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BUMEEA, IAERIERBREE. Tk RAMIMUME L, PFFARRHREER DoB2 Xt A £ # A1tk CNE
NI AEAR Hep G2, AT E SR HeLa, AHAEEANMIPE QBCO39 A M 4 Filbk K562 A4Sl 1
FMRIE - J0Y KR, S EZ b A P%T HeLa AN SMIHIEH BT - 0% & %, LIS IR G H
HIAPUMEER. 84 D6B2 7EVEIE Jy 25 pM, 50 pM, 100 pM. 150 WM. 200 M BFXJ CNE 4 4l 243
BN 24.94% . 42.11% . 65.74% . 70.22% . 73.11%, 1C50 g 66.9 uM; X Hep G2 4 il B30 51 2843 512 23.15%
54.56% . 62.95%. 70.14% . 75.18%, 1Cs g 60.98 uM; XF HeLa Z0 A A3 5122051k 31.34% . 60.76% . 78.43% .
85.78% . 90.75%, 1Cs 4 40.7 pM; X QBC939 AL A I 253314 5.97% . 12.05% . 28.44% . 35.28% . 51.31%),
1Cs 7 197.07 WM; ¥ K562 21 i i 3015 2243 54 18.20% . 35.48% . 46.76% . 58.44% . 57.32%, 1Cs N 120.06
WM. D6B2 % HeLa 4NfIAY 24 h #1458 7.96% . 9.56% . 10.98% . 14.00% . 17.33%, 48 h |45 K
10.62% . 25.96% . 47.63%. 48.24%. 49.03%, 72 h #2537 18.08% . 53.68% . 85.55%. 87.86% . 82.07%.
D6B2 £ 25 uM. 50 uM. 100 pM #F| & 5 10 uM A9 DDP B4 H 25, 3 41AY CDI fH 4> %)k 0.039. 0.019 F1
0.014. &5 D6B2 X} CNE. Hep G2. Hela, QBC939 Fl K562 44 A & (AR SM IR VE T, A1l A7)
— ROV KR, NTEBUREANMIE HeLa X Hofe MAUS. D6B2 Xf HeLa AUAAMIHIME FHRA ] — 204 3%, D6B2
5l PRI 2P R AT S8 2 A AR S MU TR BT eea £ .
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In Vitro Anticancer Effects of 4-Ethoxy-2-hydroxy-6-methyl
Benzoic Acid and Its Combinative Anticancer Effects with
Cis-DDP
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[ Abstract] Objective To investigate the in vitro anticancer effects of 4—ethoxy—2—hydroxy—6-methyl benzoic
acid (D6B2) and its combinative anticancer effects with clinical anticancer drug cis—=DDP. Methods Human
cancer cell lines CNE, Hep G2, HelLa, QBC939 and K562 were used for the in vitro anticancer studies. The
anticancer effects were detected by cell counting or MTT assay. Results The inhibitory ratios of D6B2 (25 wM,
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50 uM, 100 pM, 150 pM, 200 uM) were 24.94% , 42.11% , 65.74% , 70.22% , 73.11% on CNE;
23.15%, 54.56%, 62.95%, 70.14%, 75.18% on Hep G2; 31.34%, 60.76% , 78.43%, 85.78%, 90.75% on
Hela; 5.97% , 12.05% , 28.44% , 35.28% , 51.31% on QBC939; 18.20% , 35.48% , 46.76% , 58.44%,
57.32% on K562. The 1Cs, value against CNE, Hep G2, HelLa, QBC939 and K562 were 66.9 pM, 60.98 pM,
40.7 uM, 197.07 uM and 120.06 pM, respectively. The inhibitory ratios of D6B2 (25 uM, 50 pM, 100 pM,
150 M, 200 M) on Hela were 7.96%, 9.56%, 10.98%, 14.00%, 17.33% at 24 h; 10.62%, 25.96%,
47.63%, 48.24%, 49.03% at 48 h; 18.08%, 53.68%, 85.55%, 87.86%, 82.07% at 72 h. The CDI value of
D6B2 at 25 pM, 50 uM and 100 M was 0.039, 0.019 and 0.014, respectively, when used with 10 wM DDP.
Conclusion  D6B2 showed significant in vitro anticancer effects on human cancer cells. Tis in vitro anticancer

activity was dose—dependent and time-dependent. D6B2 and DDP had synergistic in vitro anticancer effects.
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1.1.1 RXF DMEM/F12 5538, BG4E M, Tk

X, WERRSE P, JBEER IS 1 HyClone 23 ]
HpE.

