyme 
in rat fibroblast (FR3T3 cells) transformed by the c-Ha-ras 
oncogene and we demonstrate that the expression of 
the activated ras gene decreases the activity of the 
CMP-Neu5Ac:Galfll-3GalNAc-R e-2,3-sialyltransferase (EC 
2.4.99.4, e-2,3-ST(O)) concomitantly with the increase of the 
e-2,6-ST(N) previously described. 

Materials and methods 

Materials 

All reagents were of analytical grade. CMP-[14C]Neu5Ac 
(262 mCi mmol-1 [9.61 GBq mmol-1]) was purchased 
from Amersham International (UK). Unlabelled CMP- 
Neu5Ac, 2,3-dehydro-2-deoxy-Neu5Ac, fetuin, Galfll- 
3GalNAc~-pNp and sialidase from Clostridium perfringens 
were purchased from Sigma Chemical Co. (USA). Ovine 
submaxillary mucin was obtained from BioCarb (Sweden), 
Peanut (Arachis hypogaea) agglutinin (PNA) and its 
digoxigenin conjugate, anti-digoxigenin Fab fragments 
conjugated with alkaline phosphatase, 5-bromo-4-chloro-3- 
indolyl-phosphate (X-phosphate), 4-nitro blue tetrazolium 
chloride (NBT) were from Boehringer Mannheim (Germany). 
Pronase (E3 3.4.21.4 and EC 3.4.24.4) was obtained from 
Calbiochem (USA) and fluorescein isothiocyanate was from 
Pierce Chemical Co. (USA). The oligosaccharides Neu5Ac- 
~2-3Galfll-3GalNAc-ol and Galfll-3(Neu5Ac~2-6)GalNAc- 
ol were the gift of Dr G. Strecker (from our laboratory). 

Preparation of acceptors 

Glycopeptides from fetuin were obtained after extensive 
Pronase digestion and O-linked glycopeptides were purified 
by gel permeation on a Bio-Gel P-4 column (Bio-Rad, USA). 
The different acceptors were desialylated by mild acid 
hydrolysis with 0.05 U sulfuric acid at 80 °C for 1 h. Sulfuric 
acid and Neu5Ac were removed either by extensive dialysis 

against distilled water or by gel permeation on a Bio-Gel 
P-2 column equilibrated in water. Sugar analysis of 
desialylated acceptors was carried out by gas/liquid 
chromatography after methanolysis and trimethylsilylation 
[291. 

Cell culture and preparation of cell homogenates 

Transformed derivatives of Fisher rat fibroblasts FR3T3 
[303 were previously characterized. Transformation of 
FR3T3 with ras (FRras, FREJ4 in [31]) was performed by 
transfection with pSV2neo EJ plasmid that carries the 
6.6kbp human Ha-ras-1 oncogene from the bladder 
carcinoma cell line EJ [32]. Cells were grown in Dulbecco 
modified Eagle medium with 10% fetal calf serum and 
antibiotics, at 37 °C in a humid atmosphere of 5~ CO2 in 
air. Confluent cultures were harvested by scraping in cold 
NaC1/P~ (sodium phosphate 10 mM, NaC1 0.15 M, pH 7.4) 
and washed twice in buffer. Cells were lysed at 0 °C with 
1 ml per flask (170 cm 2) of 10 mu sodium cacodylate buffer, 
pH 6.5, containing 1% Triton X-100, 20~ glycerol, 0.5 mM 
dithiothreitol and 5 mM MnC12. After 10 rain of incubation 
under continuous stirring, cell homogenates were centrifuged 
at 10000 x g for 15 rain, pellets were discarded and the 
supernatants were used for enzyme assays. The protein 
concentration was determined using the Lowry [33] 
modified method [34] with bovine serum albumin as 
standard. Protein contents of homogenates were 3.5- 
5 mg ml - 1. 

