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Figure S1. Uprolide N, 'H-NMR spectrum.
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Figure S2. Uprolide N, *C-NMR spectrum.
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Figure S3. Uprolide N, BC-NMR-DEPT 135 spectrum.
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Figure S4. Uprolide N, 'H-'H-COSY spectrum.
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Figure S5. Uprolide N, HSQC spectrum.
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Figure S6. Uprolide N, HMBC spectrum.
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Figure S7. Uprolide N, 1D NOE irradiation on H-1.
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Figure S8. Uprolide N, 1D NOE irradiation on H-6.
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Figure S9. Uprolide N, 1D NOE irradiation on H-7.
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Figure S10. Uprolide N, 1D NOE irradiation on H-11.
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Figure S11. Uprolide N, 1D NOE irradiation on H-14.
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Figure S12. Uprolide O, '"H-NMR spectrum.
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Figure S13. Uprolide O, ®*C-NMR spectrum.



Molecules 2016, 21, 819; d0i:10.3390/molecules21060819

(Thousands)

<

=

=

=

2 Filename = uprolide 0_13C
Author = DELTA
Experiment = DEPT-DEC sl= 0
sample_id = IL_284_16

= Solvent = CHLOROFORM-D

E Creation time = 9-MAY-2014 15
Revision_time = 9-MAY-2014 15
Current time = B9-MAY-2014 15

= Content = NMR SPECTRUM /

~ Data format = 1D COMPLEX
Dim size = 32768
Dim title = 13C
Dim units = [ppm]
Dimensions = X
Site = DELTA NMR
Spectrometer = JCAMP_ DX

Field strength
X freg

AP N
\

|
=]
=
T

¢
|

i

-60.0  —50.0

=70.0

150.0 140.0 130.0 120.0 110.0 100.0 90.0 80.0 70.0 60.0 50.0 40.0 30.0 20.0, 10.0
] = ] o 2 3 SRS FZ 23 B
& 2 o 5 2 g e nE 35 &
S 2 2 = (S b 25 RS == =

X : parts per Million : 13C
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Figure S15. Uprolide O, '"H-'H-COSY spectrum.
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Figure S17. Uprolide O, HMBC spectrum.
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Figure S18. Uprolide O, 1D NOE irradiation on H-1.



Molecules 2016, 21, 819; d0i:10.3390/molecules21060819

940

&0

7.0

521 of 549

HJEDOL

Filename
Experiment
Sample id
Solwvent
Creation time
Author
Content
Cuorrent time
Data format
Dim size
Dim title

Machine
Revision time
Site
Spectrometer

Field stremgth

MD2-110-10 HPLC 3 A-1
single pulse.exp
IL-284-16
CHLOROFOEM-D
3-FEB-2011 16.:28.:15
DELTA

Single Pulse Experime
4-APR-2015 17.28.:11

eclipsel

4-APR-2015 17.04:39
Eclipses 400
DELTA NMR

9.389766 [T] (400 [MH=]

= X acq duration = 2.7312128[s]
L X domain = 1H
X freq = 399.78219838 [MH=z]
X offset = 5[ppm]
X points = 16384
X prescans =0
X resclution = 0.36613771 [H=z]
X aweep = 5.99880024 [kHz]
3 Clipped = FALS
Mod return ="X
i Scans = 64
1 Total scans = 64
] X 90 width = 9.5 [u=]
] X acq_time = 2.7312128[=]
1 X angle = 45 [deg]
=] X pulase = 4.75 [us]
- ] Initial wait = 1[=s]
] Phase preset = 3[us]
] Recwr _gain = 19
1 Relaxation delay = 4[s]
] Temp get = 21.4[dC]
] Unblank time = Zfus]
=
Lo
=]
i ]
=]
-]
7 ] | ’ |
] |t
N | | | | Iy
B 1 n oy
= 1 |I| i '[ | | i Il ’{ " Y
i J I ) | i ! [ )\ L N
CE YL W S, L SR W0 N L_,f'vu_._h_,..,«m_._,_m_,l\_,_hM\.wm-*{\__...»-H W o —
e e e e e e e e L o e e e b e e e e e s B e e e e e
7.0 6.0 50 4.0 3.0 o Lo

X : parts per Million : 1H

Figure S19. Uprolide O, 1D NOE irradiation on H-6/H-17.
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Figure S20. Uprolide O, 1D NOE irradiation on H-7.
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Figure S21. Uprolide O, 1d NOE irradiation on H-11.
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Figure S22. Uprolide O, 1D NOE irradiation on H-14.



