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DPB162-AE is a valuable tool to study store-operated Ca’* entry
(SOCE), as this compound was developed as a 2-APB analog that
inhibits SOCE more potently and more selectively than 2-APB itself. In
addition to this, we showed that, in some conditions, DPB162-AE can
deplete the endoplasmic reticulum Ca?* stores in intact cells, includ-
ing the cervical carcinoma HelLa cell line and the diffuse large B-cell
lymphoma SU-DHL-4 cell line. Here, we present data regarding the
toxicity of DPB162-AE in HelLa and SU-DHL-4 cells. For further inter-
pretation of the data presented in this article, please see the research
article ‘DPB162-AE, an inhibitor of store-operated Ca®* entry, can
deplete the endoplasmic reticulum Ca®* store’ (M. Bittremieux, J. V.
Gerasimenko, M. Schuermans, T. Luyten, E. Stapleton, KJ. Alzayady,
et al, 2017) [1].
© 2017 The Authors. Published by Elsevier Inc. This is an open access
article under the CC BY license
(http://creativecommons.org/licenses/by/4.0/).
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Type of data Graphs

How data was CellTox™ Green Cytotoxicity Assay (Promega). Fluorescence was read on a Flex-
acquired Station 3 microplate reader (Molecular Devices).

Data format Analyzed

Experimental HeLa and SU-DHL-4 cells were stained with the CellTox™ Green dye and treated
factors with different concentrations of DPB162-AE (1, 3, 10 and 30 uM), vehicle (DMSO)

as negative control and lysis solution as positive control condition. Cells were
incubated at 37 °C and 5% CO.

Experimental Cytotoxicity was determined by measuring the fluorescence intensity of the
features CellTox™ Green dye after treatment of the cells with DPB162-AE for different time
periods.
Data source KU Leuven, Leuven, Belgium
location

Data accessibility All data are presented in this article.

Value of the data

e The data show the potential cytotoxic effect of DPB162-AE in HeLa and SU-DHL-4 cells.

® The data indicate that DBP162-AE is not toxic to HeLa and SU-DHL-4 cells up to concentrations of
3 pM when applied for 24 h, while it is toxic to SU-DHL-4 cells for concentrations of 10 pM and
higher for time periods of about 16 h and longer.

® The data highlight differences in cytotoxic sensitivity between cell lines for DPB162-AE.

e These data may be relevant for (i) other researchers using DPB162-AE in their experiments and (ii)
for further research that focuses on the impact of SOCE inhibition accompanied by sustained ER
Ca? ™ -store depletion for cell survival.

® A protocol is provided to easily screen compounds for their cytotoxic effects using the CellTox™
Green Cytotoxicity assay.

1. Data

In this report, we present data on the cytotoxicity of DPB162-AE, which is an inhibitor of store-
operated Ca®™ entry that can also deplete the ER Ca®™ stores [1,2], in two cell lines, i.e. adherent HeLa
cells and non-adherent SU-DHL-4 cells. In both cell lines, cytotoxicity was determined by measuring
the fluorescence intensity of the CellTox™ Green dye. This fluorescence intensity correlates with the
loss of cell membrane integrity occurring as a result of cell death. The raw data values of the HeLa and
SU-DHL-4 cells are shown in Tables 1 and 2 respectively, whereas the normalized data obtained after
subtracting the background control are depicted in Fig. 1. DPB162-AE was not toxic for HeLa cells,
since they were almost completely resistant to DPB162-AE concentrations up to 30 uM applied for
24 h (Fig. 1A). In contrast, SU-DHL-4 cells were more sensitive to DPB162-AE when applied for pro-
longed time periods. After 16 h of treatment, 10 and 30 uM of DPB162-AE induced toxicity in SU-DHL-
4, whereas lower concentrations of DPB162-AE did not trigger cell death in this cell line (Fig. 1B).