Sialyltransferase assays 

Incubations were performed for 1-6 h at 37 °C in a final 
volume of 120 gl under the following conditions: 40 gl cell 
homogenate, 0.1 M sodium cacodylate, pH 6.5, 1~ Triton 
X-100, 0.1~ bovine serum albumin, 0.2M galactose (as 
inhibitor of fl-galactosidase), 1 mM 2,3-dehydro-2-deoxy- 
Neu5Ac, 52.9 gM CMP-[14C]Neu5Ac (0.58 GBq mmol- 1, 
3.67 kBq per 120 gl). Asialofetuin (480 gg corresponding to 
1.6 mM of theoretical acceptor sites), asialo-O-glycopeptides 
of fetuin (2.5 mM), or Galfll-3GalNAce-pNP (4.0 rag) were 
used as exogenous acceptors. The incorporation into 
endogenous substrates was negligible under these con- 
ditions. The amount of incorporation was assayed as fol- 
lows: in the case of glycoproteins, the reaction was stopped 
by addition of 1 ml ice-cold 5% phosphotungstic acid in 2 M 
HC1. The precipitate was collected on a glass fibre filter and 
washed extensively with 5% trichloroacetic acid, then with 
distilled water and ethanol, and processed for scintillation 
counting. Otherwise, the reaction was stopped by addition 
of 1 volume of ethanol, samples were centrifuged at 3000 rev 
min- 1 for 5 min and supernatants were directly processed 
for descending paper chromatography using the following 
solvents :pyridine :ethyl acetate:acetic acid:water (5: 5:1 : 3 
by vol) or ethyl acetate:pyridine:water (10:4:3 by vol) in 
the case of sialyl Galfll-3GalNAce-pNp products. 



Sialyltransferase activity in FR3T3 cells 

Release of [14C]Neu5Ac-labelled glycans from asialofetuin 

Asialofetuin (ASFet) (480 #g) was incubated for 4 h under 
standard conditions of sialyltransferase assay. Aliquots of 
each incubation mixture were assayed for incorporation of 
[14C]Neu5Ac as described above. The glycoprotein was 
separated from CMP-[14C]Neu5Ac and [14C]Neu5Ac by 
desalting on a Bio-Gel P-2 column (200-400 mesh) 
equilibrated in 0.1 M pyridine acetate, pH 5.6, and the 
glycans were released by alkaline treatment under reducing 
conditions in 0.1 M NaOH containing 1 M NaBH 4 for 48 h 
at 45 °C [35]. At the end of the incubation time, samples 
were acidified to pH 6 by addition of Dowex 50 x 8 (H ÷ 
form, 20-50 mesh) and evaporated. They were dissolved in 
methanol and evaporated three times, then taken up in water 
and applied to a previously calibrated Bio-Gel P-4 column 
(100cm x 1.6cm, 200-400 mesh) equilibrated in 0.1 M 
pyridine acetate, pH 5.6 [22]. O-Glycan fractions were 
analysed by HPLC on a 5 gm Supercosil LC-NH 2 column 
run isocratically in 80% acetonitrile: 20% KH2PO4 (15 raM), 
pH 5.2, at 2 ml min -a for 30 rain, after which a linear 
gradient was started to increase the KHzPO4 percentage 
by 0.5% per rain up to 30% [36]. 

Binding of peanut agglutinin to FR3 T3 and FRras 
glycoproteins 

Expression of T antigen, Gal//1-3GalNAc(1-O)Ser, on 
FR3T3 and FRras cells was studied by measuring the 
specific binding of peanut agglutinin [371. The binding of 
PNA was also assayed after sialidase treatment in order 
to estimate the amount of sialylated Gal//1-3GalNAc-R 
sequences by comparison with the binding of PNA on 
untreated cells. Two different methods were used, either by 
the binding of fluorescein isothiocyanate labelled PNA 
(FITC-PNA) on the cell surface of intact cells or by the 
binding of PNA conjugated with digoxigenin (PNA-dig) 
after separation ofmicrosomal glycoproteins by SDS-PAGE 
[383. 

Flow cytometry experiments. Confluent FR3T3 and FRras 
cells were washed and scraped off in NaC1/P i supplemented 
with 0.02% NaN3 (w/v). 10 6 cells ml-1 were desialylated 
with 50 m U m l -  x of sialidase from Clostridium perfringens 
in 100MM phosphate/citrate buffer [39], pH 6.5, 0.1% 
CaClz. After 90 min, cells were washed three times and 
incubated with FITC-PNA (10ggml -~ in NaC1/Pi). 
Nonspecific binding was measured by incubating cells with 
FITC-PNA in the presence of 0.2 M lactose [37]. Data were 
collected by cytofluorimetry. The light scatter channels were 
set on linear gains and the fluorescence channels on a 
logarithmic scale. Five thousand events from each sample 
were analysed from forward and side angle light scatters for 
fluorescence intensities with ungated acquisition. 

