Electronic Supplementary Material (ESI) for Molecular BioSystems
This journal is © The Royal Society of Chemistry 2012

Supplementary Information

Dynamic Eicosanoid Responses Upon Different Inhibitor
and Combination Treatments on the Arachidonic Acid
Metabolic Network

Contents:
Supplemental Tables 1-10

Table S1. Validation of the LC—SRM-MS method for the determination of

eicosanoids.
Table S2. Eicosanoid levels in response to A23187 without inhibitor.

Table S3. Eicosanoid levels in response to A23187 with COX inhibitor

indomethacin.
Table S4. Eicosanoid levels in response to A23187 with PGES inhibitor MF63.
Table S5. Eicosanoid levels in response to A23187 with 5-LOX inhibitor zileuton.

Table S6. Eicosanoid levels in response to A23187 with LTA4H inhibitor

SC-22716.

Table S7. Eicosanoid levels in response to A23187 with 5-LOX/COX inhibitor

zileuton/indomethacin.



Electronic Supplementary Material (ESI) for Molecular BioSystems
This journal is © The Royal Society of Chemistry 2012

Table S8. Eicosanoid levels in response to A23187 with 5-LOX/PGES inhibitor

zileuton/MF63.

Table S9. Eicosanoid levels in response to A23187 with LTA4H/COX inhibitor

SC-22716/indomethacin.

Table S10. Eicosanoid levels in response to A23187 with LTA4H/PGES inhibitor

SC-22716/MF63.



Electronic Supplementary Material (ESI) for Molecular BioSystems
This journal is © The Royal Society of Chemistry 2012

Table S1. Validation of the LC-SRM-MS method for the determination of

eicosanoids.
Analytes Lilf o rangj: Detic tion lir_Illit Regression equations R’
(10" Mol L) (100" Mol L)

6-keto PGF,, 1-100.0 2.70 Q=285.52C+0.7352 0.9906
TXB, 0.1 -100.0 0.025 Q=4225C-10.16 0.9985
PGFy, 0.1 -50.0 0.22 Q=280.94C-0.7741 0.9983
PGE, 0.05-50.0 0.012 Q=19.33C-6.684 0.9969
PGD, 0.05-50.0 0.18 Q=5251C+2.623 0.9946
LTE, 0.05-50.0 0.25 Q=56.25C+34.77 0.9924
LTBy4 0.01 —100.0 0.010 Q=91.26C +35.34 0.9924
15-HETE 0.05-50.0 0.022 Q=99.81C-2.553 0.9905
12-HETE 0.05-50.0 0.018 Q=35.39C +804.6 0.9852
5-HETE 0.05-50.0 0.035 Q=119.2C-1.359 0.9993

AA 0.1-1000.0 0.18 Q=10.46C +219.6 0.9854
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Table S2. Eicosanoid levels in response to A23187 without inhibitor.”

Time Eicosanoid levels (uM)

(Min) s HETE  12-HETE 15-HETE  LTB, PGE, TXB, AA
Omin  0.05£0.01 50.9+17.8 027+0.09 0.15:0.09 0.13+0.06 0.46£0.15  1492+55
10min  0.39£0.18 87.3£56.8 0.7940.26 0.30£0.18 0.180.11 0.46£0.08 1633+197
20min 0.29+£0.13 8644363 1.02+0.33 0.18£0.04 0.47+0.18 0.64=033 15954233
30min - 0.57£0.15 123345  1.1120.43 0.54£030 0.4420.10 0.67£0.28 1611301
40min  0.65£0.14 145465  227+0.55 2.0940.54 0.57+0.12 0.85:030 1548139
50min - 0704021  153:64  2.17+0.60 1.66£0.60 0.46£0.05 1284048 15584205
60 min  0.45£0.12  163+81  228+030 1312030 031£0.16 1.48£021 1443274
80min  0.5440.17  178+54  2.16£022 1.31£0.23 0.30£0.05 0.87:0.30 15494248
100min 0312023 205461  3.040.16 1.24£0.16 0.38£0.09 0.55:0.18 14504179
120min 0.22£0.12 294477  2.9440.30 0.89£030 0.36:0.05 0.37£0.10 15554245

* Each data expressed as the mean += S.E. and representative of at least three
independent experiments at each time point. When the concentration of eicosanoid
was over the highest calibration point, the sample was diluted with methanol and

reanalyzed.
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Table S3. Eicosanoid levels in response to A23187 with COX inhibitor

indomethacin.?