2. Experimental design, materials and methods
2.1. Cell culture

Diffuse large B-cell lymphoma SU-DHL-4 cells were cultured at 37 °C and 5% CO, in suspension in
RPMI-1640 medium (Invitrogen). Human cervical carcinoma HelLa cells were cultured at 37 °C and 5%
CO, in DMEM medium (Invitrogen). All media were supplemented with 10% heat-inactivated FBS,
L-glutamine and penicillin and streptomycin. Both cell lines have been authenticated using autosomal



Table 1

Raw data values of CellTox™ Green fluorescence in HeLa cells. Cells were treated with 1, 3, 10 and 30 uM of DPB162-AE. Vehicle (DMSO) was used as negative control, while lysis solution
was used as positive control condition. A background control was used to normalize the raw data values. Cell death (RFU) was measured before treatment (0 h) and after 2, 4, 6, 8, 12 and
24 h of treatment. The raw data values of 4 independent experiments are shown as mean + SD. Each independent experiment consisted of 3 technical replicates. The average values of the
independent experiments are shown as mean + SEM.

HeLa CellTox Green fluorescence (RFU)

Treatment Oh 2h 4h 6h 8h 12h 24h

Vehicle Exp. 1 Mean + SD 185.1+8,8 1931 +304 228.0+39.3 232.8 +42,4 244.7 +34,3 269.6 +37,2 3709 +40,1
Exp. 2 585+0,5 69.5+ 8,4 66.8 +£5,5 76.5+ 14,8 713+ 11,6 76.8 + 14,7 80.3 + 13,0
Exp. 3 99.6 + 3,8 109.6 +£5,8 130.9+738 1332+76 1441 +4,5 166.8 + 16,9 280.3+45,9
Exp. 4 1191 +5,1 126.8+2,2 146.4 + 10,3 1523 +12,3 160.6 + 13,6 184.2 + 11,5 295.8 +24,5
Average Mean + SEM 115.6 + 26,3 124.8 + 25,7 143.0 + 33,1 148.7 +32,3 1552+ 35,5 1744+ 39,5 256.8 + 62,0

DPB162-AE 1 pM Exp. 1 Mean + SD 196.5+ 12,0 2109 +3,5 249.5+6,1 2525+ 13,5 2744+ 17,2 302.0 + 16,5 403.6 + 18,7
Exp. 2 56.6 + 1,3 689 +54 67.0 £ 6,7 76.0 +10,3 702 +5,1 76.1 +6,9 84.0+9,2
Exp. 3 104.7 £ 5,4 1282+153 1541+ 13,5 160.6 + 12,4 166.8 + 16,9 200.0 + 18,5 328.8 +£20,2
Exp. 4 96.2 + 19,4 1114 +12,7 1349+ 11,6 1419 £ 11,2 150.6 + 10,3 184.7 +£6,2 3221+ 34,6
Average Mean + SEM 1135+ 29,5 129.9 +29,7 1514+ 37,6 157.8 + 364 165.5 + 41,9 190.7 + 46,2 284.6 + 69,3

DPB162-AE 3 M Exp. 1 Mean + SD 190.1 +8,9 200.6 + 6,9 2445442 251.8+54 2773 +638 299.6 + 12,0 3972 +20,6
Exp. 2 645+ 14 78.7+4,6 705+ 19 794 +2,4 74.0 +£3,7 76.6 +2,8 83.6+2,0
Exp. 3 102.7 +£2,0 1186 +3,4 1364 +79 144.7+3,5 1472 +5,5 1733 + 10,7 290.6 + 8,8
Exp. 4 1071 +4,0 1212 +£12,0 142.7 £9,9 149.8 + 12,5 1553+ 11,2 176.2 + 13,3 289.2+20,3
Average Mean + SEM 116.1+26,4 129.8 + 25,5 148.5+ 35,9 1564+ 35,6 163.5+42,1 1814 + 45,6 265.2 + 65,5

DPB162-AE 10 pM Exp. 1 Mean + SD 199.1 + 14,0 204.6 + 34,6 245.0 + 47,0 257.0+371 282.7 +36,4 308.0 + 33,6 4233 +29,0
Exp. 2 599+29 773 +£39 728 +4,9 839+73 799+3,0 84.8+23 105.9+6,3
Exp. 3 956 +2,0 1109 + 14,3 135.0 +£16,7 138.6 + 13,8 144.1 + 12,2 166.0 + 13,1 2851+ 179
Exp. 4 1149+ 6,0 120.0+8,1 140.9+79 1443 +5,0 151.2 £ 14,8 1624+ 74 263.5+173
Average Mean + SEM 1174+ 29,5 1282 +27,0 1484 + 35,6 156.0 + 36,3 1645+ 42,5 180.3 + 46,5 269.5 + 64,9