Electrophoresis and glycoprotein staining. SDS-polyacryl- 
amide gel electrophoresis was performed on 5-24% gradient 
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gels under reducing conditions using 30 pg protein from 
microsomal fractions of FR3T3 and FRras cells per lane. 
Western blottings were performed according to classical 
procedures [401, after which proteins were incubated with 
PNA-dig (10 gg ml- 1 in NaC1/Pi) for 2 h. Desialylation was 
performed by treatment of the blots with 50 mU ml- t  of 
sialidase from Clostridium perfringens in 50 mM sodium 
citrate buffer, pH 6.0, 0.9% NaC1, 0.1% CaC12 for 24 h at 
37 ° C prior to incubations with PNA-dig. Then, the nitro- 
cellulose membranes were incubated for 2 h with anti- 
digoxigenin Fab fragments conjugated with alkaline phos- 
phatase, and labelled glycoproteins were revealed by 
NBT/X-phosphate staining. Negative controls were obtained 
by incubation of PNA-dig together with 0.2 M lactose. 

Results 

Decrease of CMP-Neu5 Ac." Gal//1-3 GaINAc-R, ~-2,3-sialyl- 
transferase activity in ras-transformed FR3T3 cells 

In a previous study [211, we have shown a 10-fold increase 
of the activity of the ~-2,6-ST(N) in ras-transformed cells 
compared with normal FR3T3 cells. This observation was 
obtained using different substrates containing only Gal//1- 
4GleNAc-R acceptor sites (e.g., asialo-el-acid glycoprotein). 
However, this change in the transfer of [14C]Neu5Ac was 
not observed using ASFet as an acceptor in the sialyltrans- 
ferase assay. ASFet contains three triantennary complex- 
type glycans and three O-linked oligosaccharides, mainly 
Gal//1-3GalNAc(el-O)Ser [41] and may be used as an 
acceptor by four different sialyltransferases acting on 
N-linked or O-linked glycans. To elucidate that point, we 
analysed the sialylation products of ASFet incubated in the 
standard conditions for sialyltransferase assays with extracts 
from FR3T3 and FRras cells. 

Gel permeation on a Bio-Gel P-4 column [221 resolved 
the oligosaccharides obtained after//-elimination into two 
main peaks (Fig. 1) appearing, respectively, at the elution 
volume of N-linked (arrow at position 1) and of O-linked 
glycans of fetuin (arrow at position 2). It appeared that, 
concomitantly with the increased transfer of [~4C]Neu5Ac 
on N-linked chains (peak I), which reflected the elevated 
activity of the e-2,6-ST(N) previously described, the transfer 
of sialic acid residues on the O-linked fraction is greatly 
decreased when FRras cellular homogenates were used as 
enzyme source. HPLC analysis of peak II gave only one 
homogeneous peak which co-migrated with the unlabelled 
oligosaccharide Neu5Ac~2-3Gal//1-3GalNAc-ol added as 
internal marker (data not shown). The e-2,6-ST(O)I (EC 
2.4.99.3), which is specific for the R-GalNAc(el-O)Ser 
sequence [421, can also accept O-linked chains of asialofetuin 
as an acceptor. The activity of this enzyme, assayed using 
desialylated ovine submaxillary muein, was negligible in 
either normal or ras-transformed FR3T3. c~-2,6-ST(O)II 
activity was assayed using native fetuin. Most of the N-linked 
chains of native fetuin are trisialylated and O-linked chains 
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Figure 1. Fractionation by gel permeation of the ~4C sialylated 
glycans obtained from ASFet sialylated by FR3T3 and FRras 
cellular homogenates. Reduced oligosaccharides were separated 
on a Bio-Gel P-4 column (100 cm x 1.6 cm) in 0.1 M pyridine 
acetate, pH 5,6, and eluted with the same buffer at a flow rate of 
12 ml h -1. Fractions of 1.85 ml were collected and assayed for 
radioactivity. The column was previously calibrated with: 1, 
N-glycans of fetuin; 2, mono- and disialylated O-glycans of fetuin; 
3, Neu5Ac. (3 and • correspond, respectively, to asialofetuin 
sialylated by FR3T3 and FRras cellular homogenates. 
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Figure 2. CMP-Neu5Ac:Ga1/31-3GalNAc-R ~-2,3-sialyltransferase 
activity of FR3T3 and FRras cell homogenates. Incubations were 
performed in the standard conditions described in the Materials 
and methods section with A, 2.5 mM asialo-O-glycopeptides of 
fetuin, or B with 4.0mM Galfll-3GalNAc~-pNp as acceptors. 
Results are expressed as mean values of two separate experiments 
in nmol [14C]Neu5Ac residues transferred per mg protein 
contained in cell homogenate. ©, FR3T3; • ,  FRras. 

