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Introduction

A Marinobufagen(iMBG)an endogenousardiotonibufadienolideithvasoconstrictiaetivitiess a selective
inhibitoiof the U, subunibf Na,K-ATPasdemplicatedh severapathophysiologi@tcumstancabatare
characterizdnyhypertensiandnatriuresjdikein preeclamps(&B.

PEIs a pregnhancselateddisordethatconsistsn the developmermf hypertensioand proteinuriafter20
weeksof gestationincreaseglasmaviBGhas beenobservedn mammalgratand humanspresenting
preeclampssyndromf3], leadingistoconsideMBGasa biomarkedorPE

ThisconsideratiomplicateanaccuracgndsensitivanalyticahethodorMBGplasmaevelgjuantification
ordetto furthemvestigateimplicationsf MBGnN PE Thefinalaimisto providéetteicomprehensiofthe

phenomenandpotentialewtrendgodiagnoséhesyndrome
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_ Extraction of pure MBG|

A ParotoiglandsecretionsfsomeaoadspeciesepreserthemainsourcefbufadienolidddotablyViBGs themajorcardiotonisteroidn theBufoMarinusenom

A BufoMarinuss a toadspeciepresentn SouthAmericandintroduceih FloridaandAustralido controhgriculturadestsin sugarcanewheret is currentlpecome ' ?
Invasive

A Giverthatno MBGstandards commercialpvailableye needto develom successfidxtractiomethodo disposef thereferenceompoundVe madeit fromthe

\___crystallizermotthevenom J
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1)Preliminasteg Methanoli@extraction and identification of MB®ufioMarinusvzenom

TLCof themethanokxtract
of Bufomarinusvenom

0 S 10 15 20

25 30

35 40 45

S0 55

60

65 70 75

5555555
{ |

' 'gSST!risO?CSHngifﬁ\l“Egi%g?Zz_ﬁﬂBB(?I';&_MSMSBC?Q39057 (33.352) Sm (Mn, 2x0.75); Sb (5,20.00 ); Cm (946:1003) Daughters of 40115(?(; l H P Lmn d M S/M S CO nd iti O nS
MBG | 9 [MBG+H*-3H,0] [MBG+H"-2H,0]
a) Blank = CH,OH } 4 347,15‘;/ = (b) .
b) MBG in CH,;OH = ' Column Atlantis dC18
| MBGRf=0,42 Scrgtchlngf | & aUVdetection 296 nm
the principal spot | o
\J/ e | [MBG+H*] | Mobile phase GradlerECfgLTdvater and
- B, WO B i 4 | | | [MBG+H*-H,0] l |
e -l l 7 Mass MBG 400
; j 383.41 \

lon source and mode

Positive ion moaghESI

|
00000

000000

FlashChromatographgonditions

Column

HP silice 25 pm

Gradient mobile phase

Hexane -Ethylacetate

Detection

ELSDB1080

Flow

50 mil/min

tworesiduedy
TLC

—

MSspectrunof
viscousresidue

™~

(Mobilephase Ethylacetat® S — Collision gaz aadergy Argon 30eV
Revelatioiny SbC}) HPLGUV (a) and MS/MS profile (b) of the principahRia,42
2) Quantitative extraction pfire MBGromBufoMarinusrenomby FlasiChromatography
e MBG
By Rf= 0,42
i Comparisowf the /

/N

L Tt | Purification of
- OO0k .
bl theisolated Flaskl Flask2
s 290485 fractions
= 0O000O0O0! >

A Stock Solution of 1,16 mg/ml ohsids
madeawiththeviscousesidue

Plasma extractioethod |
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Conclusion altlooks |

A We have developed a successful extraction method oBua®dromsrystallized venom and isolated pure MBG as a standard.
A A preextraction step from rat and human plasma has been carried out through SPE HLB (hydrophilic lipophilicithedemertihctomigosd of 88%.

A KnowinghatMBG plasniavelsnpreeclampsae in thagml rangeseveraliquid chromatograpimtegies coupheith different detectioethods allowing quantification od MBG

this rangareconsidered

A Thisdosagenethodncedevelopedndvalidatewillhelp t@uantifiMBG plasmavelofregulapregnanvomemndpreeclamptmatientsVeexpectobeable t@lucidateome
biologicajuestionsuchas: théiosynthetarigirof MBG and/or new routes folrdgaosisf the PE syndrome.
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