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XE-H: DIll4/Notch1 signalling pathway is required in collective invasion of salivary
adenoid cystic carcinoma
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Figure 2. D14 and Notchl expression
can be used as markers of leader and
follower SACC cells as determined
using a 3D culture. (A) SACC cells
were subjected to three methods of 3D
culture: (Aa) Soft agar suspension in
0 96-well plates (magnification, x200),
a: Soft agar suspension 96-well plates ) b: Hanging drop technigue c: 96-well ultra-low attachment plates (Ab) the hanging dl‘Op teChnique
(magnifica tion, x40) and (Ac) using
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96-well ultra-low attachment plates
(magnification, x40). (B)
Immunofluorescence results are shown
for DII4 expression (red) and Notchl
expression (green) in the 3D cultures
(magnification, x200). SACC, salivary
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ligand 4; 3D, three-dimensional.
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Figure 5. Hypoxia regulates
SACC collective invasion via the
Dll4/Notchl signalling pathway.
(A) Immunofluorescence results
for DII4 and Notch1 expression
in SACC cells with or without
D114 knockdown under hypoxia
(magnification, x40). (B) The
migration of SACC cells
transfected with D114 siRNA- 3

or control siRNA under hypoxia
(magnification, x100). (C) The
invasion of SACC cells
transfected with D114 siRNA-3 or
control siRNA under hypoxia
(magnifica tion, x100). (D) The
relative mRNA expression levels
of D114, Notchl, Heyl, Hesl,

Twistl, MMP9 and HIF1-& in
SACC cells transfected with D114
siRNA-3 or control siRNA under
hypoxia. The data are presented
as the mean * standard deviation
(n=3). P<0.05, **P<0.01,
***%P<(0.001 vs. control siRNA +
Hypoxia. SACC, salivary
adenoid cystic carcinoma; D114,
&-like ligand 4; siRNA, small
interfering RNA; Heyl,
hairy/enhancer-of-split related
with YRPW motif protein 1;
Hesl, transcription factor HES-1;
Twistl, Twist-related protein 1;

HIF1-a, hypoxia-inducible factor
1-a.
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