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Plate 6a. Optimization of MgSO, concentration for the LAMP detection of B. oryzae
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Plate 6b. Optimization of betaine concentration for the LAMP detection of B. oryzae
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Plate 6¢ . Optimization of dNTPs concentration for the LAMP detection of B. oryzae
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Plate 6e. Optimization of HNB dye concentration for the LAMP detection of
B. oryzae
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Supplementary Fig. 1. Optimization of LAMP assay components. Bright sky blue colour represents positive reaction while the violet colour indicates the negative reaction. Total DNA isolated from fungi was used as the template. Upper panel in the figure shows agarose gel electrophoresis results whereas lower panel shows reaction tubes for colorimetric detection. M- 100bp Ladder 
a. MgSO4 concentration Lane 1-6: 0mM, 2mM, 4mM, 6mM, 8mM, 10mM

b. Betaine concentration Lane 1-6: 0M, 0.6M, 0.8M, 1.0M, 1.2M and 1.4M. 
c.  dNTPs concentration Lane 1-5: 0 mM, 0.6 mM, 0.8 mM, 1.2 mM, 1.4 mM. 

d. Bst DNA Polymerase Lane 1-5: 0U, 2U, 4U, 6U, 8U
 e. HNB dyes Lane 1-6: 80 µM, 100 µM, 120 µM, 148 µM, 300 µM.
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Plate 7. Standardization of LAMP conditions for the detection of B. oryzae

Plate 7a. Optimization of reaction temperature for the LAMP detection of B. oryzae
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Plate 7b. Optimization of incubation time for the LAMP detection of B. oryzae
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Supplementary Fig. 2.  Optimization of LAMP conditions. Bright sky blue colour represents positive reaction while the violet colour indicates the negative reaction. Total DNA isolated from fungi was used as the template. Upper panel in the figure shows agarose gel electrophoresis results whereas lower panel shows reaction tubes for colorimetric detection. M- 100bp Ladder; a. Reaction temperature Lane 1-6: 56 °C, 60 °C, 65 °C, 69 °C, 70 °C, Nuclease free water (Control) 
b. Reaction time Lane 1-6: 10 min, 20 min, 30 min, 60 min, 90 min, 120 min.
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Supplementary Fig. 3. Validation of LAMP assay with B. oryzae infected field samples. Bright sky blue colour represents positive reaction while the violet colour indicates the negative reaction. Upper panel in the figure shows agarose gel electrophoresis results whereas lower panel shows reaction tubes for colorimetric detection. M- 100 bp Ladder; Lane 1-5: Coimbatore infected leaf sample 1-5; Lane 6: Coimbatore healthy leaf sample ; Lane 7-10: Coimbatore discolored seed sample 1-4; Lane11: Coimbatore healthy seed sample ; Lane 12-16: Villupuram infected leaf sample 1-5; Lane 17: Villupuram healthy leaf sample; Lane 18-21: Villupuram discolored seed sample 1-4; Lane 22: Villupuram healthy seed sample; Lane 23-27: Trichy infected leaf sample 1-5; Lane 28: Trichy healthy leaf sample; Lane 29-32: Trichy discolored seed sample 1-4; Lane 33: Trichy healthy seed sample; Lane 34: Nuclease free water (Negative Control).
Supplementary Table 1: Details of NCBI genbank accession number of B. oryzae isolates

