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Introduction

Maximum levels of dioxins in food and feed are set in the European Iegislationl'2 for 17 congeners of PCDD/Fs and

levels for 12 congeners of DL-PCBs will be added soon>. The reference gas chromatography-high resolution mass
spectrometry (GC-HRMS) method allows the individual identification and quantification of these 29 congeners at the
ultra-trace level. Congener-specific data can be used as such for source tracking or be converted in toxic equivalents

guantities (TEQs) based on the use of toxic equivalent factors® (TEFs). Because the monitoring of dioxins in the food
chain is very expensive using HRMS, sample screening methods are needed. The CALUX cell based assay has

widely been proposed to screen dioxins in food and feed samples4'5. Compared to GC-HRMS, the CALUX AhR-
activation mediated response directly yield to a TEQ estimation based on a correlation with 2,3,7,8-TCDD induction
of the assay.

Comparison between GC-HRMS and CALUX results often shows discrepancies, due to differences between the

WHO-TEF® values and the CALUX REP’ (relative equivalent potency) assigned to each congener of dioxins, furans
and DL-PCB:s for a specific assay. Such differences make difficult the decision of compliance or suspicion of non
compliance of samples submitted to biological screening.

We present a retrospective evaluation of the dioxin response (DR)-CALUX screening by comparing DR-CALUX
results to GC-HRMS results for 51 samples analyzed in parallel.

Material

Samples: DIFF-01(fish), DIFF-02 (pork), DIFF-03 (milk), DIFF-04 (fish oil), DIFF-05 (feed), as well as matrix-
specific reference samples (for milk, pork and fish) are samples issued from the DIFFERENCE European project.
Other samples are the reference material BCR-533 (PCDD/F-spiked low level milk powder), internal quality control
(QC) or unknown samples issued from the routine activity of the laboratory of mass spectrometry. QC samples and
method blanks (BCs) were regularly run for QA/QC purposes.

Extraction: For HRMS analyses of PCDD/Fs and dioxin-like PCBs, samples were extracted using pressurized
liquid extraction (PLE) (Dionex ASE 200) and cleaned-up using the automated Power-PrepT"’I system (Fluid
Management Systems Inc.)8. For DR-CALUX analyses, samples were liquid-liquid (LLE) extracted and cleaned-up
according to the method proposed by BioDetection System (BDS)g.

Analysis : HRMS. PCDD/Fs and non-ortho-PCBs were measured on an AutospecUIltima (Micromass) coupled to
an Agilent 6890 Series GC. The column was a 50 m VF-5MS (0.20 mm ID x 0.33 ym df) (Varian). Mono-ortho-PCBs
and indicator PCBs were measured on an MAT95XL (ThermofinniganMAT) coupled to an Agilent 6890 Series GC.
The column was a 25 m HT-8 (0.22 mm ID x 0.25 pm df) (SGE)S. DR-CALUX. It originated from BioDetection
System (BDS, NL). Analyses were performed by exposing the cells (triplicates, 96-well plates) during 24h to sample
extracts and to 2,3,7,8-TCDD standard solutions in DMSO diluted in culture medium. See previous report for

details’.
Results
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Correction of CALUX results with a reference sample

During the DIFFERENCE project, we evaluated the use of matrix-specific reference samples for raw DR-CALUX
data correction. Each reference sample (milk, pork and fish) followed the entire matrix-specific sample preparation
procedure. The ratio of the total TEQ (sum of PCDD/Fs and dioxin-like PCBs) concentration measured by GC-
HRMS over the DR-CALUX result for the reference samples were used as correction factors applied to raw DR-
CALUX data obtained for DIFF-01(fish), DIFF-02 (pork) and DIFF-03 (milk) samples. Both pork and fish reference
samples had a congener profile that corresponded to a classical background contamination (similar to the pattern of
the unknown samples) and good correlations between DR-CALUX-reference sample corrected values and GC-
HRMS data were observed (Figure 1). The situation was not as good for milk because the pattern observed in the
reference sample (PeCB-118 was unusually high) was different from a classical background congener distribution
for milk and this influenced the raw data correction, as if a non-matrix specific reference sample had been used. The
direct consequence led to an unexpected low recovery for the milk sample, inducing an over-estimation of the
reference sample corrected CALUX data. This correction was compared to a correction using an internal QC of
spiked beef fat (1.7 pg PCDD/F WHO-TEQ/ g fat and 1.4 DL-PCB WHO-TEQ/g fat). For pork and fish samples,
Figure 1 shows that both the reference sample and the internal QC correction are efficient to improve the correlation
with the HRMS results. In the case of milk, because of the reasons described above, only the correction with the
internal QC improves this correlation.
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Figure 1 Raw and corrected responses of the DR-CALUX assay versus GC-HRMS for the investigated samples
(DIFF-01(fish), DIFF-02 (pork), DIFF-03 (milk)).