are at least monosialylated. About two thirds of the O-linked 
chains are Neu5Ac~2-3Gal/31-3GalNAc(~l-O)Ser, while the 
main remaining structure is the disialyl core 1, Neu5Ac~2- 
3Gal/~l-3(Neu5Ac~2-6)GalNAc(~l-O)Ser. Native fetuin may 
therefore serve as an acceptor for ~-2,6-ST(O)II. This activity 
was present in FR3T3 and FRras cells but no significant 
difference could be detected between the two cell lines 
(0.21 nmol mg -1 h -1 and 0.17 nmol mg -~ h -~ for FR3T3 
and FRras, respectively). This suggested that the decrease 
of the transfer of [~4C]Neu5Ac to the O-linked chains of 
ASFet resulted only from the decrease of the activity of the 
~-2,3-ST(O) and that the pathway used in FR3T3 for the 
biosynthesis of disialyl core 1 involved the sequenced 
action of ~-2,3-ST(O) and of ~-2,6-ST(O)II. The decrease of 
the c~-2,3-ST(O) activity was confirmed by using purified 
O-linked glycopeptides of ASFet and Galfil-3GalNAc~- 
pNp [43] as acceptors. As indicated in Fig. 2, the 
incorporation of [14C]Neu5Ac was linear up to 1.5 h and 
in both cases, the transfer of [14C]Neu5Ac was decreased 
in FRras homogenates (about sevenfold with purified 
O-linked glycopeptides of ASFet and fourfold with Galfll- 
3GalNAc~-pNp). These results indicated that the decreased 
transfer of [~4C]Neu5Ac to O-linked chains of ASFet was 
not due to a competitive effect of the different sialyltrans- 
ferases able to use ASFet as an acceptor and that, 
concomitantly to the increase of the ~-2,6-ST(N) activity, 

the presence of an activated ras gene in FR3T3 cells 
decreased the activity of the c~-2,3-ST(O). 

The decrease of ~-2,3-ST(0) activity is supported by a 
decrease amount of active c~-2,3-S T( 0 ) protein in F Rr as cells 

Variable concentrations of Gal/31-3GalNAce-pNp were 
used to determine kinetic parameters of e-2,3-ST(O) in 
cellular homogenates of FR3T3 and FRras. Dixon plots 
were used to determine Vmax and K M. As indicated in Fig. 3, 
both cells exhibited the same apparent KM value (36 + 0.3 gM) 
but Vm,x was about fourfold decreased in FRras extracts 
(0.46 + 0.10 nmol mg -1 h -1 inFRrasand 1.88 + 0.17 nmol 
mg-  1 h -  1 in FR3T3). This finding could be explained either 
by a decrease in the amount of active molecules in ras- 
transformed cells or by the presence of a noncompetitive 
inhibitor able to decrease the apparent Vm,x in FRras cell 
extracts. This question may be answered by experiments 
where Gal/~l-3GalNAc~-pNp was incubated with CMP- 
Neu5Ac and with variable mixtures of FR3T3 and FRras 
cell extracts (from 100% FR3T3 to 100% FRras). The 
absence of inhibitor would result in a linear decrease in 
activity corresponding merely to addition of FR3T3 and 
FRras activities. The presence of inhibitor would lead to a 
decreasing curve as a consequence of the theoretical 
equation shown in the legend of Fig. 4. The experimental 
data (Fig. 4) dearly show that the ~-2,3-ST(O) activity 
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CMP-Neu5Ac:Gal/~I-3GalNAc-R c~-2,3-sialyltransferase in FR3T3 
and FRras cell homogenates. Complete incubation mixtures as 
described in the Materials and methods section and containing 
varying concentrations of Gal/~l-3GalNAc~-pNp as indicated, 
were incubated 1.5 h at 37 °C. Kinetic parameters V,,~, and KM 
were extracted from Dixon plots (V/IS] versus IS]) by linear 
regression assisted with the ENZPACK program. The correlation 
coefficients were 0.998 and 0.982 for FR3T3 and FRras, 
respectively. ©, FR3T3; 0 ,  FRras. 

