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Protocol of use of the 4-Mycosensor

Extraction protocol

1)
2)
3)
4)
5)
6)
7)
8)
9

Weigh 2 grams of ground maize in a 50 ml falcon

Add 8 ml of ultra pure water

Vortex 2 minutes with the maximum speed

Add 12 ml of methanol

Vortex 2 minutes with the maximum speed

Let stand the mixture until no particulate remains (1 minute)
Add 900 pl of 4-MycoBuffer in an eppendorf 1.5 ml

Take 100 pl of the extract and add them in the eppendorf
Mix gently 5 times by hands

Dipstick test procedure

1)
2)

3)
4)
5)

Place a well containing the freeze-dried reagents in the heatsensor duo

Take 200 pl of the diluted extract and add them in the well, homogenize by
pipetting up and down 10 times the liquid (avoid foam formation by maintaining
the tip well inside the liquid)

Start the 10 minutes of incubation at 40°C

Place the strips in the heatsensor Duo, just up to the well

After the 10 minutes of migration, remove the filter pad and analyze the result
with the Readsensor
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# General infroduction of the Conffidence project

# Introduction on dipstick tests

+ Development of the mycotoxin dipstick test

* How to use the 4-Mycosenszor kit

# Conclusions

Plan

= General intreduction of the Conifidernce project

Conffidence

Conffidence

Contaminants in food and feed © Inexpensive
Detection for Control of Exposure

# FPT collaborative Project
# Duration : 48 months (2008-2012)

# Participants - 17 pariners from 10 countries,
representing universities, research institutes,
indusiry and SMEs

The target contaminants

# Cluster 1 : Organic Pollutants
= POPs (WP1a)
= Perflucrinated compounds (PFCs) (WP 1k)
= Pesticides (WP1c)

= Cluster 2 : Veterinary pharmaceuticals
= Coccidiostats (WP2a)

- [Anfibiotics (WPZb)

# Cluster 3 : Heavy metals spaciation (WP3)

# Cluster 4 - Biotoxins

= | Alkaloids (WP4a)
= Marine Biotoxins (WP4kb)

« [Mycotoxine (WP4c) J
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_The commodities in Conffidence | Objective
> Fishishelfish, fish feed 2 (0 (" Deveispment of mutiplex dpstick test for 2E4, DON, T- |
P@-‘ 2/HT-2 and FB1/FB2 in grains (wheat, Maize, oats), feed
g e ‘( ‘@ . L and cereal based-food. J
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» Potatoes/vegetables Sirapud
BSensitive
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» Honey, dairy products -~ 2Cost-effective L}&w
W, “Sipstcks

et By geveloping the muitiplex dipstick in butfer
» Eggs, meat h " 2 » By adapting the multipiex dipesick In a3l matrices >
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Plan Dipstick Tests

What iz a dipstick?

T
. _— Piter [ Dipstick manufacturing
# Intreduction on dipstick tests
Reagents praparation
e | ]I“ - * Immungens — antibodies
[ > (Compebiore (protein conjugates)
o = Goi labeling of antbodies.
-
P + ¢ e conteminea Dipgtick deaign
M_ = Assaminly of 3ll the membranss
fast e anirol fina > Siripping of the reagents
Indicess commpetition tat » [Drying and stabllizatian

Dipstick Tests Dipstick Tests

Preparation of immunogens and production of antibodies Antibodies gold-labelling
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Dipstick Tests

Preparation of competitors.

B3A- Iu‘r‘veleﬂ molzcule

Plan

# Development of the myeotoxin dipstick test

# Design of Muitiplex dipsticks (ZEA, TZ/HTZ, DON, FBs)

MULTIPLEX DIPSTICK «

M i dipstict

» Design of Muliiplex dipsticks (ZEA, T2HT2, DON, FBs)

CTRL
D
FE1-BEA
DON-BSA
TZ-BEA
ZEA-BZA

WULTIPLEX DIFSTICK

MEGATIVE sample J

Mycotoxin dipstick test

» Design of Multiplex dipsticks (ZEA, TZ/HTZ, DON, F8s)

CTRL
FE1-BSA
Tes: Lings garker
Jp— ihan CTRL line
T2-B3A
ZEA-BEA

MULTIPLEX DIPSTICK

KEGATIVE sampie «

Mycotoxin dipstick test

# Design of Multiplex dipsticks (ZEA, T2HT2, DON, FBs)

CTRL
FB1-B5A B
DiOM-B3A

TZ-BSA
ZEA-BEA

WULTIPLEX DIFSTICK

SOIITIVE sampie ]




M in dipsti |

» Design of Multiplex dipsticks (ZEA, TZ/HTZ, DON, F8s)

CTAL CTAL
FE1-B34 FE1-BSA
Test Lines lighier
DON-5SA e — | than CTAL line
T-BSA T2-B3A ||
ZEA-BSA ZEA-BSA

POSITIVE sample «

MULTIPLEX DIFSTICK
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M i dipstict

# Design of Multiplex dipsticks (ZEA, T2HT2, DON, FBs)

CTRL
FEI-B54
Test Lines equal
— ta CTRL line
T2-B5A
ZEA-SEA

LOW FOSITIVE sample «

MULTIPLEX DIPSTICK

Mycotoxin dipstick test

The CONTROL Fne will be used 1o validate the dipstick testand
also to compare 3/l the test lines to an internal reference.

No CTRL Ine = Invalld
CTRL Ine = Valid
Ratlo {test Nnelcontrol lina)
Ratio<x  Poaltive

Ratio=x  MNagative
¥ depends on e toxin and the matrix

ZEA T-2 DON FE CTRL

Mycotoxin dipstick test

Cut off ratios for maize and wheat
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Sensiivity of the multiplex dipstick test
80% of tha EU MRLe

Plan

* How to use the 4-Mycosenszor kit

ﬂ wariex 2 minutes

+ 12 mi of Methanol

wartex 2 minutes

Dilution 10 imes In 4-MycoBufTer

TO—-0r D =Em
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Protocol

1) Dlute the xtract 10720 times in 4-MycoSusTer

2) Add 200 i of the diluted extract In the well,
mix 15 imes to homogenize and let Incubate 10
minut=s @ 43°C

3} Add the sirips In the wells and wak for another
10 mirutes

4) Remove e Niker 3nd r2ad ine Sinps wit e
Reagsensor

Protocol
N
SN
- i 10mi of
WEOHVaEr
E0an;
E
x
T
R
vortax 2 minutes
: 1
T Dilution 20 times In 4-MycaBufrer |
o
: 1
l\- Run the dipstick test v(
Protocol

1) Diiuse the extract 10/20 BMeS In 4-MycoBuRzr E’|1+ = |

TEEE

Conclusions

O Detects 4 mycotoxing in grains (ZEA, DOM, T-2/HT-2, FE1FB2}
at 80% of ther MRL in only 20 mnutes and in one single step

O Rapid, sensitve and selectve fest
O Low price

O Cne single extraction method

O Easy to run

O Very Simple test. no particular kil
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