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Effects of SFN on Expression of CYR61 in A549 Cell Lines
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Abstract: Objective  To study the effects of SEN on A549 cell lines through analyzing inhibitory rate and
the CYRG61 expression of A549 cell. Methods The inhibition of SEN on A549 was detected by MTT and
CYRG61 expression level intervened by SFN was identified by real-time PCR. Results MTT results indi-
cated that SFN had a restrain effect in a dose-dependent manner when the concentration exceeded 40 M.
For the inhibitory ratio, it was in a time-dependent among the dose groups of 40 uM, 80 uM, 100 M,
and 160 pM. A549 cells treated with SFN for 32 hour shown crimped under the microscope and high re-
fraction quantity cell configuration at 25 uM; the amount of crimpled cells was increased at 50 uM; part
of the cells were floating and became to fragments at 75 M. The expression of CYR61 was higher in the
group of 25 uM and 50 uM. There was no significant difference between 25 M and 50 uM group. The
expression of CYR61 was lower in 75 M group than that in 50 M group. Conclusion SFN inhibited
growth of A549 cells in a does-dependent manner and promoted the expression of CYR61. So distilled
SEN may be a preventive factor for lung cancer development.

Key words: Sulforaphane; A549; CYR61 ; Real-time PCR

i E:BH IR EMAE (sulforaphane, SFN) st A549 fm etk CYRO1 A B Rk 09 %00, ik A
MTT Z#ml SEN 5t A549 4n e 69 47 1 2 &, A real-time PCR #& | SFN F 69 A549 Bifi 5% 4a etk
CYRO61 RAKF, R MTT £ R 27 :SFN M 40 uM ¢ 3 A T 44 8 I 4m fedop ) 5L R K & oK JE 89
I+ & ZILF) BRI, A E AL IR FA K L 40 M. 80 M. 100 M F= 160 1M SFN %42 X #) 8 &
REER BT S BEA RS X A, TR AAK, IR ERR, LETHRES. MEEREHF32h0
J&, 25 uM #5 SFN & 22 2837 5 AS49 fm e sk % . E B, 37 k42 B A ;50 pM ) SEN 4k 22 28 %% 45 4m fL 34 B
¥%;75uM 84 SEFN e mia sk R At —F 3G %, o w0 iRF, T R k. 25 pM F= 50
M % & SFN F#igasg CYRO1 A B A& 45,25 uM SFN 285 50 M SFN 28 i £ Fi% A %t 3
#3L,25 uM SFN 24w 50 uM SFN 2055 e & aataik, 2 A it £ &L, 4 SFNE—ZRAET
5+ A549 g RUARAL AP AE R L IF 3T AS49 M n bk CYR61 Ak B a9 £ A A AR A L =T 4 0 R + 5 264
R TR B SRR

K E AR s A549; CYR61; 583 3% 6 % PCR

& 4FES:R730. 1;R734. 2 SCERARIRES : A XEHE :1000-8578(2009) 10-0821-04

0 3|5

175 B #A : 2008-08-08 ; 1& 8] H &7 : 2008-12-02

{EEZBAL.1. 451191 M. THRIEFHE MG S5 ESF
BRBFE 2. HMKEALT AR T RAEAR T A SR
RETEAGERLERFRES 2

BIS1EE: F LA, Email: lwj@zzu. cn

EEB N AR 968, B, M, 305, T2NEFE
Inkg R TR

i 2 O S b E AR 2 — . A
R A0 M PR A A S ST 2 IESE . CYROT S/
JY it £ L P9 A A 400 A K1 3 490 A o 9 0 Y ) e %
AR, SRR E (SEND J& T+ FAERHE Y h &
AW —Fh SO R IR R AR AR T R £,
FRTIA R » SEN AUAE IR A A2 19 24 B B #34)



* 822 -

FPRBI BT 2009 G555 36 B85 10 HY

SEEAE T L A SV AR I R IR YT 2 . SFN
55 g 1 5C Z 98 1E A iR 5 R SR AR S ) A
B, ANWRELES, @ MTT Ml real-time PCR 43 #f
SEN X} A549 4 itk CYRO1 Rk 52, -1}
SEN XF A549 4i 15 A .

