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frimie B PP o 1L MTT & 4935 w3 B > 9 % %% %3 > TWEAK Jfiw
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Tumor necrosis factor-related weak inducer of apoptosis (TWEAK) inducing various
signaling pathways has been implicated in the pathogenesis of many diseases such as
autoimmune disorders, neurological disorders, periodontal disease as well as cancers.
Growing evidence showed that TWEAK induces many signaling pathways including
the canonical NF-kB pathway, non-canonical NF-kB pathways, and the MAPK via
association with its receptor, fibroblast growth factor-inducible 14 (Fnl4).
TWEAK/Fnl4 axis could participate in cancer progressions such as cell growth,
proliferation, differentiation, apoptosis, angiogenesis, migration, and invasion.
Epithelial-to-mesenchymal transition (EMT) plays an important role in promoting
cancer migration and invasion. In this study, we investigated the effect of TWEAK on
EMT-associated proteins and cell migration in a human non-small cell lung cancer
(NSCLC) cell line A549. TWEAK treatment for 48 h did not cause inhibition of cell
viability, which was measured by MTT assay. However, long-term TWEAK treatment
of A549 cells (above 72 h) slowed down cell growth. Following TWEAK treatment,
dose- and time-dependent downregulation of E-cadherin expression and upregulation
of N-cadherin and vimentin were seen. In addition, TWEAK significantly induced an
increase in A549 cell migration, which was measured by wound healing and transwell
migration assays. TWEAK induced a significant increase in nuclear transcription factor
NF-«xB p50 levels at 3 h, which were sustained to 24 h. An increase in protein levels of
E-cadherin transcriptional repressors Snail and Slug was also seen after TWEAK
treatment for 12 h and 36 h, respectively. Our results suggest that TWEAK treatment
of A549 cells leads to EMT and cell migration by the upregulation of Snail and Slug.
Further study will need to provide evidence to link the TWEAK-induced canonical NF-

kB pathways to lung cancer EMT and metastasis.

Key words: Tumor necrosis factor-related weak inducer of apoptosis, Non-small cell
lung cancer, Epithelial-mesenchymal transition, Cell migration, Signaling

transduction pathway
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# 5 TWEAK ¢ ¢ E-cadherin ##4#r#| %]+ Snail & Slug éh# B H 4r > T35
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1. % tkerus &

A HE 2] A dm e R itk AS49 fmie 1 x 10% cells/em? % B fERE e g &
BN ke 4 K g2 %% 5 Dulbecco’s Modified Eagle’s Medium (DMEM) [%g
v~ 10%%5 2 5 j(fetal bovine serum, FBS) ~ 100 ITU/mL § # % (penicillin) ~ 100
ug/mL 4& 7k % (Streptomycin) ~ 2 mM 4% fig < fk (glutamine) ~ 3.7 g/L B f& & 4p
(NaHCO3)] > fm?e 4 £ et Bt B 37C ~5%CO; g %47 » & 2 3 3 X { #
Rreigs RN BITH %K o

2. MTT assay
w1 B S 1x 10% cells/well fERE>Y 96 3445 5 FE % 4c ~ TWEAK A2
FED RJLPER R LS F ] 4~ /10884 ch MTT @#® e (5% 4 ) g
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& dm e e UMM R § phya k4 GfF o wHMTT ##B R4 SIRER § i
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3. ¢ lﬁ} £ 2 45 (Wound healing assay)
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(5% non-fat milk £ 2.5% BSA in PH7.4 washing buffer) i* # 1 -] BF{s » v » 4= %
PR 4°CTE % 3 IR o0 5 TBST(PH7.4)Es= = » & 50 L A 4 » 40 » = B
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2. TWEAK $3 & #5240 fm % % e AS49 sm¥e 3] ik eh 82 5

A iE 2 N AR L B ACAR T LR AS49 e ihA| R 0 B R F A 4 » TWEAK
1A549 fmre T IAGOP R ch )t L e Al fE 0 A B S AT 24 ) PBEIS 0 R * 10
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XS R L s P AR g (R 2) -

g = s A=
nglml— ek
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Bgy % > @ N-cadherin 2 vimentin F? %2 3+ 3 v (B 3A) - 1393 B 3A ch% % > iF
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4. TWEAK B EMT 4P 39 hwe p ch& ZE & F 35
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= E-cadherin 4 L& PP &g T *5 > @ $43% N-cadherin 4 P 82 B4t fi(10)e
¥ - A3 #F TWEAK 7 12 858 A 33/ Ik b2 {o LX-2 ' cid 45 (14, 15)0
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