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Facing the emergence of Xylella fastidiosa (Xf) anses 3
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lella fastidiosa detected in a containment facility in France

. In Apnl 2012, Xvylella fastidiosa (EPPO A1 List) was identified on Coffea spp. plants kept
under confinement by a breeding company which regularly imports plant cuttings, in
particular from South America where the bacterium is known to occur. The bacterium was
detected during tests carried out at the initiative of the breeding company itself. 84
samples collected from 84 plants had been sent to a private laboratory. Out of the 84
samples, 5 tested positive by ELISA. These positive samples were tested by PCR for
confirmation by the French official reference laboratory. The presence of X. fastidiosa was
confirmed in 1 sample. The French NPPO then collected additional samples from 20 plants
and the presence of the bacterium was finally confirmed in 3 plants. Strict eradication
measures were taken: all 84 plants kept in the containment facility were destroyed, the
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Coffee leaf scorch on Coffea canephora
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Colonies of Xf subsp pauca isolated from Xf shapes by immunofluorescence .
Coffea arabica on BCYE Coffea arabica on mPWG
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U Protocol of method validation

) Intra-laboratoryevaluation (NRL)

Inter-laboratoriesevaluation(NRL)

Transfert to laboratories

(Training T Proficiency  test)
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Validation method process for

Xf detection

French agency for food, environmental “ :
fety

and occupational health & safet;

Investigate, evaluate, protect

U Samples for evaluation

Standard for validation EPPO PM 700&uide ANSES/PR3/7/1

Spiking with tenfold Plant extract
dilutions of Xf +

_ 395 pL /tube
suspension 5puL / tube
L J

125 1,25 125 1,25 1,251,25

(bact/mL) 16 10* 1® 102 .10t .10° NEG

PP

X 3 assays / plant / strain
X 3 dilution series / assay
= 63 samples per plant species




Validation method process for Xf detection anses ;)
Tnvestigate, evaluate, protect

- https://www.anses.fr/fr/system/files’ANSES_MAOQ39_Xylella fastidiosa_final.pdf

1 sample =5 to 100 petioles=0.5t01 g E
grounding in sterile water (5 mL/qg) ——
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% @U U AutomatedDNA extraction i“‘ = |
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@U%@U@U U Reaitime PCR (Harpet al., 2010)
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https://www.anses.fr/fr/system/files/ANSES_MA039_Xylellafastidiosa_final.pdf

Validation method process for Xf detection anses ‘)

Tnvest. igat rvaluate pro
Performance criteria DNA extraction: QuickPi dklL + K ngFlsher
of the method Amplification Harper etal ., 2010 (Erratum 2013)
Inclusivity 100% (45 targeted strains representing the 4 major subsp.)
S 100% (29 nortargeted strains: Xylophilus, Xanthomonas, Liberibacter, sap
y saprophytes)
Spiked plant hos{ 102- 10° bact/mL, 15sample3
Host Plant Orange tree Grappe Olive tree
+ X. f. paucaCFBP 8072 + X. f. fastidiosaCFBP 7970 + X. f.multiplex CFBP 8173
Diagnostic sensitivity 100% 94% 67%
Diagnostic specificity 100% 100% 100%
Repeatability 100% 96% 100%
Reproducibility 98%
Analytical sensitivity o
(with probability detection F Mnu 0 Ob dibact/mL F  Sbact./mL
of 100%)
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French situation: survey results 2015 - 2017 anses -4:3

te, evaluate, protect
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More than 50% of the area included in a
Demarcated Area (DA)

Outbreaks located in urban (private and
public gardens) and natural areasaquis
forest) difficult to access.
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Strategy of eradication not adap About 15000 sam
Containment strategy And 900 positives
2 & &8 will be adopted (end of 2017)
S N Rate of positive samples ~

e T S 6% A
» ., (Harper et al, 2010) w‘<
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Lavandula sp.
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Repatrtition of positive host D> ,
on 327 species sampled sa 244

Rate of positive samples ~ 6%
(Harper et al, 2010)
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French situation: survey results

Repartition of positive host
on 164 species sampled

Outbreaks located in urban
andperi-urban areas

2015 - 2017  anses i}

Investigate, evaluate, protect
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(private and public gardensf
Stragegyof eradication
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About 5000 samplés T,
and 100 positives
Rate of positive samples 2%
(Harper et al, 2010) i
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