1 #5577
L1 AR

SEN SRVE T o E AR Bl B, 2B 85% ., A549
IS B35 R R S 10 % I8 4 LT Y 1640 15 3%
W 53556400 37°C L5 % COL MMNRIE . i T528:
2 H 2058 SEN -5 fii i 240 il bk CYR61
FRE I AL, AR J5 R CYRO1 a3
TRAKOFIY AS549 Jilids 40 bk ChRBe L 4 e
1.2 R

2t % | PCR {¥ (Genetimes Technology,
Inc. ) ; A-5082 R iR 1Y (SUNRISE £ 51)) (. b F]
Tecan A7) s MTT S/ (785 Sigma 8 w]) 3 RP-
MI1640 55385 (3 [ Gibeo 2] ; CYR61 Hl B-ac-
tin 5147 LAY TRERARAFD .
1.3 MTT 528
1301 e EA DI SCHRIT-25 A 1052 56 Y 3
Bl b FRATTHE 52 38 F JE K 2BV ) i A A549
BRI T BN AN A3 2 T IS B B 7S I
FE BT IR (B 10 %0 /N IS 1Y 1640 35310 74
RN IR (B0, 1% 2R 10 % /N I Y 1640 153
#) .1 uM SFN. 4 M SFN,20 xM SFN, 40 M
SFN,80 M SFN,100 M SFN.,160 M SFN,
1.3.2 #AELR ARSI R L 1.0 X 10%/L
L5 X0 A /L) #eFh T 96 L3 FE AR, AL
200 pels AIZFP 1 2020 MO 09 25 L FLAE i 2s ExF
MR, 37°C 500 CO, 85 248 h 55 3% 24 h R 240 i W e
J&i - W 3 R IR WO A R B 1) 52 308 CRMAR R
AL 200 pl) : B X R 3 5 % IR 1 M SFNL 4
M SFN, 20 M SFN.40 ;M SFN,80 M SFN,
100 M SFN,160 M SFN, 4 —FI 4% 6 NE
fl. 37°C.5%CO 54155 8 ho16 h.24 h.32
h & BALINA MTT(5g/1)20 pl, i H 4 h, WHH
MTT BRI A ZH LR 150 pl/fL. IR 5
10 min, 4045 5 58 VAR 5« 7 20 FH B A 00K D 45
HANMIAE 492 nm BB, TF LA HEXT B Y
U RAFIE RAE R 100 %, RIAIHI 20 0528 (U6 B0
FRAF 6 A R 0, BRI 23R (Y0) = 10026, # %
(%) = (BAHEXT B8 FL OD {5 — 56l OD ¥{E) /B
PEXTIEFL OD H{E X 100 %, — AF L F 30l R =
3020 H 5 R EGRPHYE , S 2 A BAPES ),

1.4 PG MTT 4558, LI 50% 40 H1 R 5 & real-
timePCR SZ5 Y SEN 7 I (R FIvR . SR
5] V00 FRR e SO AR [ e B2 2 4 1 P — s i) i )
MERRATE S22 k. TR R4, 42 B RNA &
% cDNA, iz ] real-time PCR ¥ 44 2 7 CYR61
U SN - FLA

1.4.1 pBactin fil CYR61 51 ¥ &3t A H
PRIMER3 #4353 B-actin F1 CYR61 P (4% 55|
Y, W il R TARRBAR IS A BRA RS .

F 1 Pactin 01 CYR61 EE KI5 4
Table 1 The sequences of f-actin and CYR61 primers

Base pairs

(bp)

Genes Nucleotides Squences

Sense 5-GATCATTGCTCCTCCTGAGC-3
Antisense  5-ACTCCTGCTTGCTGATCCAC-¥
Sense  5-GAGTGGGTCTGTGACGAGGAT-3¥

CYR61 . ) ] 190
Antisense 5-GGTTGTATAGGATGCGAGGCT -3

B-actin

1.4.2 RNA BB cDNA AR {# ] Trizol
BRI RNA SR BB EE I f vk FR AL £ 52
QeIEXT RNA E i /M UL 5 S 18 S Al
28'S RNA %4, fi il AMV 3% 3 i & 4 ik
cDNA,
1.4.3 PCRYHE  FNAKRFER 15 pl: 10 X buffer
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Figure 1
A549 cells inhibited by SFN
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Table 2 value of Real-time PCR Ct of CYR61 in A549 cells

Time Solvent 12.5pM 25uM  50puM 75uM
control SEN SEN SEN SEN
First 5.8 4.5 9.1 8.3 5.0
Secont 5.0 4.8 9.8 8.9 4.6
Third 5.3 5.0 8.1 7.5 4.5
x 5.3667 4.7667 9.0000 8.2333  5.0333
®3 CtHYERBLER LSD-t 016
Table 3 LSD-t test of value of Ct
Group t P
Solvent control vs. 12. 5uM SFN 1. 2780 0. 230
Solvent control vs. 25 uM SFN  —7.7378 0. 000
Solvent control vs. 50 pM SFN  —6. 1059 0. 000
Solvent control vs. 75 puM SFN 0. 7099 0. 494
12.5pM SFN  ws. 25 pMSFN  —9.0166 0,000
12.5pM SFN  ws. 50 pMSFN  —7.3838 0,000
12.5uM SEN ws. 75 pMSFN  —0.5681  0.583
25 ;LM SEN  ws. 50 ;J.M SEN 1. 6330 0. 134
25 pMSFN ws. 75 uMSFN  8.4488  0.000
50 pMSFN ws. 75 pMSFN  6.8158  0.000
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