decreased linearly from 100% FR3T3 (1.52 4- 0.13 nmol 
rag- ~ h -  t to 100% FRras (0.41 4- 0.07 nmol rag- 1 h -  ~) and 
the comparison of the linear regression plot, calculated from 
experimental values, to the theoretical inhibition curve made 
clear the fact that the observed decrease of ~-2,3-ST(O) 
activity in ras-transformed cells was due to the decrease of 
the amount  of ~-2,3-ST(O) protein and not to the presence 
of an inhibitor. 

No correlation between the decreased o~-2,3-ST(0) activity 
and the binding of PNA at the cell surface of 
ras-transformants 

In an attempt to correlate the decrease of the ~-2,3-ST(O) 
activity with changes in core 1 sialylation, cells were 
incubated with FITC-PNA. Peanut agglutinin binds with 
a high specificity to the T antigen, Gal/~l-3GalNAc(1-O)Ser 
[37]. As indicated in Fig. 5, the binding of FITC-PNA on 
the membrane of both cells was weak without previous 
desialylation, and no significant difference could be detected 
between FR3T3 and its ras-transformed derivative. Desialy- 
lation of the cell surface with the sialidase from Clostridium 
perfringens induced a shift of the fluorescence peak to l~igher 
level of fluorescence, indicating that a large proportion of 
the T antigen was sialylated in FR3T3 cells. Moreover, the 
fluorescence intensity was in the same range for FR3T3 and 
FRras cells, which suggested that no large difference in the 
sialylation of core 1 appeared in ras-transformed cells, while 
the activity of the c~-2,3-ST(O) was fourfold decreased. This 
observation was confirmed by the determination of the 

E 

-CI 

c- 

O 

L~ 

0 

o 
z 

1"5 I\ 

0. ~ .  ~ ~  

FR3T3  (%) loo 80 so 40 20 o 

FRras (%) o 2 0  4 0  60  8 0  1 0 0  

Figure 4. Effect of FR3T3 and FRras ceil homogenates ratio on the 
activity of the CMP-Neu5Ac:Gal/~I-3GalNAc-R ~-2,3-sialyltrans- 
ferase. Incubation mixtures containing 4 mM Gal/~l-3GalNAcc~- 
pNp and FR3T3 and FRras cell homogenates in ratios varying as 
indicated were incubated 1.5 h at 37 °C. Results are expressed in 
nmol [14C]Neu5Ac transferred per mg protein in cell homogenates 
and per hour. Linear regression (R) calculated from experimental 
data gave a correlation coefficient equal to 0.967. The theoretical 
curve (D) was calculated according to the percentage p of FRras 
extract present in the incubation mixture from the equation: 

gmax[-S ] 1 
V ( p )  - - -  x 

KM+FS] I+LkV(100) 1 x l - ~  

in which Vm,x and KM were the kinetic parameters of c~-2,3-ST(O) 
in FR3T3 cell extracts (Fig. 3), V(0) was the activity measured 
with 100% FR3T3 and V(100) was the activity measured with 
100% FRras. 

binding of PNA-dig on the glycoproteins obtained from 
microsomal fractions of FR3T3 and FRras and separated 
by SDS-PAGE (Fig. 6). Western blots were incubated with 
the lectin without (lanes la  to 3a) or with previous treatment 
of the blots with 50 mU per ml sialidase from Clostridium 
perfringens (lanes lb to 3b) in order to visualize sialyl-T 
antigens (lane 4 corresponds to 5 gg fetuin used as a control 
for the desialylation). The specificity of the binding of 
PNA-dig was checked by the incubation of the lectin in the 
presence of 0.2 M lactose (lanes lc to 3c). Before or after 
desialylation, the staining of the labelled glycoproteins was 
similar for both cell lines and significant differences could 
not be found in the amount of core 1 or in the sialylation 
of these structures. 

