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The contex

12/04 10 am -
In South Africa, many dogs and cats died and suffer from very important
health disorders (kidney disease).

A French pet food company, an historical customer o f Eurofins is looking for
a lab which is able to look for ethylene glycol in dry pet food samples.

They think about an intentional contamination by a local competitor or a
problem of production.

12/04 11 am
Sofia GmbH is ok to perform the analysis with very short TATs

12/04 12 am
New customer request after internal investigations

Which kind of contaminants should be at the origin of such health disorders
?
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Are they concerned ?

They ask for a whole screening, including melamine, pesticides, mycotoxins
to find out what's going on for the first 3 samples

We needed to help them as soon as possible with the shortest TAT.

Feed back to the customer with solutions and instru ctions for loqgistic
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Melamine — time scale

Th. 12.04. Mo

11.00/ Fr. 13.04.| Sa. 14.04) Su. 15.04. ' 23.04 25.04
19.00 16.04.

first request on ethyleneglycol in PET food

request on ethyleneglycol and melamine

first three samples from the French customer
method validation (FDA-method)
method validation (LC/MS/MS-method)

Measuremnet of the samples (LC/MS/MS)

report

Cyanuric acid requested

Cyanuric acid
integrated into
the FDAmMetho
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Basics of SOFIA GmbH
Personal / Equipment
Food chemists

Chemists GC/MS/NPD/FPD
laboratory stuff GC/MS/EI
IT GC/MS/CI (pos./neg)

other LC/UVIVISIFD
~ / LC/MS/MS
GC/HRMS (TOF)

sum: 36 //academics: 19
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me'thod (GC/MS after
silylation)

Method description (FDA Version Apr./May 2007)

=Extraction 0,5 to 1 g with DEA / Water / Acetonitri e (10/40/50)
=Sonication (30 min)
=Centrifugation
—200 uL evaporated to dryness for derivatization
—Internal standard Benzoguanamine

=+ 200 pl silylating reagent
(BSTFAwith 1 % TMCS) (bis(trimethylsilyDtrifluoroa  cetamide )

=analysis (GC/MS)
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Scan 680 from c:\daten_tmp\06_01 cyan\std s2.sms
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Spectrum from c:\daten_tmp\06_01 cyan\std s2.sms
Scan No: 680, Time: 10.857 minutes.
No averaging. Background corrected.
Comment: 10.857 min. Scan: 680 Chan: 1 lon: 291 us RIC: 505401 BC
Overlaid Chromatogram Plots Pair Count: 197 MW: O Formula: None CAS No: None Acquired Range: 120 - 400
File: c:\daten_tmp\O6_01 cyan\std s2.sms
Sample: std s2 Operator: Bo Scan 739 from c:\daten_tmp\06_01 cyan\std s2.sms
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g Spectrum from c:\daten_tmp\06_01 cyan\std s2.sms
i Scan No: 739, Time: 11.737 minutes
No averaging. Background corrected.
b Comment: 11.737 min. Scan: 739 Chan: 1 lon: 634 us RIC: 102806 BC
1 \‘ Pair Count: 194 MW: 0 Formula: None CAS No: None Acquired Range: 120 - 400
100 —
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4 i Spectrum from c:\daten_tmp\06_01 cyan\std s2.sms
| Scan No: 786, Time: 12.437 minutes
1 No averaging. Background corrected.
1 Comment: 12.437 min. Scan: 786 Chan: 1 lon: 204 us RIC: 1194200 BC
| o | L1 T _ | | Pair Count: 212 MW: 0 Formula: None CAS No: None Acquired Range: 120 - 400
T T T TTITT [LLL [ L Il T T T
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[ Segment 2 [Spect 1
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Spectrum from c:\daten_tmp\06_O1 cyan\std s2.sms
Scan No: 824, Time: 13.002 minutes
No averaging. Background corrected.

Comment: 13.002 min. Scan: 824 Chan: 1 lon: 175 us RIC: 1845102 BC
Pair Count: 250 MW: 0 Formula: None CAS No: None Acquired Range: 120 - 400
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Sensitivity (LOQ)

Chromatogram Plots

Plot 1: c:\daten tmp\06_01 cyanistd sLsms lons: 345+344+343+342 all

Plot 2: c:\daten_tmp\06_01 cyanistd s2.sms lons: 345+344+343+342 all

Plot 3: c:\daten_tmp\06_01 cyanistd s3.5ms lons: 345+344+343+342 all

Plot 4: c:\daten tmp\06_01 cyanistd s4.sms lons: 345+344+343+342 all

Plot 5: c:\daten (mpl06_O1 cyan\762cy198wl.sms lons: 345+344+343+342 al
Plot 6: c:\daten tmpl06_O1 cyan\762cy198.sms  lons: 345+344+343+342 all