DR-CALUX analysis of 51 food or feed samples

DR-CALUX and GC-HRMS results issued from the analysis of 51 food and feed samples are displayed in Table I,
and illustrated in Figure 2 in more details for milk samples.

Apart from feed unknown samples, reference samples (REF sample), BCR-533 and internal quality controls (IQC),
DR-CALUX results have been corrected using either a matrix specific reference sample or an internal QC sample
(raw milk for unknown milk samples or spiked beef fat for the other samples). For GC-HRMS, the compliance is
reported when “the analytical result exceeds the maximum level (of PCDD/F) beyond reasonable doubt, taking into

account the measurement uncertainty”lo. In practice, the measured value minus the estimated uncertainty (including
additional parameters than just the RSDs issued from multiple measurements) must be above the regulation level for
the sample to be declared non-compliantll. For the DR-CALUX screening approach, high rates of false compliance
(false negative) are avoided by deciding of “non compliance” (sample “to be confirmed”) when the measured value
plus the estimated uncertainty (for samples in figure 2, the CV of at least a duplicate determination) is above the
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PCDDI/F action level (Figure 2).

Regulatory maximum®? and action*? levels for PCDD/Fs as well as for the sum of PCDD/Fs and dioxin-like (DL)-
PCBs (Total) are indicated in Table Il. The value for ‘Total action level’ is set at 60% of the corresponding maximum
level.

py WHO -TEQ / g fat or product ©
MAXIMUM LEVEL ACTION LEVEL

Product PCDD/F TOTAL PCDD/F TOTAL
PORK 1 1,5 0.6 1
MILK 3 6 2 4
FISH* 4 8 3 5
FISH OIL {food) 2 8 1.5 5
FEED* 0,75 1,25 0.5 0.8
ANIMAL FAT (feed) 2 3 1.2 2
FEEDINGSTUFF for FISH * 2,29 7 13 47

Table Il : PCDD/F 12 and preliminary total (PCDD/F + DL—PCB)3 maximum levels. PCDD/F'2 and proposed total
action levels (60% of the total maximum level) for feed and food samples.

Comparisons to these regulatory levels are made in Table I. The evaluation of the DR-CALUX screening efficiency
was set as “true”™

1) when samples declared “compliant” (indicated as “-*) after screening were confirmed compliant by GC-HRMS, or,

2) when samples declared “to be confirmed” (suspicious) (indicated as “+") after screening were confirmed non-
compliant, or,

3) when samples declared “to be confirmed” (suspicious) after screening were found to be compliant but > total
(PCDD/F + PCB) maximum level by GC-HRMS, or,

4) when samples declared “to be confirmed” (suspicious) after screening were found to be compliant but > PCDD/F
or total action level by GC-HRMS.

From Table I, the DR-CALUX screening efficiency was as following :

% of false compliant samples : 2%

% of false non compliant samples : 20%

% of true decision (compliant or non compliant) : 78%

Conclusions

Our evaluation of the use of the DR-CALUX for screening of food and feed samples show a very low rate of false
negative (2% of false compliant, i.e. one sample out of 51 exceeded the total action level), as well as an acceptable

rate of false non compliant of 20 %. However, results from GC-HRMS show that those 20% of false non compliant
samples contain significant amounts of PCDD/F or DL-PCBs, and thus deserve consideration as indicator of

background contamination of food and feed samples as recommended by the EC 1314

The DR-CALUX can be considered as a valuable low cost screening tool for the implementation of the PCDD/F level
monitoring in food and feed. The upcoming extension of the European regulations to DL-PCBs will additionally re-
enforce this position.
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Figure 2 : Comparison of DR-CALUX and GC-HRMS analysis of milk samples. DR-CALUX : mean * standard
deviation (at least duplicate determination). GC-HRMS : the uncertainty has been estimated to 22%.
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TOTeL pRo | PRGALLG | PEDOF | HRMS Cowcitsien [ PCDOVF +PCE | HRMS Corchsion DR CALLX
Prodect  (sampl w| Lo oot | SCREENING | WHDTEQ | @COOFWHO- | WHO-TEQ | @COOGF +PCE WHD SCREENING
Conedrsin (HR IS TEX (HRNS TEZ) BuaLUATION
pgfgfat pigdg fat padigfat
PORK
DIFF-I2 1| 208 + 1.54 + 2.00 + TRUE
REF S4MPLE ] + 076 - 1.14 - TRUE
MILE
DIFF-I 3l 574 + 284 + E.51 A TRLUE
BCR-ET 4 B + 830 + TRUE
Lv 50 210 + 0as - 3.00 - FALSE NOM CORMPLLANT
UHKHOH E| 3E8 + 1.80 - 9.50 + TRUE
UHKHOININ 7| &G40 + 110 - 19.00 + TRUE
UHKHOIH G 309 + 1.20 - 5.50 S TRUE
UHKHOUH 9] 1457 - 050 - 2.00 - TRUE
UHENOWHN 10 692 + 270 * EAD 2 TRUE
UUHKNOWIH 11 =18 + 220 - .20 E TRUE
U HKNOWIN 12| 227 + 0.40 - 1.30 - Fal SENOH COMPLLSNT
FIEH QL (o |