	S. No.
	Isolate Name
	Accession Number
	Match with NCBI genbank Database
	E-value
	Percent Similarity score

	1. 
	Bo 1
	MZ995432
	KU499534.1
	0.0
	98.29 %

	2. 
	Bo 2
	OP378161
	LC388379.1
	0.0
	98.84 %

	3. 
	Bo 3
	OK017429
	KU499545.1
	0.0
	98.18 %

	4. 
	Bo 4
	OK017483
	KU499534.1
	0.0
	97.84 %

	5. 
	Bo 5
	OM919506
	MT4461151.1
	0.0
	97.83 %

	6. 
	Bo 6
	OK017482
	OM899930.1
	0.0
	99.48 %

	7. 
	Bo 7
	OK017481
	KU499535.1
	0.0
	98.83 %

	8. 
	Bo 8
	OK017485
	KU499543.1
	0.0
	99.16 %

	9. 
	Bo 9
	OM891546
	MN966678.1
	0.0
	86.99 %

	10. 
	Bo 10
	OM891647
	KU499543.1
	0.0
	96.34 %

	11. 
	Bo 11
	OP378501
	OM977033.1
	0.0
	98.53 %

	12. 
	Bo 12
	OP378502
	MT874331.1
	0.0
	98.43 %

	13. 
	Bo 13
	OP378550
	MT874329.1
	0.0
	98.26 %

	14. 
	Bo 14
	ON026060
	MT446115.1
	0.0
	96.73 %

	15. 
	Bo 15
	ON112231
	MN880261.1
	0.0
	99.49 %

	16. 
	Bo 16
	ON008223
	OL872283.1
	0.0
	99.66 %

	17. 
	Bo 17
	OP378565
	MH412649.1
	0.0
	97.28 %

	18. 
	Bo 18
	OP425396
	OP099845.1
	0.0
	98.22 %

	19. 
	Bo 19
	ON112281
	KU499534.1
	0.0
	100.00 %

	20. 
	Bo 20
	OP455941
	MW897749.1
	0.0
	95.52 %

	21. 
	Bo 21
	OP455942
	MT874334.1
	0.0
	93.90 %

	22. 
	Bo 22
	OP455943
	KU499544.1
	0.0
	95.87 %

	23. 
	Bo 23
	OP455944
	MT874327.1
	0.0
	95.11 %

	24. 
	Bo 24
	OP455945
	MT446115.1
	0.0
	95.75 %

	25. 
	Bo 25
	OP455946
	MT193424.1
	0.0
	98.04 %

	26. 
	Bo 26
	OP455947
	MN044617.1
	0.0
	95.62 %

	27. 
	Bo 27
	OP455948
	MN044615.1
	0.0
	95.44 %

	28. 
	Bo 28
	OP455949
	MH920540.1
	0.0
	91.92 %

	29. 
	Bo 29
	OP455950
	MN044614.1
	0.0
	92.93 %

	30. 
	Bo 30
	OP455951
	MH481656.1
	0.0
	97.75 %

	31. 
	Bo 31
	OP455952
	MN901494.1
	0.0
	97.85 %

	32. 
	Bo 32
	OP455953
	MH481660.1
	0.0
	94.96 %

	33. 
	Bo 33
	OP455954
	MT605002.1
	0.0
	93.22 %

	34. 
	Bo 34
	OP455955
	MH481661.1
	0.0
	96.46 %

	35. 
	Bo 35
	OP455956
	MT193424.1
	0.0
	95.00 %


Supplementary Table 2: Additional details of designed LAMP primers in this study.
	Primer name
	Molecular Weight
	Extinction Coefficient
	µg/OD at 260 nm
	Run Length (bp)
	Primer Dimer
	Secondary Structure
	Binding site
	Id 1

(%)

	BoG-F3
	5404.6
	164.1
	32.9
	3
	No 
	Weak
	878-895
	100

	BoG -B3
	5499.7
	173.2
	31.8
	2
	No 
	Moderate
	1086-1103
	100

	BoG -FIP 
	12082
	359.2
	33.6
	3
	No 
	Strong 
	914-961
	100

	BoG –BIP 
	12570.3
	387
	32.5
	3
	No 
	Moderate 
	998-1076
	100

	BoG -LF
	7475.9
	247.8
	30.2
	2
	No
	Very weak
	914-937
	100

	BoG -LB
	6679.4
	210.8
	31.7
	2
	No 
	None 
	1020-1041
	100


1 Percentage identity of primer sequence compared to B. oryzae genomes available in GenBank using BLAST.