DMSO (HAWA) Aartrat, vapiib T
A BR A A A =
1.1.2 & D6B2: itk = B FEMNE
PFYIEEEY) AMH Hhiy 25158, 4liERTF 99.8%,
PLA3Hr 4l DMSO #EA7FELfil. a5 v 5 43 51 4 200
pM/mL (D1) . 150 uM/mL (D2) . 100 pM/mL
(D3) . 50 pM/mL (D4) . 25 pM/mL (D5) .

LA . 5% il 254 BRA /AR =, DLy B4l
DMSO A TECH], EHeEE A 10 pM/mL.
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5-FU) 1 D6B2 4 (25 pM. 50 uM. 100 pM.
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D6B2 55 DDP A5 25 45 5 f 41 72 h 1) 4 R 3 7
TR0 91.38% . 94.62%F11 96.84%. 5%} A
A EE, DDP Hujd 24 . D6B2 il FH 24 DL J%
D6B2 B4 DDP 241145 2 i A i i B 35 58 2%
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Tab. 1 In vitro inhibitory ratios of D6B2 on various cancer cells (%)
IR
4 5l Dose (uM)
CNE Hep G2 HeLa QBC939 K562
X HEZH - 0 0 0 0 0
5-FU 20 80.08 54.26 43.58 - -
DDP 21 10 - - - 78.79 76.29
D6B2 ZH 25 24.94" 23.15 31.34™ 5.97 18.20"
50 42117 54.56™ 60.76™ 12.05™ 35.48"
100 65.74™ 62.95™ 78.43™ 28.44™ 46.76™
150 70.22™ 70.14™ 85.78™ 35.28™ 58.44™
200 73.11" 75.18™ 90.75™ 51.31" 57.32™
XA , "P<0.05, "P<0.01.
F 2 D6B27E24 h, 48 h 1 72 h B3t A FEIYE HeLa AR A IMEEIBIER (vxs)
Tab. 2 In vitro inhibitory effects of D6B2 on HeLa at 24 h,48 hand 72 h (x +5)
241 48 h 72h
41 5 Dose(uM)
oD IR (%) oD IR (%) oD IR (%)
X HEZH - 0.354+0.007 - 0.503 + 0.023 - 0.725 £ 0.036 -
25 0.326 + 0.012" 7.96" 0.450 +0.021" 10.62" 0.594 + 0.032™ 18.08™
50 0.320 + 0.007™ 9.56™ 0.373 +0.013™ 25.96™ 0.336 + 0.008™ 53.68™
D6B2 ZH 100 0.315+0.017" 10.98™ 0.264 + 0.009™ 47.63™ 0.105 + 0.006™ 85.55™
150 0.304 + 0.003™ 14.00™ 0.261 +0.007™ 48.24™ 0.088 + 0.005™ 87.86™
200 0.293 + 0.005™ 17.33™ 0.257 +0.016™ 49.03™ 0.130+0.011™ 82.07"
HxTE4 s, 'P<0.05, “"P<0.01.
oo, »
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%3 D6B2 Bt4& DDP Xt Hela 4 il 4 58 78 41 1 46 A 0] h AT T
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Tab. 3 Combinative effect of D6B2 and DDP on HeLa = 68 1 **,/" s .
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20 i sk ok
X HEZH - 158.1 +10.0 - 107
g © S
DDP éﬂ ]0 234 + 44** 852] 0 25 50 75 100 125 150 175 200
D6B2 ¥ (um)
D5 4H 25 114.9£9.0 27.31
o =% 0 4 oo} | G — & R
D4 4 50 65.5 + 12.0™ 58.53 2 D6B2 3t HelLa #AfafksMEsEIMH MERARAE - X &R
D3 41 100 253 55.6" 84.01 Fig. 2 Time-effect relationship of inhibition of D6B2
HeL
D5+DDP 41 25410 13.6+1.2" 91.38 on el o i
) X4, "P<0.05, "P<0.01.
D4+DDP 2 50+10 8.5+1.0" 94.62
D3+DDP 41 100+10 50£0.9” 96.84 B LT mom
EX IR R, "P<0.01. 50
—~ 80 *ok
S 70
1009 cNE s =
90 { - -2 - Hep G2 %
—~ 80 —&— HelLa . E 50
T g :8?319 ke R =40
VIR D s i B joig a0
i . zo
E 40 10
30 X HRAT 0 J
20 DDP D3 D4 D3 D>DDP  D4+DDP  D3+DDP
s ‘ ‘ o ‘ ‘ AP
XM o 25 s O 3 D6B2 Bx& DDP 3t HelLa R A4S 8 5 3D ) 2=
2. (pem
1 D6B2 ByfsasEin &l/E B Fig. 3 Combinative anticancer effect of D6B2 and
Fig. 1 Inhibitory effects of D6B2 in vitro DDP on HeLa
EXTHALE , "P<0.05, "P<0.01. 5% B R “P< 0.01.
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