Molecules 2016, 21, 819; d0i:10.3390/molecules21060819 S25 of 549

= 4
=]
4 Filename = MD2-110-10 HPLC 3 A-1
] Experiment single pulse.exp
9 Sample id IL-284-16&
4 Solvent CHLOROFORM-D
] Creation time 3-FEB-2011 16:28:15
=] Author DELTA
Lo Content Single Pulse Experime
] 1 Current time 4-APR-2015 17.:22.,13
] | Data format 10 COMPLEX
B Dim size 16364
1 Dim title 1iH
4 Dim units [ppm}
- Dimensions X
—~ ] Machine eclipsel
1 Revision time 4-APR-2015 17.:04.:29%
B Site Eclipse+ 400
] Spectrometer DELTA KMR
B Field strength ©.389766 [T] (400 [MH=z]
] I X acqg durationm 2.7312128[s]
= | X domain 1H
= A 1% X freq 399.78219838 [MHz]
] | X offset 5 [ppm]
4 | X points 16384
4 I X prescans o
1 o X resolution 0.36613771 [Hz]
] X aweep 5.99880024 [kHz]
=it [} CTipped FALSE
wi || Mod return i |
4 | Scans 64
i \ | Total scans 64
] X 90_width 9.5 [us]
] X acg time 2.7312128[a]
1 X angle 45 [deg]
2) X pulse 4.75 [us]
= Initial wait 11=]
= Phase preset 3 [us]
i) Recvr_gain 19
] Belaxation delay = 4[sl
1 Temp get 21.4[4C]
] TUnblank time = 2[us]
=]
]
=
i ]
=
=]
= ]
k= ]
g . [ |
= ] | f
= E | pa | .. o
LT T Y N
T i T T T T T T
7.0 6.0 £0 4.0 30 20 Lo

X : part: per Million : 1H

Figure S23. Uprolide O, 1D NOE irradiation on H-17
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Figure S24. Uprolide P, "H-NMR spectrum.
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Figure S25. Uprolide P, 3C-NMR spectrum.
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Figure S26. Uprolide P, ®*C-NMR-DEPT 135 spectrum.
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Figure S27. Uprolide P, '"H-'H-COSY spectrum.
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Figure S28. Uprolide P, HSQC spectrum.
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Figure S29. Uprolide P, HMBC spectrum.
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Figure S30. Uprolide P, 1D NOE irradiation on H-1.
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Figure S31. Uprolide P, 1D NOE irradiation on H-7.
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Figure S32. Uprolide P, 1D NOE irradiation on H-11.
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Figure S33. Uprolide P, 1D NOE irradiation on H-14.
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Figure S34. Uprolide P, 1D NOE irradiation on H-19a.
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HJEOL

Filename uprolide P noe irr5
Experiment dpfgse noe pfg s
Sample_id = I3_042_
Solvent = CHLOROFORM-D

= Creation_time = 2-APR-2015 07:31:5

g Author = DELTA
Content = gradient enhanced n
Current time = B-APR-2015 19:48:4
Data format = 1D COMPLEX
Dim_size = 16384
Dim_title = 1H

o Dim units = [ppm]

= Dimensions =X

kad Machine = eclipse2

] Revision time = B-APR-2015 19:48:1

Site = Eclipse+ 400
Spectrometer = DELTA NMR

‘ Field strength
X acq duration

9.389766[T] (400 [MH
2.7312128[s])

10.0
wwwn

7 | X_domain 1H
X_freg 399.78219838 [MHz]
X offset 5.15538073 [ppm]
X points 16384
X _prescans

4
0.36613771 [Hz]

X resolution
5.99880024 [kHz]