DPB162-AE 30 pM Exp. 1 Mean + SD 1964 +53 214.2+16,9 2539+123 260.2+ 16,5 2788 +17,8 2927+123 386.9 +33,7
Exp. 2 63.8+3,0 102.8 +7,2 98.9+383 1151+93 111.2+£12,0 1226 +13,4 204.9 + 40,2
Exp. 3 107.0 £ 2,6 1199+ 39 1411+ 3,7 146.2 £ 3,5 1479+ 1,0 164.6 +24 263.6+129
Exp. 4 113.6 + 22,7 130.8 +21,8 1452 +19,4 150.2 +19,1 149.7 + 21,0 1759 + 28,1 257.0+33,0
Average Mean + SEM 1202 +27,6 1419 + 24,7 159.8 + 33,0 167.9 + 31,7 1719 + 36,7 189.0 + 36,4 278.1+385

Lysis solution Exp. 1 Mean + SD 1951 +8,8 13879+ 82,2 1532.5+ 81,1 1516.3 + 96,0 1511.7 £ 99,8 1504.9 + 93,3 1558.8 + 104,7
Exp. 2 675+ 3,0 12425+ 71,3 10914 + 125,9 1295.5 + 148,6 1254.8 + 74,2 1256.2 + 77,3 1217.6 + 79,1
Exp. 3 1040+70 1156.2 + 29,7 1379.2 + 314 13579 +£ 51,5 1312.0 + 47,6 1346.2 + 48,2 14139+ 62,5
Exp. 4 129.5+ 19,0 1072.9 + 83,0 1294.1 £ 104,2 1282.7 +133,1 12459 + 136,1 1267.8 +142,0 1338.0 + 164,8
Average Mean + SEM 124.0 + 26,8 12149 + 67,2 1324.3 + 91,9 1363.1 + 53,6 1331.1 +61,9 1343.8 +57,3 1382.1+714

Background control Exp. 1 Mean + SD 74.0+£0,6 769+2,4 76.8+2,9 76.8+2,9 76.8+2,9 76.8+2,9 723+ 16
Exp. 2 451+ 1,7 46.5+04 437403 44.8+0,3 42.7+1,0 42.7+0,7 421+17
Exp. 3 473+0,2 48.4+0,2 46.5+0,6 43.5+08 449406 48.8 +1,7 47.5+0,8
Exp. 4 443+ 14 447 + 0,6 441+ 11 433+06 428+038 421+0,2 428+12

Average Mean + SEM 52.7+71 541+76 52.8+8,0 52.1+82 518 +£83 526+82 512+71
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Table 2

Raw data values of CellTox™ Green fluorescence in SU-DHL-4 cells. Cells were treated with 1, 3,10 and 30 uM of DPB162-AE. Vehicle (DMSO) was used as negative control, while lysis solution was used as
positive control condition. A background control was used to normalize the raw data values. Cell death (RFU) was measured before treatment (0 h) and after 2, 4, 6, 8, 12, 16, 20 and 24 h of treatment. The
raw data values of 3 independent experiments are shown as mean + SD. Each independent experiment consisted of 3 technical replicates. The average values of the independent experiments are shown as
mean + SEM.

SU-DHL-4 CellTox Green fluorescence (RFU)

Treatment Oh 2h 4h 6h 8h 12h 16 h 20h 24h

Vehicle Exp.1 Mean+SD 1255+174 128.6+114 174.6 + 10,0 149.5+ 25,1 204.6 + 5,0 2152+ 15,0 172.0 + 6,7 182.1+8,7 222.6+20,4
Exp. 2 169.8 +9,8 184,0 + 17,4 2054+ 12,2 269,6 + 18,4 272,2 +20,7 270,7+ 18,3 228,0 + 11,6 287,8 +26,5 214,7 +£83
Exp. 3 1247+89 132,0+21,.2 198.6 +49,9 261.2 +53,8 245,24+ 57,5 250,1 +82,5 201.9+249 229.2 +34,0 330,9 +42,4
Average Mean +SEM 140.0+ 149 1482+17,9 1929+93 226.8 + 38,7 240.7+ 19,6 2453+ 16,2 200.7 + 16,1 233.0+30,5 256.1+37,4