Discussion 

We have demonstrated that the transformation of FR3T3 
cells by the human Ha-ras oncogene induces a decrease of 
the activity of the CMP-Neu5Ac:Galfll,3GalNAc-R a-2,3- 
sialyltransferase. This observation has been demonstrated 
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Figure 5. Binding of FITC-PNA at the cell surface of FR3T3 and FRras cells analysed by FACS. FR3T3 cells (A, B) and FRras cells 
(C, D) were incubated with 10 ~tg ml- 1 FITC-PNA (hatched area) without (A, C) and with (B, D) previous desialylation with Clostridium 
perfringens sialidase. For each assay, the inhibition of the binding of the lectin with 0.2 M lactose is presented (open area). 

clearly using different specific acceptors of this O-glycan 
core 1 sialyltransferase. ~-2,6-ST(O)I was not expressed in 
these cells and the activity for the e-2,6-ST(O)II, which has 
a strict acceptor specificity of the monosialyl sequence 
Neu5Acc~2-3Gal/~l-3GalNAc-R, was not changed in ras- 
transformed cells. These results suggest that a classical 
pathway, previously described in liver [44], is used in FR3T3 
cells for the biosynthesis of disialyl core 1, involving the 
ordered action of the ~-2,3-ST(O) and e-2,6-ST(O)II. In a 
previous study with the same cellular model [21], we have 
demonstrated that the activity of the e-2,6-ST(N) was about 
8-10-fold increased in ras-transformed cells, while the 
activity of the e-2,3-ST(N/O) remained unchanged. From 
these different data, it appears that the presence of the ras 
gene modifies the activity of two distinct sialyltransferases 
in an opposite manner. 

According to the kinetic parameters of e,2,3-ST(O) in 
FR3T3 and FRras cells and to the results of mixing experi- 
ments, the diminished activity seems to reflect a decrease in 
the number of active ct-2,3-ST(O) molecules rather than the 
presence of an inhibitor in FRras cells. The elevation of the 
~-2,6-ST(N) activity previously described [21] was demon- 

strated using rat liver ~-2,6-ST(N) cDNA as a probe to be 
the consequence of an increase in the transcription rate of 
the related gene. Consequently, it will be of a great interest to 
determine if the decrease of 7-2,3-ST(O) comes from a decrease 
in the amount of specific transcripts in ras-transformants. 

Several other studies have indicated changes in glycosyl- 
transferase activities in ras-transformed cells. For example, 
the increased activity of N-acetylglucosaminyltransferase V 
was demonstrated in ras-transformed rat2 cell lines [-45]. 
UDP-GlcNAc:Gal/~I-3GalNAc-R (GtcNAc to GatNAc) 
/~l,6-GlcNAc-transferase, which controls O-linked poly- 
lactosaminoglycan biosynthesis, is also increased in ras- 
transformed rat2 and metastatic murine cell lines E12]. 
Finally, Easton et al. [23] have recently defined the changes 
in glycosyltransferase activity occurring in NIH3T3 over- 
expressing N-ras, and they have underlined the high increase 
of the activity of the UDP-GlcNAc:Gal/~I-4GlcNAc-R 
(GIcNAc to Gal), /~-l,3-N-acetylglucosaminyltransferase, 
leading to a higher proportion of polylactosaminoglycan 
chains. 

How does the ras oncogene regulate the expression of 
these different glycosyltransferases, such as ~-2,6-ST(N) and 
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Figure 6. Binding of PNA-dig on glycoproteins from FR3T3 and FRras cells separated by SDS-PAGE. 30 gg protein from microsomat 
fractions of FR3T3 and FRras were separated by SDS-PAGE and stained with PNA-dig as described in the Materials and methods 
section. Lanes 1, FR3T3 cellular homogenate; lanes 2, FRras cellular homogenate; lanes 3, ASFet (5 gg). Blots were incubated with the 
lectin without (a) and with (b) previous desialylation. Lane 4 corresponds to 5 pg fetuin used as a control of desialylation. (c) The right 
part of the blot was treated with sialidase and incubated with 0.2 M lactose for the negative control of the binding of the lectin. The left 
lane indicates the positions of the molecular weights of marker proteins: phosphorylase b (94000), albumin (67 000), ovalbumin 
(43 000), carbonic anhydrase (30 000), trypsin inhibitor (20100). 

e-2,3-ST(O) in FR3T3? Some reports have shown that 
Ha-ras is able to modulate gene expression indirectly, either 
positively or negatively, at the transcriptional level [46] 
and, in particular, this has been demonstrated for e-2,6- 
ST(N) [21]. However, the mechanism of action of p21 r"~ is 
unclear, and even if cooperation between ras oncogenes and 
nuclear oncogenes is now described, many steps remain to 
be understood in the cascade of events leading to changes 
in the transcription rate of ras-regulated genes. 

