Primers and PCR protocols to prepare samples of amplified library for deep sequencing verification.
To assess the diversity of the barcoded library, a nested PCR was performed to selectively amplify the 8-nucleotide barcode associated with each MEFV variant. In the first amplification (PCR1), we used the following primer:
	MEFV Bar-code PCR1
	Fw : 5’-ACCCGCCTGCTAATAAAGGA-3’

	
	Rev: 5’ -ACTGTGCTGGATATCAACCACTTT-3’


Three independent PCR1 reactions were performed using 400 ng of DNA as template. PCR1 cycling conditions were: 98 °C for 30 s; 20 cycles of 98 °C for 5 s, 65 °C for 10 s, and 72 °C for 40 s; followed by a final extension at 72 °C for 5 min. 
The three PCR1 products (5 µL from each reaction) were pooled, and 5 µL of the pool was used as template for PCR2. Three PCR2 reactions were performed per condition under the same conditions as PCR1, except with 24 cycles instead of 20. In PCR2,fusion primers containing an Illumina partial sequence of P5 and P7 adapters combined with stagger regions of different length, necessary to maintain sequence diversity across the flow cell for subsequent sequencing were used :
	MEFV Bar-code PCR2 Fw 0 stagger
	5’-GTCTCGTGGGCTCGGAGATGTGTATAAGAGACAGCATCTTCGTGGACTACAGA-3’

	MEFV Bar-code PCR2 Fw 1nt stagger
	5’-GTCTCGTGGGCTCGGAGATGTGTATAAGAGACAGTCATCTTCGTGGACTACAGA-3’

	MEFV Bar-code PCR2 Fw 2nt stagger
	5’-GTCTCGTGGGCTCGGAGATGTGTATAAGAGACAGATCATCTTCGTGGACTACAGA-3’

	MEFV Bar-code PCR2 Fw 3nt stagger
	5’-GTCTCGTGGGCTCGGAGATGTGTATAAGAGACAGCTACATCTTCGTGGACTACAGA-3’

	MEFV Bar-code PCR2 Fw 4nt stagger
	5’-GTCTCGTGGGCTCGGAGATGTGTATAAGAGACAGGCTACATCTTCGTGGACTACAGA-3’

	MEFV Bar-code PCR2 Fw 5nt stagger
	5’-GTCTCGTGGGCTCGGAGATGTGTATAAGAGACAGAGCTACATCTTCGTGGACTACAGA-3’

	MEFV Bar-code PCR2 Rev 0nt stagger
	5’-TCGTCGGCAGCGTCAGATGTGTATAAGAGACAGAAGCTGGGTCTAGATATCTC-3’

	MEFV Bar-code PCR2 Rev 2nt stagger
	5’-TCGTCGGCAGCGTCAGATGTGTATAAGAGACAGCTAAGCTGGGTCTAGATATCTC-3’

	MEFV Bar-code PCR2 Rev 4nt stagger
	5’-TCGTCGGCAGCGTCAGATGTGTATAAGAGACAGCAGTAAGCTGGGTCTAGATATCTC

	MEFV Bar-code PCR2 Rev 6nt stagger
	5’-TCGTCGGCAGCGTCAGATGTGTATAAGAGACAGTCATGTAAGCTGGGTCTAGATATCTC-3’

	MEFV Bar-code PCR2 Rev 7nt stagger
	5’-TCGTCGGCAGCGTCAGATGTGTATAAGAGACAGTCCACGTAAGCTGGGTCTAGATATCTC-3’

	MEFV Bar-code PCR2 Rev 8nt stagger
	5’-TCGTCGGCAGCGTCAGATGTGTATAAGAGACAGATCGCATCAAGCTGGGTCTAGATATCTC-3’

	MEFV Bar-code PCR2 Rev 9nt stagger
	5’-TCGTCGGCAGCGTCAGATGTGTATAAGAGACAGATACTCCACAAGCTGGGTCTAGATATCTC-3’

	MEFV Bar-code PCR2 Rev 11nt stagger
	5’-TCGTCGGCAGCGTCAGATGTGTATAAGAGACAGCGTTATCTCTCAAGCTGGGTCTAGATATCTC-3’



PCR products were purified using the NucleoSpin Gel and PCR Clean-up kit (Macherey Nagel) and sequenced by next-generation sequencing (NGS) to quantify barcode representation and assess library diversity.





