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Current situation - Xylella fastidiosa in Apulia Region - Italy

• Multiplex: almond

• Fastidiosa: grapes & almond 

• Pauca: «olive» isolates, epidemic and new outbreaks

Occurence of Xf isolates belonging to 3 subspecies

Surveys: 
- Detection/delimiting 
- Subspecies identification

Common hosts: 
eg. Almond, 
Polygala



Demarcated areas for Xylella fastidiosa in Apulia Region - Italy



Sampling unit 
Grid cells (= 1 hectar)

Number? – defined based on RIBESS+ (2 levels of risks             )  

Olive grove  Fruit crops Other species

Demarcated Xf-free 

Xf-free area

Olive trees Grapevines Fruit trees Others Total

Parameters
Confidence level 0,95 0,95 0,95 0,9 0,99

Prevalence 0,0007 0,0007 0,0007 0,001 0,0001

Target 
population Number of specified plants 67.766.382 158.120.490 36.656.056 35.996.052 298.538.980

Plants to be sampled 5.919 5.982 6.137 3.207 21.245



SAMPLING: 1° STEP – visual inspection and collection of shoots/leaves Field team: 2 technicians
Each team is identified by an IDThe APP assign to each team the grid cells to sample on a daily basis



SAMPLING VINEYARDS (recent oubreak, gap of knowledge for the epidemiology): 1 pooled sample from the 
border rows, 1 pooled sample from vines inside the vineyard randomly selected 



For each tree/plant sampled: the team fill the info on the APP and a label for the bag

• The specie
• Presence of syntoms and severity
• Age of the plant
• GPS location
• Picture



INDIVIDUAL AND POOLED SAMPLES

Max 7 samples for olives

Each sample: 
Unique ID of the bag

Each sample: 
Unique ID of the bag

Max 4 samples for grapesMax 4 samples for Prunus spp.



Once the team complete the field work - all information are sent to the database (accessible 
by all laboratories and inspectors 

UNIQUE ID n° assigned to the sample



Tissue preparation: example of grapes

UNIQUE ID n° assigned to the sample



Tissue preparation: example for olive



Tissue preparation: example for almond (sample collected end of february 25)

Individual samples: 0,4-0,6g

Pooled samples: 1,0-1,4g 



DNA extracts

DNA preparations 

CTAB PROTOCOL

5
LABORATORIES 
(3 - ISO 17025)

N.1 LAB N. 2 LAB
N. 2 LAB

Harper et al., 2010)

EPPO 7/24 (5)

qPCR

Simplex or duplex with the internal control «COX»



ALL POSITIVE SAMPLES ARE SUBJECTED TO 
qPCR for SUBSPECIES IDENTIFICATION

DUPAS ET AL., 2016



Laboratory workflow (4 official Labs and 1 reference Lab)

N. 4 - LABORATORIES PROCESS THE SAMPLES AT LARGE SCALE LEVEL

Negative

Results trasmitted to the 
official authority

Positive

Plant materials transfered 
to the Reference Lab for 
re-testing

Results trasmitted 
to the official 

authority

Doubtful samples

DNA transferred to the 
Reference Lab for 
subspecies identification

Negative Positive Doubtful samples

Results 
trasmitted to the 
official authority

Field tree 

re-sampled

New host/new outbreak
MLST analysis



PRACTICAL EXAMPLE of the diagnostic reports and timing 

Official LAB detected a positive (samples are tested within 5-6 days) 



2 days later - The Reference LAB identified the subspecies 



Example for a new outbreak of a different Xf subspecies  

20/03/2024

Surveillance Xf-free for the olive isolates:
A pool of 7 almond trees tested positive in
the Xf-free area

02/04/2024

Reference Laboratory confirmed 
the detection of the bacterium in 2 
trees of the pool



Timing  

03/04/2024

Reference lab 
reported the results of 
the subspecies 
identification: multiplex



Act n. 29 from 08/04/2024



Act n. 43 from 22/04/2024 (Eradication measures)



Plants uprooted on 15/05/2024



A DEDICATED WEBSITE for public consultation: www.emergenzaxylella.it


	Diapositive 1
	Diapositive 2
	Diapositive 3
	Diapositive 4
	Diapositive 5
	Diapositive 6
	Diapositive 7
	Diapositive 8
	Diapositive 9
	Diapositive 10
	Diapositive 11
	Diapositive 12
	Diapositive 13
	Diapositive 14
	Diapositive 15
	Diapositive 16
	Diapositive 17
	Diapositive 18
	Diapositive 19
	Diapositive 20
	Diapositive 21
	Diapositive 22
	Diapositive 23

