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(DRAFT ANNEX to ISPM 27:2006 -
Tilletia indica Mitra (2004-014) &Y i #%)

Criginal sample 1 kg of grain (Triticum aestivum, Triticum durum and Triticum aestivum x Secale cereale) I

JL

I Examine sample for bunted seeds I

(section3.1)
No Bunted seed Yes
Wash test for turberculate Tilletia teliospores on S0g sub Morphological identification of
samples (section 3.2) teliospores (section 4.1)

Suspect
teliospores
detected

Sample declared healthy

Resample by

preparing
new sub- Number
samples teliospores
from original detected
1kg
(section 3.1)

Identification of

210 species based on
Isolate and germinate suspect teliospores
to produce cultures for molecular B) Do (A) ’é‘d‘:‘eé‘ either  (A) morphology of
confirmation tests (section 4.2.1) (8) or ( (;::;:osmn def)

RFLPPCR (section4.3.1), PCR using

species-specific pnmers (section 4.3.2)
PCR species-specific primers TagMan Removal of individual teliospores for
System (section 4.3.3) PCR (section 4 2 2) and then direct
I-4 PCR on individual teliospores
(section4 3.4)
[ idgentification of species based on morphology of teliospores and on molecular tests }

Figure 3. Flow diagram showing the process to be used for the detection and identification of Tilletia indica in grain

samples.
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