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Figure S6. Cloning strategy to construct the following recombination substrates: [3’Dp1-
Jp1.1; 3'DB1-JB1.4; 3’'DP1-JB2.4; 3'DP1-Ip2.5; 3'DE2-JB2.4; 3'DP2-Ip2.5; VP2-5'DPL;
VP2-5'DB2; VP2-Jp1.1; VP2-Ipl.4; VB2-Ip2.4; VB2-JB2.5; VP14-5’DP1; VB14-5'DP2;
VPB14-Jp1.1; VP14-Jp1.4; VP14-Ip2.4; VVP14-JB2.5; Jk1-VkL8; VP2-VkL8; VB14-VkL8;
Jk1-5°DB1; JKk1-5°’DB2; 3’DP1-VKLE; 3’DP1-12N; 3'DP1-12S; 3’DP2-VkL8; Jk1-JBL.1;
Jk1-3p1.4; Jk1-JB2.4; Jk1-JB2.5; 23S-JB1.1; 23S-JB1.4; 23S-JB2.4; 23S-JB2.5]. (A) The
genomic region from the 3’DB1 23RSS to the JB1.1 12RSS (including the three proximal
nucleotides from coding sequences) was amplified by PCR and subcloned into the pGEMT-
easy vector, thus generating the 3’'DB1-JB1.1 substrate. (B) All the substrates mentioned
above were derived from the 3’DP1-JB1.1 substrate, using PCR amplification and
oligonucleotide primers listed in Table S4. For example, using the 3’'DB1-JB1.1 substrate as a
template along with the V32 and 5’D1 primers, we produced the V2-5’Dp1 fragment. The
latter fragment was then subcloned into pPGEMT-easy to generate the VB2-5’DB1 substrate.
Hence, all the substrates possess the same backbone, except that they differ in their RSSs and

3 bp of flanking (coding) sequences.