Time Eicosanoid levels (uM)

(min) 5-HETE  12-HETE 15-HETE LTB, PGE, TXB, AA
Omin  0.38+0.04 91.4+9.0 0.43+0.06 0.40+0.07 0.07+0.02 0.04+0.01" 1552+100
10min  0.45£0.06 148+15 0.66£0.06 0.86+0.14 0.07£0.02 0.05£0.01° 163346
20min  0.55+£0.06 133+17  0.70£0.08 1.16+£0.15 0.06+0.03 0.07+0.00° 1690+46
30min  0.87+0.04 151£12  1.15£0.17 1.41£0.09 0.15+0.07 0.08+0.01° 1550+58
40 min  1.04£0.10 19246 1.44+0.18 2.05+0.20 0.20+0.05 0.11+£0.01 171747
50 min  1.09+0.16  237£15 2.15£0.16 2.43+0.10 0.24+0.04 0.10£0.01  1809+45
60 min  0.97£0.09  328+8  2.62+0.20 3.05+£0.20 0.14+£0.02 0.08£0.02° 1755+52
80min  0.87+0.06  368+7  2.86+0.18 3.64+0.35 0.12+0.02 0.09+0.01° 1714+45
100 min ~ 0.63£0.05  356x11  3.39£0.19 2.96£0.27 0.17£0.03 0.06£0.01" 1985:+44
120 min ~ 0.86+0.07  333+15  3.16:0.22 2.64+0.17 0.13£0.02 0.04£0.01° 2325+194

* Each data expressed as the mean += S.E. and representative of at least three
independent experiments at each time point. When the concentration of eicosanoid
was over the highest calibration point, the sample was diluted with methanol and
reanalyzed.

* Concentration detected below the range of quantitable concentration.
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Table S4. Eicosanoid levels in response to A23187 with PGES inhibitor MF63.*

Eicosanoid levels (uM)

Time

(Min) S HETE  12-HETE 15-HETE  LTB, PGE, TXB, AA
Omin  045:0.13 314427 143£043 08120.11 0.06:0.03 0.62+0.08°  641=88
10min  0.65£0.09 39.446.7 3.3140.23 1.03:0.05 0.08£0.04 0.79+0.21° 1369126
20min 0.66+0.09 62.848.7 3.03£0.16 0.91+0.02 0.07+0.01 1.04+0.17  1423=64
30min - 0.74£0.05 117415  3.10£0.79 1.0120.05 0.07+0.01 1.08£020 1139+144
40min 1012018 114£10  4.17:033 133£0.12 0.04+0.01° 136022 1757+167
S0min  0.97+021 127434  3.1820.14 1.7620.08 0.04=0.01" 1.68+0.18 2032197
60min  0.68+0.13  151+15 2.84£0.72 1.75:0.39 0.05:0.01 148+036 1693460
80min  0.84+0.15 146:11  257£0.73 2024023 0.06:0.02 1.14%0.13 2225420
100min  0.75£0.09  149+7  2.57:0.53 1.52£0.13 0.06£0.03 0.91+0.18° 1727+133
120min 0.67+0.03 167430  3.43£022 1.63+0.21 0.05£0.02 0.72£0.23° 2103+332

* Each data expressed as the mean += S.E. and representative of at least three
independent experiments at each time point. When the concentration of eicosanoid
was over the highest calibration point, the sample was diluted with methanol and

reanalyzed.

* Concentration detected below the range of quantitable concentration.
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Table S5. Eicosanoid levels in response to A23187 with 5-LOX inhibitor zileuton.”

Time Eicosanoid levels (uM)

(min) ""S WETE  12-HETE 15-HETE  LTB, PGE, TXB, AA
Omin  0.04£0.02° 184437 0.60£033 025:0.08 0.69+029 5.45:1.96 1581+121
10min  0.06:0.01 289494 1314036 0.14£0.03 0.86£027 4.75:1.56 1612+147
20min 0.05£0.03 7144148 127:042 024004 0.80£020 6.55£1.22 1556456
30min 0.04£0.01° 85.9+263 1812026 0.15+0.11 1302045 439+1.84 146052
40min  0.05£0.02 89.8433.0 239+0.38 0.23+0.13 127£028 4.61+1.63 1407+118
50min 0.05:0.03  106+45  2.1940.52 0.29+0.04 136£0.41 4.90£1.36 150086
60min  0.09:0.01 137446  3.22£0.79 0.41+0.13 1.63£039 6.96+1.53  1639+46
80min  0.14£0.03 161220  2.88+0.53 0.47+0.15 1262026 9.66+1.28  1475+89
100 min  0.10£0.06 155821  2.92+0.79 0.33+£0.03 1.19+0.42 4.83£1.39  1575+77
120min 0.15£0.02 187447  2.57+0.33 0.1620.06 1.12+0.45 4.14+1.15 1594=121

* Each data expressed as the mean += S.E. and representative of at least three

independent experiments at each time point. When the concentration of eicosanoid

was over the highest calibration point, the sample was diluted with methanol and

reanalyzed.