DPB162-AE 1 M Exp. 1 Mean + SD 142.2 + 28,7 143,7 +10,2 171,9 + 15,0 200,3 +18,3 2141 + 21,6 223,7+213 184,1 +71 2013+ 1,6 2329+ 18,2
Exp. 2 1655+ 16,1 1874+75 197,0 + 4,7 2488 + 14,4 282,4+8,8 273,3+0,2 266,2 + 24,7 329,8+31,8 2478 +12,9
Exp. 3 1508 +6,6 158,22 +11,5 216,1 +33,3 2719 +403 294,1 +45,2 296,1 +78,7 226.1+49,9 250.5 + 46,8 3214+ 14,6
Average Mean +SEM 152.8+6,8 163.1+ 12,8 195.0+ 12,8 2403 + 21,1 263.5+249 264.4+21,3 22554237 260.5+37,4 2674+273

DPB162-AE 3 M Exp. 1 Mean+SD 1393 +221 146,0+8,3 184,9+5,8 196,0 + 12,2 219,7 +15,2 2172 +11,8 173,7+2,9 183,5+3,4 226,2+5,5
Exp. 2 169.2 +149 1816 +139 186,8 + 10,2 233,0+9,6 259,6 +13,4 248,1+16,0 265,54+ 15,5 345,7 +45,0 294,3 +359
Exp. 3 1533+79 1557+114 206,1 + 18,2 267,3 +30,7 296,0 + 46,1 294,3 +£519 261.3+48,5 292.1+35,3 318,2 £ 32,7
Average Mean +SEM 1539+ 8,6 161.1 + 10,6 1926 + 6,7 23214205 2584 +22,0 2532 +224 2335+299 273.8+47,7 279.6+275

DPB162-AE 10 pM Exp.1 Mean+SD 12814165 131,2+14,5 159,8 + 11,2 1483 +7,5 160,2 +9,2 1709 £ 12,3 1894 +3,2 2830+19 400,6 +49,9
Exp. 2 163.7 +26,1 186,44 +23,2 189,7 £ 20,4 2278+12,4 249,5+22,1 2379+213 374,8 +13,5 618,5 +40,3 453,1 +55,7
Exp. 3 1477 +2,6 170,7+32/4 206,6 + 26,8 2519+ 26,4 270,9 +£20,3 246,2 + 234 254.8 +30,0 356.4 + 39,1 309,5+ 12,7
Average Mean +SEM 1465+ 102 162.8+ 164 1854+ 13,6 209.3 + 31,3 226.9 + 33,9 2183 +23,8 273.0+ 54,2 419.3+101,8 387.7+419

DPB162-AE 30 pM Exp.1 Mean+SD 124,7+24,6 1273+13,0 154,0 + 20,1 149,7+ 12,8 174,9 + 17,0 228,2+17,7 268,0+ 8,1 350,8 + 6,3 470,7 + 42,8
Exp. 2 186,2+78 1878 +48 221,8 +£11,9 253,5+8,6 268,6 + 14,2 290,8 + 8,6 513,2 + 48,6 7876+ 97,6 543,7 +136,8
Exp. 3 157.6 + 8,7 169,2 + 18,3 192,8 + 23,9 239,2 +25,0 260,2 +43,7 2419+ 32,5 429.3 +53,2 6373 +42,8 1014.0 + 57,7
Average Mean +SEM 1562+ 17,7 1614+ 17,8 189.5+ 19,6 2141+ 324 2346+299 253.6+19,0 403.5+719 5919+ 1281 676.1 + 170,2

Lysis solution Exp. 1 Mean+SD 1293 +29,8 1784.0+150,8 1851.2+2024 1759.0+182,5 2019.0+209,0 1786.0+ 1153 2233.0+230,1 2272.0+2379 1694.0+ 2877
Exp. 2 168.4+29,1 2571.1+363,7 24901 +318,7 2772.0+403,8 2796.0+205,7 2752.0+4079 2062.0+51,2 2138.0+505 2838.0+4151
Exp. 3 142,0+152 10213 +222,3 1301.5+2551 1441.0+223,3 1432.0+3259 1378.0+509,7 2360.5+251,1 2316.9+256,2 1482.0+602,1
Average Mean +SEM 146.6+ 11,5 1792.1+4475 1881.0+343,6 1991.0+4013 2082.0+3950 1972.0+4074 22180+864  2242.0+53,7 2005.0 +421,1