|Spect 1
8P 528 (251442-100%) sd s2.5ms 13,002 min. Scan: 824 Chan: 1 lon: 175 us RIC; 1845102 BC
100%] Melamine =8 4
7596 a2 ]
s n ]
25%] 23 285 |
20am 157 | 0L 2% 270 i | “\ 360 385 .g
o 2o B sho sho M
Cour s 94513447373:342 g1 5 st oms |
= cwres 100 NGIUI ] .
:; Chromatogram Plots
200 j Plot 1: c:\daten_tmpl06_01 cyanistd SLsms. lons: 345+344+343+342 all
1004 i | Plot 2. c:\daten_tmp\06_01 cyan\std s2.sms lons: 345+344+343+342 all
= Plot 3: ci\daten_tmp\06_01 cyan\std s3.sms lons: 3d5+344+343+342 all
1] 7 J Chromatogram Plots Plot 4 :\daten UpI06_01 cyanstd s4.sms lons: 346+344+343+342 all
ounty lons: 345+344+343:342 all s 2.sms | Plot 5: c:\daten_tmp\06_01 cyan\762cy198wl.sms lons: 345+344+343+342 all
1 O n l T N Plot L:c:\daten_tmp\06_0L cyanistd sL.sms. lons: 345+344+343+342 all Plot 6: c:\daten_tmp\06_01 cyan\762cy198.sms lons: 345+344+343+342 all
2501 Plot 2: c:\daten_tmp\06_01 cyanistd s2.sms lons: 345+344+343+342 all
2009 Plot 3: c\daten_tmp\06_01 cyaristd s3.sms lons: 345+344+343+342 all ey
=) ] Plot 4 cAdaten_tmpl06 0L cyanlstd s4.sms_ lons: 345+344+343+342 all 52528 (25144221009 st 52 5ms L1002 ™. Scan: 824 Chan ko175 s i 1045102 6
o ] Plot 5: c:\daten_tmp\06_01 cyan\762cy198wf.sms lons: 345+344+343+342 all 100 a2 ]
I I Plot 6 c:\daten_tmpl06_01 cyan\762cy198.5ms lons: 345+344+343+342 al o] n e ]
o [ TS| EC I T S T SR N R Chromatogram Plots
2] ] 5555 stasz-to0m) saszoms 13002 m San: 824 Ch- 1 lon: 175 s RIC, 16461028 L ES £ sbo
& Ly Plot 1: c:\daten_tmp\06_01 cyanistd s1sms lons: 345+344+343+342 all
b ng I“l ] o] Melaming £ | co Tor: 3457344 1343+342 ok 5 L 06 Jons: 345+344+343+342 all
K . ] 7506{ - 2 1 154 Ammeline E| Plot 3: c:\daten_tmp\06_01 cyanistd s3.sms lons: 345+344+343+342 all
<l / . ] gg ‘ . e 285 ‘ 10d E| Plot 4: c:\daten_tmp\06_01 cyan\std s4.sms lons: 345+344+343+342 al
o ~— . 130 11 157 |, o 7 270 i au ]l \‘\ 360 B Plot 5: c:\daten_tmp\06_01 cyan\762cy198wi.sms lons: 345+344+343+342 all
o] e <] o o Ao ko | °5 Plot 6: c:\daten_tmp\06_01 cyan\762cy198.5ms. lons: 345+344+343+342 all
] o
- o1 g™ FE e -
Ammelide 4
201 1 N = 20 |
15] g 200 E
b =l b 4 Melamine 1
05 5 5ol 5o} | | N
o Tons: 395+3447343/342 all Te20y
o] Coun] T~ : rs0.5m] 05
o lons: 345+344+343+342 a 1 2.5
50| B %] o 1 |
b Rec. 5 mg/kg 1 B ]
] 15] H ] Cou Tons: 345+344+343:342 all 8 25
30| “ 1 ol d
20 1 1 4 M| Ji " ] 250 q
p ] R bl % o & o & e S e | 2004 —
Cou T T L | Cour] ons $45-344+343+342 a 5d s o] 1504 R
1o “Coun A Ton 1 100 1
75 1254 / | | 50 4
. sampl e \ ] I = - :
25 3
o5 s o U o8 T E /A z \
2 15
: / VA : J
T S N e R e T
- - kCouns R lon: kco;!r lons: 345+344+343+342 all std s4.sms
l s 159 E
C a n u r I C C I d / “ A ol
sms 10§ \ A~ k| 25|
\ p \
E 20
e v NI 15
£n 07 0 e e 10]
0s]
“Courd Torw S Toryion s
- 15 |
e I n e - ‘
|
I I l I I l 10
N |
o T 7
1ls 17 s 1l
miue

20 mg/kg Melamine

5 mg/kg

Eurofins International Seminar 21.02..2008 www.sofia-gmbh.de

Melamine




LC/MS/MS method -for confirmation and high speed
analysis

Method description

=Extraction 0,5 to 1 g with 20 mL  Methanol/Water (50/50)
=Sonication (30 min)
"Freezing at -18 T to separate the fat
=Dilution
*Membrane filtration
L C/MS/MS (5 pL, UPCL//QP-XE (C18 (1,7um, 2,1 mm x 100 mm))
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Method: Untitled 10 Feb 2008 16:15:48
Calibration: 18 Feb 2000 16:21:27
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r e ‘ Mame: me_1077-253, Date: 02-8ug-2007, Time: 11:12:61, Vial: 1:10, Description:
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Turnover with
I\/Ielamlne [ TATS
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Max (mg/kg) count % pos comment

Ammelide 6800 86 3|highest values in glutene
Ammeline 711 86 10 highest values in glutene
Cyanuric acid 10000 171 24 highest values in glutene
Melamine 68000 242 10 highest values in glutene
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High
capacities

Specific
answers
concerning
pesticides

- high speed
analyses

- alternative
method

Capacities
>US
market
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ummary: The Eurofins network
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Assessment :

The origin of the contamination.
More than 400 samples till the crisis beginning at the SOFIA site
and several hundreds of samples at the WEJ site.

Our strong points according to the customer :

Local partner_ drawing on global expertise with a worldwide presen ce.
Complete offer_, with a very high level of knowledge.

Real-time data and information exchange.

Expert in contaminant field.

Additional benefit for :

Client: They have now their dedicated lab for crisi s management.
Dogs and cats: save feed
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Eurofins can give a global answer to a global arcally
guestion considering all specific requirements
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Thank you for your attention

Please find this presentation at
www.sofia-gmbh.de/melamine_EFS2008.pdf
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