] . . X_sweep
P TRITTY iy | =MW it PRI T Y T T IV W E TR URRTITTYR 1Y P OHPRTPR S 5
a4 e ( ki .FI et a z il AN g g Ytw CIipped

b b alg M FALSE
| Mod return 1
‘ Scans 2048
Total scans 2048
1 X_acq_time 2.7312128(s]
| ‘ *_pulse 9.8 [us]
Attenuator 40 [dB]
= Corrected mix time = 0.9979804 [s]
=7 | Grad 1 1([ms]
| Grad_1_amp 7 [pnt]
| Grad_1_value 7 [pnt*ms]
| Grad_2 1[ms]
| Grad_2_amp 7 [pnt]
| “ Grad 2 value 7 [pnt*ms]
= Grad 3 1[ms]
= Grad_3_amp 3 [pnt]
| Grad_3 value 3 [pnt*ms]
| Grad_4 1 [ms]
| | [ Grad 4_amp 3 [pnt]
‘ Grad 4 value 3 [pnt*ms]
Grad_5 1[ms]
Grad 5 amp 2 [pnt]
== | Grad_5_value 2 [pnt*ms]
- Il Grad 6 1 [ms]
(i |l Grad 6_amp = —2[pnt]
] Grad 6 value = -2 [pnt*ms]
Grad recover = 0.2 [ms]
Grad_selection = 7:7:3:3:2:-2
ﬂ Grad_shape = square
Grad type =0
Initial wait = 1[s]
= Mix time = 1[s]
E | Phase preset = 3[us]
5 i | Recvr gain = 19
z | Relaxation delay = 2[s]
£ I ¥ I i Selective pulse = 11.84[ms]
= I i Wl Temp get = 20.2[4C]
. Sl Ml L / Unblank_time = 2[us]
M Wi ) N e i S W
e . - - — : . .
8.0 7.0 6.0 5.0 4.0 3.0 2.0 1.0

X : parts per Million : 1H

Figure S35. Uprolide P, 1D NOE irradiation on H-19b.
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Figure S36. Uprolide P, 1D NOE irradiation on H-20.
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Analysis Info Acquisition Date  6/8/2016 12:57:42 PM
Analysis Name \at20251\d\Data\Experimentos\DTorres\20160607\Eunicea-E_39-61-ACN_Agil_C18_P1-A-2_01_3487.d
Method tune_wide_lc.m Operator BDAL@DE
Sample Name Eunicea-E_39-61-ACN_Agil_C18 Instrument micrOTOF-Q Il 228888.20451
Comment
Acquisition Parameter
Source Type ESI lon Polarity Positive Set Nebulizer 2.0 Bar
Focus Active Set Capillary 4500 vV Set Dry Heater 200 °C
Scan Begin 50 m/z Set End Plate Offset -500 vV Set Dry Gas 10.0 I/min
Scan End 3000 m/z Set Collision Cell RF 680.0 Vpp Set Divert Valve Waste
lntenss- 365.1978 +MS, 2.9min #172
10
. [M+H+ 18]*
4 -
3_
[M + H]*
347.1871
2 4
382.2221
5 331.1894
387.1794
398.2152
oo bl e
{ B : lIIJ I|I| . .|| | |‘|I il | | |1||.||]|ll|‘l I.IJ Jllll.lllll l.lllul[lllnl_lll‘lulwllnl.l.u T P
320 340 360 380 400 420 mi/z
Meas. m/z # lon Formula m/z err [ppm] mSigma # Sigma Score rdb e Conf N-Rule
347.1871 1 C20H2705 347.1853 -5.0 74.9 1 100.00 7.5 even ok

Figure S37. Uprolide N, HRESITOF-MS.
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Compound Spectrum SmartFormula Report

Analysis Info Acquisition Date  4/21/2015 12:07:50 PM
Analysis Name GAmicrOTOF-QII Data (ESI & APCINWsers\DTomeswprolido-C_20150421_res.d

Method tune_wide-low_dir_ms2_gard2014.m Operator BDAL@DE

Sample Name uprolido-O_20150421_res Instrument micrOTOF-G 111 228888.10451
Comment Concentration: 50 ug/mlL

Prepared on: 20150421

Spiked with Reserpine standard 0.5 ug/mL for lock mass calibration
Dissolved in 100% Methanol

Acquisition Parameter

Source Type ESI lon Polarity Positive Set Nebulizer 0.3 Bar

Focus Active Set Capillary 4500 V Set Dry Heater 200 °C

Scan Begin 50 mifz Set End Plate Offset -500 V Set Dry Gas 4.0 Umin

Scan End 3000 miz Set Colision Cell RF 265.0 Vpp Set Divert Valve Waste
# RT [s] Area Int. Type I S/N Chromatogram Max. m/z FWHM [s]

n.a. 52 na. Single spectrum na. na na. 385 1615 na.