Background control Exp. 1 Mean+SD 184 +0/4 18.6 + 0,9 18.2+0,5 179+0,9 185+ 1,2 184+13 183+ 0,6 18.7+0,3 184+ 1,0
Exp. 2 16.2+0,4 16.7 + 0,6 159+0,2 16.7+£0,3 16.7+0,5 16.6 + 0,7 16.6 + 0,7 16.7+0,4 16.7+0,4
Exp. 3 26.6+1,0 288+1,0 28.0+0,9 280+0,3 27.5+0,6 282+0,7 18.7+0,6 17.7£0,2 284+03

Average Mean +SEM  20.4 + 3,1 214 +3,7 20.7 +3,7 209+3,5 20.9+3,3 211+35 179+ 0,6 177+ 05 21.2+3,6

6

96-16 (2102) g1 Jaug ut pipg / v 12 Xnanuag "W



M. Bittremieux et al. / Data in Brief 12 (2017) 91-96 95

A HeLa
22
20 e TF stk
18 4 wak REX Vehicle
216 ] e I T JJ-
g 14 J_ T’ J_ DPBI162-AE 1 uM
g 12 4 —+— DPBI62-AE 3 uM
L 10 4
E s 4 =¥= DPB162-AE 10 pM
o
2 64
> Q] == DPB162-AE 30 uM
2 4 <5 e ; == | ysis solution
O T T T T T T T T 1

LI T
0 2 4 6 8 10 12 14 16 18 20 22 24

Time (Hours)

B SU-DHL-4
22 4 soksk skokok
20 - EEE]
}z - ****** REE e Vehicle
14 4 DPB162-AE | uM

DPB162-AE 3 uM
DPB162-AE 10 uM
DPB162-AE 30 uM

Cytotoxicity (RFU)
I~}
1

bttt

Lysis solution

||T|||||||||
0 2 4 6 8 10 12 14 16 18 20 22 24

Time (Hours)
Fig. 1. The cytotoxic effect of DPB162-AE on (A) HeLa and (B) SU-DHL-4 cells. Cells were treated with 1, 3, 10 and 30 uM of
DPB162-AE. Vehicle (DMSO) was used as negative control, while lysis solution was used as positive control condition. Cell death
(RFU) was measured after 2, 4, 6, 8, 12, 16, 20 and 24 h of treatment. All values were first corrected for the background control.

Data were normalized to the values obtained for the vehicle-treated condition at time point zero, which was set at 1. Data are
represented as mean + SEM of at least three independent experiments.

STR profiling performed by the University of Arizona Genetics Core and fully matched the DNA fin-
gerprint present in reference databases.

2.2. Cytotoxicity assay

Cell death induced by DPB162-AE was determined in HeLa and SU-DHL-4 cells using the CellTox"™
Green Cytotoxicity assay (Promega), in which cell death is measured with a fluorescent dye that binds
the DNA of cells with impaired membrane integrity. This cell death assay allows user-friendly kinetic
cytotoxicity measurements in culture, since the same well can be measured multiple times as the
fluorescent signal remains constant after 72 h of exposure. HeLa cells were seeded in a 96-well plate
(Greiner) at a density of 15,000 cells/well. SU-DHL-4 cells were seeded in a 96-well plate with poly-L-
lysine coating at a density of 250,000 cells/well. Next, a mixture of CellTox™ Green Dye and cell
medium (1:1000) was added to the 96-well plate. Subsequently, cells were treated with different
concentrations of DPB162-AE (1, 3, 10 and 30 uM), vehicle (DMSO) as negative control condition and
lysis solution as a positive control. Wells without cells were used as a background control. Cell death
was determined after 2, 4, 6, 8, 12, 16, 20 and 24 h of treatment by measuring the fluorescence
intensity (485/520 nm excitation/emission) with a FlexStation 3 microplate reader (Molecular Devi-
ces). The values obtained from the background control were first subtracted from the values obtained
from the different experimental conditions. These data were normalized to the values obtained for
the vehicle-treated condition at time point zero, which was set at 1.
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2.3. Statistical analysis

Results are reported as mean + SEM of at least three independent experiments. In each inde-
pendent experiment three technical replicates were used. Significance was determined using a one-
way ANOVA with a post-hoc Dunnett's multiple comparison test versus vehicle-treated cells. Dif-
ferences were considered significant at p < 0.05.
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