* Concentration detected below the range of quantitable concentration.
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Table S6. Eicosanoid levels in response to A23187 with LTA4H inhibitor SC-22716.%

Eicosanoid levels (uM)

Time

(min) S HETE  12-HETE 15-HETE  LTB, PGE, TXB, AA
Omin  0.58:0.04 713463 1.19:0.13 0.20£0.02 037+0.02 1.69£0.09 1089145
10min  0.62+0.04 758423 1.76+0.18 0.46£0.10 042+0.08 1.57+0.12 1170+380
20min 0.68£0.20 987483  1.66:0.50 0.43:0.15 027+0.12 2.02:0.45 1153131
30min 0.49£0.11 964443 1742009 0.42+0.05 0.8120.08 2.79+0.64 1168+132
40min  039+0.14 11613  241£023 040007 0.61£0.07 3.1740.59 1030+268
50min 0294002  124+14  3.174020 0.40+0.04 0.64£0.10 3.54+0.32 1353+238
60min  032£020 151+15  2.84£024 0.33+0.11 0.83£0.05 4374026 1318+54
80min  035£0.03 17244  3.22+059 0.18£0.06 0.58£0.05 3.13£039 1769+322
100 min  0.26+0.04 1688  2.81£047 0.16£0.03 0.28+0.08 2.504038 1588+166
120min 0.18£0.03  163+7 2312028 0.08£0.05 030£0.09 1.53£033 16844313

* Each data expressed as the mean += S.E. and representative of at least three
independent experiments at each time point. When the concentration of eicosanoid
was over the highest calibration point, the sample was diluted with methanol and
reanalyzed.
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Table S7. Eicosanoid levels in response to A23187 with 5-LOX/COX inhibitor

zileuton/indomethacin.?

Eicosanoid levels (uM)

Time

(Min) "5 HETE  12-HETE 15-HETE  LTB, PGE, TXB, AA
Omin  0.27£0.06 30.04832 2384045 027£0.05 0.3140.03 0.09:0.01" 141264
10min  0.14£0.03 18.7+4.1 3.824035 0.30:0.06 0.30£0.07 0.05£0.04" 160069
20min 0.17£0.03  65.554.1 4412036 0.18£0.07 0.43£0.07 0.47£0.08 150861
30min 0.1740.04 693244 6.73+0.51 0.85:0.05 0.5040.10 0.67+0.11 194987
40min 0304004  132+9  6.37+0.58 1.49+0.06 0.39+0.08 0.84+0.10 1168+129
S0min 0282004 12244 4294040 1.06:0.12 0.2240.12 0.65£0.07 1667450
60min 044003  131£7  3.64+0.51 1.01£0.04 022+0.09 0.86:0.05 1699425
80min  0.45£0.04 1957  3.2140.62 0.71+0.07 023:0.06 0.63£0.06 1228+25
100 min ~ 0.34£0.04 15946  3.32£034 0.64£0.05 0.18£0.08 0.79:0.08 1756469
120min 0224004  166+8  3.6740.55 0.59£0.09 0.23+0.06 0.7740.09  1886+43

* Each data expressed as the mean += S.E. and representative of at least three
independent experiments at each time point. When the concentration of eicosanoid

was over the highest calibration point, the sample was diluted with methanol and
reanalyzed.

* Concentration detected below the range of quantitable concentration.
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Table S8. Eicosanoid levels in response to A23187 with 5-LOX/PGES inhibitor

zileuton/MF63.?