+MS, 5.2s5 #12

Intens. +MS, 525 #12
%1057 C20H26Na06
1 3392870 385.1615
1 & o
37
] 367 3185
2] & 401.1589
1 353.2687
1 L 4 417.1614
1] 431.1700
] - 4491821
1 321.1351 L 463.1760 487.3582
o__n -Lnill i |IJ " Pt : Ja;lt. lL. ;:nn: i
300 320 340 360 380 400 420 440 460 480 miz
Meas. mz # lon Formula m/z em[ppm] mSigma #Sigma Score rdb e Conf N-Rule
385.1615 1 C20H26Na0O6 3851622 1.7 550 1 100.00 75 even ok

Figure S38. Uprolide O, HRESITOF-MS.
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Compound Spectrum SmartFormula Report

Analysis Info

Analysis Mame
Method
Sample Name
Comment

Acquisition Date 5f31/2016 3:30:36 PM
Watz025 1"dData\Experimentosi\DTorres' 2016053 1\Uprolido-p+reserpine..d
tune_wide.m Operator
Uprolido-p Instrument
Concentration: 100 ug/mL

Prepared on: 20160531

BDAL@DE
micrOTOF-Q Il 228888_20451

Spiked with reserpine 0.5 ug/mL
Dissolved in 100% Methanol

Acquisition Parameter

Source Type ESl lon Polarity Positive Set Nebulizer 0.3 Bar
Focus Active Set Capillary 4500 WV Set Dry Heater 200 °C
Scan Begin 50 mfz Set End Plate Offset 500 vV Set Dry Gas 4 0 Vmin
Scan End 3000 miz Set Collision Cell RF 5500 Vpp Set Divert Valve Source
# RT [min] Area Int. Type | SN Chromatogram Max. miz FWHM [min]
n.a. 02 na Single spectrum n.a. na. n.a. 369.1665 n.a.
+MS. 0.2min #11
Intens. | +MS, 0.2min #11
x1 05:
1.25
- C20H26Ma0O 6
1.00
G 369.1665 335 1620
] 401.1623
= 355.2812
] 339.2849 ; 419.1694 443.3321 487.3610
025 4351737
AT Rt W01 [ NP e
0.00 Haldls .l'lh. Ll.lll.] L4 LI.I L, llF.l.lJ. Irl.il ILLli.l.'.LT _|||[||TL{1-L | | JL.I.L!] I | ||1.|.I||| | || l|-||||.llu L1 .l.l.l.l._“lll|.|1|||1|.l.[r.L-l:I:MTI.J.LE.L.LM. !IT.I.lulu 1
300 320 340 360 380 400 420 440 460 480 miz
Meas. miz # lon Formula m/z err[ppm] mSigma #Sigma Score rdb e Conf N-Rule
385.1620 1 C20H26Na0O6 385.1622 04 4229 1 10000 7.5 even ok

Figure S39. Uprolide P, HRESITOF-MS spectrum.
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Figure S40. Uprolide N IR spectrum.
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Figure S41. Uprolide O IR spectrum.
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Figure S42. Uprolide P, IR spectrum.
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AJEOL

Filename
Author
Experiment
Sample _id
Solvent
Creation_ time
Revision time
Current_time

Content
Data_format
Dim_size
Dim_title
Dim_units
Dimensions
Site
Spectrometer

Field strength
X_acq duration
X_domain

X _prescans
X_resolution

X sweep

clipped
Incomplete copy
Mod_ return
Scans
Total_scans

X_90 width

X acqg time
X_angle

X _pulse

Initial wait
Phase_preset
Recvr gain
Relaxation_delay
Temp_get

Unblank time

29216
2.8995

27025
2.6712

1
TRTRR

e [ A1
A S g AT e

7.0 6.0

X : parts per Million : 1H

Figure S43. Dolabellane, 'H-NMR spectrum.
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MD2-121-04 HPLC_6 shi
DELTA

single pulse.exp

I1 264 24
CHLOROFORM-D
B-SEP-2010 12:43:48
17-JUL-2014 11:00:23
17-JUL-2014 11:01:15

Single Pulse Experime
1D COMPLEX
16384

iH

[ppm]

