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Extraction and cleanup for fumonisin B, analysis.
A: from Synthetic media: For fumonisin B; (FB;) determination in liquid

culture, the contents of each flask was filtered through Whatman No. 1 filter

paper and the solvent was partitioned twice with 50 ml ethyl acetate in a
separatory funnel. The ethyl acetate fractions were discarded. The water
fraction was evaporated to dryness in a rotavaportor. The residue was dissolved.
in 7 1nl acetonitrile-water (1:6). A C;3 cléanup column was preconditioned with
5 ml of methanol followed by 5 ml of methanol followed by 5 ml of we‘ltérj
Then a 7-m! sample was applied to the column. The column was washed with 2
ml H,O and 2 ml acetomtrile-water (2:8). Then FB, was eluted with 2 ml of
acetonitrile-water (7:3) and the column eluant was evaporated to dryness under
a stream of N> on a water batch. The residue was dissolved in 500 pl
acetonitrile-5% aqueous KCI (1:1).

B: m com: Com with a Eultm'e of F. moniliforme was ground 1n a blender
and 20 g was placed in flasks with 40 il acetonitrile-water (1:1) which were
then placed in a wrist-action shaker for 30 min. The flask content was filtered
through Whatmen No. 1 filter paper. 2 ml of filtered extract was added to 5 m!
H,0 and was applied to cleanup as described earlier. The sample residue was
dissolved in 2 ml of acetonitrile-5% aqueous KCl1 (1:1).

Thi1'1 layer chromatography. 10 pl of samples was spotted on a TLC plate
alonge with 10 ;.Llrof FB, standard (10 and 50 ppm) dissolved in acetonitrile-5%
aqueous KCI (1:1). The TLC i:alate was developed in n-butanol:acetic acid:
water (3:1:1), air-dried, sprayed with 0.5% p-anisaldehyde in methanol:acetic
acid:sulfuric acid (85:10:5) and heated at 105°C for 5 min. FB; was observed
as a dark spot at R¢0.53.
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Aspergillus flavus 5w or71an »y o opvsar 1PN - 100 Avav

1772 wr Fusarium moniliforme Sw 7r1an " B, prnear A, parasiticus -1
TN Y Y Imwn DTTTANN YW Dpomimpian nr v n v mn
NRRL -n qoirn 19apni 9wr nmpa

i l I |
| ' | Fungl from sweet corn [Reference strains (NRRL)|

' 1 i ]
I t I i 1 1

|Mycotoxin51[3; flavus|A.parasi-|F. moni- |A. parasi-|F.moniliforme|

| | |ticus [Liforme |ticus 5682 13616.' ‘|
I — } T I l E T } | —
[ {Slecorn3| SM |corn| SM |corn|{ SM |[corn| SM | corn |
F — % ' .' : i : } ' !
| Aflatoxins| | | ! | i
| B, | 2.5 15.6{ 6.3 6.3]| - - | 2.5 1s.8] - -
[ B, | ND  0.9] ND 0.9 ~ - | ND 0.9 - . = |
| G, | 6.3 31.3] 2.5 31.3] - - | Np  78.1] -~ -
I G, | o 2.3 ND 4.7| - - | nD 4.71 - -
| Total | 8.8 50.1| 8.8 43.2| | 2.5 99.3] |
| t ! i % { .'
|Fumonisin | | | I |- ]
| B, : - -] - - | ND 1000] - - | ND 600 |
| — I 1 I ! .- - 1

1. mycotoxin production on corn (mg/kg) or SM (ua/kg);

2. SM - synthetic media;

3. moisture content of corn for AF analyses was 18.7%,
moisture content of corm for FB, analyses was 47.5%.

The data obtained show that A. flavus., A. parasiticus and F.
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moniliforme 1 Aspergillus parasiticus

Fusarium
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N17I092 NPT IAXR? PN U1°N YR MDA 22 1901 AN0D

Fusarium meoniliforme 1Aspergillus parasiticus

JUBHLE

AL parasiticns
car inocukbation tinjeetion A1)

JUBILEK
_A. parasiticus
ear inoculation {injection x2)
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nI"ga apaToa INR? PInn Uth n?e mytll 22 1900 71110
Fusarium moniliforme 1Aspergillus parasiticus

JUBILELE
I, moniliforine
car inoculation {injection 1)

JUBILEE
. moniliforme

car inoculation (injection

2)

M p——
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migad 2aTa INXR? PINN 0N R MUt 2 1900 O110R
Fusarium moniliforme 1Aspergillus parasiticus

E. moniliforme
silk inoculation (spray x2)

b
ST

JUBILEE
A. parasiticus
silk inoculation (spray x2)
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Disease Severity (DS)
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Disease Severity (DS)

1.6

1.9X10°

ON2P7 Rpginn putwl ATe npaTn R "7 12 01791 01N 9P Mt (2 ﬂm
DEY MRS NN (002 D3NN TRTR) 79 TNR? MDen NUI?W3A NBXI NPT
QPN DPPna maannn }77 M nRNWna

100

Fy

s DS
——|E

30
1 80
1 70
60

50

Infested ears (%) (IE)

30

{ 20

10

e | g v SO PR 1l . |- - R O

1.9X0° 1.9X10 . Control {b)
Inoculum (spores/ml)

Control (a)

iPage 1

PP




20

Disease Severity (DS)

NPITNN DU ATO NRITA IAN? XL/Z78L 111 11VI1Y3 U0 M7 mur 3 R
TNy (0011 DINR TPTR) AZ2PN J1IR? MWD A?203 nb311 Apian .0 n2p?
O THDN APNA MMpn 12 DA DENoni D31 maxini

e

Control (b) nozq,o:mv\

Inoculum (spores/mi)

Page 1

R —




14

Disease Severity (DS)

AP NB 01 NTO NPATA INR? TLSZ7SA )12 017091 071N "N7g M)
mn*n (ool cwaz JTRTRY 2R TIR? Mopn noi?0d auxid npamn Rkl i)
QPN PR NGINN #77 MUn NRNEN1 U311 R3]

1.2 5

2.7x10°

2.7X10°

Inoculum (spores/mi)

Page 1

mmm DS
IT“m _

Control (a)

Control (b)

4 R

90

80

70

60

50

40

20

10

Infested ears (%) (IE)

P




2

Disease Severity (DS)

1.2 -

1.0

0.8

=

NMW (10 112 NN ATy AT MPATA INR? D197 MTMD? 03 N1 5 '
A0 790107 DRANA 1 1900 12301 0°U 9 04T

%

sam DS |
|—+—IE

S

A LNy

ST,

e

L)

P

L

R

Ht=rid
esiesitl 2

17 12 30 3 13 2 9 1 10 40 11 4
Line No.’

Page 1-

100

90

80

70

60

50

40

30

20

10

Infested ears (%) (IE)

b e




27

-

no7) AAYIR 10X TITINGN P98 N7 DR U1 MTRD 20 Il mnv 4 7930
(0°N7P7 1PN MY 0 AT0 TMPATIN'0IS0102 071N

Corn Hybrid l;r;e Inoculum (spores/ml)
19 85 | 271 500 670

Viking E2B1 17 1 . | A
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IL781A . 9 | \  AB
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IL781 40 bOA i ,
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Viva E1 (Asg) 19 B

‘{Sugloaf £4 Sun 1 14 B - i
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