Time Eicosanoid levels (uM)

(min) ""s HETE  12-HETE 15-HETE  LTB, PGE, TXB, AA
Omin  0.17+0.04 7.8243.45 4.85:0.55 0.8420.10 0.04£0.01° 0.47+0.09 1029+174
10min 0354007 3.56+1.59 5.96+0.85 0414023 0.03£0.02° 0.48+0.15 977100
20min 0494012 10.3+2.6 435:045 0.59+0.11 0.03£0.01" 0.52+0.17 872+102
30min - 037:0.14 11413 8782044 0.47+0.17 0.04£0.01" 0.88£0.07 1173188
40min  0.1840.11 9.46:3.51 7.47+1.01 0.33£020 0.04:0.01" 1.2540.15 1161249
50min 0.19:0.06 10214 6.72£0.77 030+0.13 0.06+0.01 1.73:023  970+62
60 min  025:0.05 1894301 11.1£1.8 0.83£0.14 0.0320.01" 1.09£0.08 1948+55
80min  0.18+0.08 15.6£1.1 821£1.35 0.73£0.09 0.03£0.01° 0.73£0.10 182193
100 min  0.2940.09 282+3.1 104819 0.48£0.19 0.03:0.01" 0.48+0.16 1484=210
120min 0.2240.12 320453 12.68£1.4 0.4240.13 0.05£0.01 0.44+020 1559296

* Each data expressed as the mean += S.E. and representative of at least three
independent experiments at each time point. When the concentration of eicosanoid
was over the highest calibration point, the sample was diluted with methanol and
reanalyzed.

* Concentration detected below the range of quantitable concentration.
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Table S9. Eicosanoid levels in response to A23187 with LTA4H/COX

SC-22716/ indomethacin.?

inhibitor

Eicosanoid levels (uM)

Time

(Min) " HETE  12-HETE 15-HETE  LTB, PGE, TXB, AA
Omin  0.32£0.08 10018  0.69£0.11 0.07£0.01 0.04£0.02° 0.11£0.04 650450
10min  023:0.12 112414  0.96£0.04 02120.11 0.03£0.01° 0.18£0.02 620425
20min 0.29£0.07 164428  1.11£0.19 021£0.07 0.03£0.00° 0.20£0.01 652474
30min - 0.20£0.04 21616 1104026 0.32£0.17 0.03+0.00° 0.25+0.02  953+204
A0min  035£0.05 271227  1.56£0.12 0.56£0.09 0.03£0.01° 021£0.02 1245+112
50min 0.3940.09 282415  1.9040.16 0.62£0.11 0.03£0.00° 0.14+0.02 1572353
60 min  0.46:0.06 354425  2.23+024 0.44£0.19 0.03+0.01° 0.12:0.01 128649
80min  0.40£0.06 348+26  2.45£032 0.51+0.06 0.03+0.01° 0.090.01° 1353222
100 min  0.44+0.11  296x21  3.04£022 0.80£0.14 0.04=0.01" 0.09£0.01° 1478+199
120min 0462007 302438  2.74£024 039£0.12 0.04£0.01° 0.07+0.01° 1159457

* Each data expressed as the mean += S.E. and representative of at least three
independent experiments at each time point. When the concentration of eicosanoid
was over the highest calibration point, the sample was diluted with methanol and
reanalyzed.

* Concentration detected below the range of quantitable concentration.
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Table S10. Eicosanoid levels in response to A23187 with LTA4H/PGES inhibitor

SC-22716/ MF63.*

Time Eicosanoid levels (uM)

(min) S HETE  12-HETE 15-HETE  LTB, PGE, TXB, AA
Omin  0.15:0.01 60.8£9.2 0.75:0.07 0.17£0.04 0.05£0.01 0.41£0.08 160776
10min  021£0.03 72.0:10.8 1494025 021£0.06 0.04:0.01° 0.39£0.05 1430485
20min 0.33£0.06 88.6+13.8 2.53:0.34 0.38£0.09 0.04+0.01° 0.62£0.08 1258243
30min - 0.50£0.09 983%18.1 1.97+020 0.44+0.08 0.05£0.01 0.57£0.14 1353300
A0min  0.48+0.12  104+15  2.65:0.32 0.49+0.09 0.04:0.01° 1.03£0.09 1735+33
50min 0.39£0.04  110£13  2.53£0.52 0.35£0.05 0.0240.01° 1.66£021 1129159
60min  0.65:0.06 12325  2.83:0.41 0.30+0.02 0.02+0.00° 1.34+0.10 1508+108
80min  0.7140.18 131436  2.440.65 0.66+0.11 0.05£0.01 0.99+0.06 1065+68
100 min  0.59£0.03 185410  2.85:0.40 0.70£0.13 0.03+0.01° 0.78£0.12 912477
120min 0.73£0.14  201£24  329:0.76 0.82+0.11 0.03+0.00" 0.52+0.08 13224202

* Each data expressed as the mean += S.E. and representative of at least three
independent experiments at each time point. When the concentration of eicosanoid
was over the highest calibration point, the sample was diluted with methanol and

reanalyzed.

* Concentration detected below the range of quantitable concentration.