X

Eclipse+ 400
DELTA_NMR

9.389766 [T]
4.3040768 [s]
18
395.78219838 [MHz]
4.24723 [ppm]
16384

(400 [MHZ]

o

0.23233786 [Hz]
3.80662352 [kHz]
FALSE

TRUE

1

11

11

9.05 [us]
4.3040768 [s]
45 [deg]
4,525 [us]
1(s]

3 [us]

18

4(s]

19.9[d4c)
2 [us]
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Figure S44. Dolabellane, *C-NMR spectrum.
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AJEOL

Filename
Author
Experiment
Sample id
Solvent
Creation time
Revision_ time
Current_time

Content

Data format
Dim size
Dim_title
Dim units
Dimensions
Site
Spectrometer

Field strength
X_acq duration
X _domain

X freq

X offset
X_points
X_prescans

X resolution

X sweep

Irr domain

Irr freg
Irr_offset
Clipped
Mod_return
Scans

Total_ scans

1

X_90_width
X acqg time

X _angle

X_pulse

Initial wait
Phase preset
Recvr_gain
Relaxation_delay
Temp_get

Unblank time

10.0

[N

L T O T

won oo

MD2-121-04 HPLC 6 shi
DELTA -
single pulse dec
IL_264 24
CHLOROFORM-D
7-SEP-2010 13:25:09
17-JUL-2014 11:13:51
17-JUL-2014 11:15:27

Single Pulse with Bro

Eclipse+ 400
DELTA_ NMR

9.389766 [T] (400([MHZ]
1.3008896 [s]

e
100.52530333 [MHz]
100 [ppm]

32768

4

0.76870474 [Hz]
25.18891688 [kHz]
1H

399.78219838 [MHz]
S [ppm])
TRUE

1
30665
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11.25 [us]
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File: masa exacta MD2-121-04 HPLC_6Date Run: 09-08-2010 (Time Run: 16:27:29)
Sample: fraccion coral Eunicea masa exacta
Instrument: JEOL LCmate

Inlet: My Inlet TIonization mode: APCI+

S47 of S49

Scan: 149 R.T.: 3.72
Base: m/z 303; 23.8%FS TIC: 829328 #Iomns: 311
100~ 303.23
Selected Tsotopes : Cy 5 Hg 3.0 o Error Limit : 100 mmu
Measured % Base Formula Caleulared Error
Mass Mass
30 303.2255 100.0% CHTOT 303.2324 6.0
C,,H,,0 303.2688 -43.0
C,,H,.0, 303.1960 29.0
4 Clsﬂ:304 303.1596 6.0
] C,,H,.0, 303.2535 -28.0
60 C,H,, 04 303.2171 8.4
J C,H. 0, 303.1808 45.0
C, H O, 303.1444 81.0
Yo
40+
7 335.25
20
239.15 283.18 317.22 371.23 a2
247.16 o | I | 355.21 391.28399.24 1
TERPPEE Pt |1|"'l."“" bl g l-"'r"r“llll' ‘l.l.llll.ll |i|1.... ||‘|.I|I!L|l FREURTFAE F PO i dl o L ‘li' i LTI A
mfz 240 260 280 300 320 340 360 380 400 420

Figure S45. Dolabellane, LRAPCI-MS.
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Figure S46. Uprolides N, O and P inhibit the production of inflammatory mediators induced by LPS in murine macrophages. ICs0 sigmoidal curves
calculated by the statistical software package GraphPad Prism 5 from a representative experiments of two Graphs represent the sigmoidal curves for the ICso

calculation of TNF (left column) and IL-6 (right column) induced by LPS in the presence of the uprolides N, O or P. Results represent means + S.D. from
stimuli performed in duplicates.
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Figure S47. Compound N and P do not induced the production of TNF and IL-6. Macrophages from C57B1/6 mice were treated with 7 uM of
compounds 1 or 3 (uprolides N or P) 1 h before stimulation with 100 g/mL of LPS. The supernatants were harvested after 16 h, and cytokine
concentrations were determined by ELISA. The cell viability was assessed using MTT assay after collecting the supernatants. Results are represented

as Mean + SD from stimuli performed in duplicate.