Previous studies have indicated the increased activity of 
e-2,3-ST(O) in chronic myelogenous leukemia granulocytes 
[24, 25] and transformation of NIH3T3 cells with the Ha-ras 
oncogene increased the activity of e-2,6-ST(N) but did not 
modify the activity of e-2,3-SY(O) [22]. These different 
observations seem to indicate that changes in e-2,3-ST(O) 
activity in transformed cells depend on the cellular 
model and, in particular, would be species and/or  tissues 
specific. 

While ~-2,3-ST(O) activity was at least fourfold decreased 
in FRras cells, no change in the binding of PNA was 
observed on the cell surface of ras-transformed FR3T3 cells, 

suggesting that no change in the sialylation of the O-glycan 
core 1 appeared in FRras cells. The significance of this 
observation remains unclear but it seems to indicate that 
while the amount of 0~-2,3-ST(O) appears to be fourfold 
decrease in in vitro experiments, the remaining activity can 
be sufficient to sialylate in the same proportion the 
endogenous acceptors. In that way, c~-2,3-ST(O) expression 
would not be a limiting factor for the biosynthesis of sialyl 
core 1. 

Acknowledgements 

The excellent technical assistance of O. Labiau is acknowl- 
edged. We thank Doctor Grrard Strecker for generous gift 
of oligosaccharides. We are also grateful to Dr Ian Cornelis 
(Institut Pasteur, Lille, France) for giving us FR3T3 and 
FRras cells and to Professor Ren6 Cacan (from our 
laboratory) for the critical reading of the manuscript. This 
work was supported by the Centre National de la Recherche 
Scientifique (Unit6 Mixte de Recherche n° l l l )  and the 
Universit6 des Sciences et Technologies de Lille. 



98 Delannoy, Pelczar, Vandamme and Verbert 

References 

1. Aldaheff JA (1989) Critical Rev Oncol Hematol 9:37-107. 
2. Van Beek WP, Smets LA, Emmelot P (1975) Nature 

253:457-60. 
3. Yamashita K, Ohkura T, Tachibana Y, Takasaki S, Kobata 

A (1984) J Biol Chem 259:10834-40. 
4. Debray H, Zhu Q, Delannoy P, Montreuil J, Dus D, 

Radzikowski C, Christensen B, Kieler J (1986) Int J Cancer 
37:607-11. 

5. Pierce M, Arango J (1986) J Biol Chem 261:10772-77. 
6. Bolscher JGM, Van der Bijl MMW, Neet]es JJ, Hall A, Smets 

LA, Ploegh HL (1988) EMBO J 7:3361-68. 
7. Santer UV, De Santis R, Hard KJ, Van Kuik JA, Vliegenthart 

JFG, Won B, Glick MC (1989) Eur J Biochem 181:249-60. 
8. Altevogt P, Fogel M, Cheingsong-Popov R, Dennis JW, 

Robinson P, Schirrmacher V (1983) Cancer Res 43:5138-44. 
9. Yamashita K, Tachibana Y, Ohkura T, Kobata A (1985) 

J Biol Chem 260:3963-69. 
10. Dennis JW, Lafert6 S, Waghorne C, Breitman ML, Kerbel RS 

(1987) Science 236:582-85. 
11. Dennis JW, Lafert6 S (1989) Cancer Res 49:945-50. 
12. Yousefi S, Higgins E, Daoling Z, Pollex-Kr/iger A, Hindsaul 

O, Dennis JW (1991) d Biol Chem 266:1772-82. 
13. Schachter H (1991) Curr Opin Struc Biol 1:755-65. 
14. Wen DX, Svensson EC, Paulson JC (1992) J Biol Chem 