DIFF-O4 13| 1045 + S4E + 11.00 + TRUE
UHENDINN 14 4722 + 5.94 + 43.32 + TRUE
UHKHOH 15 43491 + g1 + 4227 + TRUE
UHKHOININ 16| 4845 + 672 + 42.50 + TRUE
UNENDININ 17| 3389 + 5.85 + 42.22 + TRUE
UHENDINN 18| 9373 + G.97 + 43.06 + TRUE
UHKHOININ 19| 3276 + 5.93 + 42.18 + TRUE
UHKHOININ 200 3436 + 5.599 + 3770 + TRUE
UHKHOININ 2| 3447 + 13.85 + §2.04 + TRUE
UHKHOININ 220 = LOG - 0.0z - 2.53 - TRUE
UHKNOININ 23 3357 + 0.09 - 12.80 + TRUE
UNKNOIIN 24 181 + 003 - 4682 - FALSE HOM COMPLLANT
UHKNOIIN 25 170 + 0.03 - 4.00 - FALSE HOM COMPLLANT

FIsH Paig pofg poig

DIFF-0 26| 382 + 1.89 - 4.03 - FALSE MOM COMPLLANT
REF SAMPLE 27| 083 - 0.8 - 1.29 - TRUE

UHKHOININ 25| 1.03 - 1.80 - B.70 rE FALS E COMP LIANT
UHKHOININ 29/ 077 - 0.50 - 2.60 - TRUE
UHKHOININ 0 1.05 - 1.20 - 4.70 - TRUE
UHKNOININ Kl 1.62 - 0.80 - 2.80 - TRLE
UHKNOININ 32 209 - 1.40 - 3.80 - TRLE
UNKNOIIN 33| 0418 - = LOG - 0.0 - TRLE
UHKNOIIN 34| 055 - 0.04 - 014 - TRLE

FEED!

DIFF-O5 Fa| 084 + 046 - 1.23 B TRUE
UHENDINN 35| 044 + 0.54 -* 0.54 - TRUE
UHKHOININ 37| 0483 + 0.55 -* 0.6 - TRUE
UHKHOININ & 0 + 0.53 -+ 0.54 - TRUE
UHKHOININ 39| = LOG - = LOG - = LG - TRUE
UHKNOININ 40/ 081 + 016 - 0.35 - FALSE HOM COMPLLANT
UNKNOIIN 4 1.09 + 0as -+ 0.58 - TRLE
UNKNOIIN 42 713 + 556 + 556 + TRUE
UNKNOIN 43 028 - = LOG - = L0 - TRLE
UNENDININ 44 033 - 0.03 - 0.06 - TRUE
UHENDINN 45 = LOG - = LioG - = Lo - TRUE
U H RO N 45| 4.74 + 5.35 + 6.36 + TRUE

FEEDINSTUFF FOR FIE H
UHKHOININ 47 §.09 + 2.80 + .30 + TRUE
UHKHOH 43 137 + U] - 211 - FALSE MON COMPLLANT
UHKNONIN 49| 1.55 + 0.54 - 226 - FALSE HOM COMPLLANT
ANIMLL FAT pa/gfat paag fat pafgfat
UNKNOIN saf 23 + 038 - 074 - FALSE HOM COMPLLANT
1401
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Table | : DR-CALUX and GC-HRMS results of the analysis of 51 food or feed samples. For compliance decision

(see text), the GC-HRMS uncertainty has been estimated to 22% and the DR-CALUX uncertainty was estimated to
30%.

DR-CALUX: - : compliant (< PCDD/F action level) ; + : suspicious (> PCDD/F action level).

HRMS : - : compliant (< PCDD/F or PCDD/F + PCB maximum level); + : non compliant (> PCDD/F or PCDD/F +

PCB maximum level); -* : compliant but > PCDD/F action level; -** : compliant but > total (PCDD/F + PCB) action
level.
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