267:10834-40. 
15. Wang XC, O'Hanlon TP, Young RF, Lau JTY (1990) 

Glycobiology 1:25-31. 
16. Paulson JC, Weinstein J, Schauer A (1989) J Biol Chem 

264:10931-34. 
17. O'Hanlon TP, Lau KM, Wang XC, Lau JTY (1989) J Biol 

Chem 264:17389-94. 
18. Svensson EC, Conley PB, Paulson JC (1992) J Biol Chem 

267:3466-72. 
19. Wang XC, O'Hanlon TP, Young RF, Lau JTY (1989) J Biol 

Chem 264:1854-59. 
20. Vandamme V, Pierce A, Verbert A, Delannoy P (1993) Eur J 

Biochern 211:135-40. 
21. Le Marer N, Laudet V, Svensson EC, Cazlaris H, van Hille B, 

Lagrou C, St6helin D, Montreuil J, Verbert A, Delannoy P 
(1992) Glycobiology 2:49-56. 

22. Vandamme V, Cazlaris H, Le Marer N, Laudet V, Lagrou C, 
Verbert A, Delannoy P (1992) Biochimie 74:89-100. 

23. Easton EW, Bolscher JGM, van den Eijnden DH (1991) 
J Biol Chem 266:21674-80. 

24. Baker MA, Taub RN, Kanani A, Brockhausen I, Hindenburg 
A (1985) Blood 66:1068-71. 

25. Baker MA, Kanani A Brockhausen I, Schachter H, Hindenburg 
A, Taub RN (1987) Cancer Res 47:2763-66. 

26. Sadler JE, Rearick JI, Paulson JC, Hill RL (1979) J Biol Chem 
254:4434-43. 

27. Rearick JI, Sadler JE, Paulson JC, Hill RL (1979) J Biol Chem 
254:4444-51. 

28. Joziasse DH, Bergh MLE, Hart HGJ, Koppen PL, Hoogh- 
winkel GJM, van den Eijnden DH (1985) J Biol Chem 
260:4941-51. 

29. Kamerling JP, Gerwig GJ, Vliegenthart JFG, Clamp JR (1975) 
Biochem J 151:491-95. 

30. Seif R, Cuzin F (1977) J Virol 24:721-28. 
31. van Hille B, Duponchel N, Salom6 N, Spruyt N, Cotmore S, 

Tattersall P, Cornelis JJ, Rommelaere J (1989) Virology 
171:89-97. 

32. Tabin CJ, Bradley SM, Bargmann CI, Weinberg RA, 
Papageorge AG, Scolnick EM, Dhar R, Lowy DR, Chang EH 
(1982) Nature 300:143-49. 

33. Lowry OH, Rosebrough NJ, Farr AL, Randall RJ (1951) 
J Biol Chem 193:265-75. 

34. Peterson GL (1977) Anal Biochem 83:346-56. 
35. Carlson DM (1968) J Biol Chem 243:616-26. 
36. Bergh MLE, Koppen PL, van den Eijnden DH (1981) 

Carbohydr Res 94:225-29. 
37. Lotan R, Skutelski E, Danon D, Sharon N (1975) J Biol Chem 

250:8518-23. 
38. Laemmly UK (1970) Nature 227:680-85. 
39. Mcllvaine TC (1921) J Biol Chem 49:183. 
40. Glass II WF, Briggs RC, Hnilica LS (1981) Anal Biochem 

115:219-24. 
41. Nilsson B, Nord6n NE, Svensson S (1979) J Biol Chem 

254:4545-53. 
42. Bergh MLE, Koppen PL, van den Eijnden DH (1982) Biochem 

d 201:411-15. 
43. Klohs WD, Matta KL, Barlow JJ, Bernacki RJ (1981) 

Carbohydr Res 89:350-54. 
44. Bergh MLE, Hooghwinkel GJM, van den Eijnden DH (1983) 

J Biol Chem 258:4730-36. 
45. Dennis JW, Kosh K, Bryce DM, Breitman ML (1989) 

Oncoaene 4:853-60. 
46. Nakao K, Lawless D, Ohe Y, Miyao Y, Nakabayashi H, 

Kazumobu M, Ohtsuka E, Tamaoki T (1990) Mol Cell Biol 
10:1461-69. 


