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Table 1- sequences of primers used in this study
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Sequence Prlme_r number in sequence - JSM
figure 1 Primer number
in figure 1

CCGCTGTTGAGATCCAGTTC 13 GGCGGCGAGAGGATCGAGAC 1
Reverse Forward

CACCCAACTGATCTTCAGCA 14 ACCCCCTTCAACTTCAGCAAC P
Reverse Forward

GAAGAGAGAGGTGGATTTGG 15 GCAACGAGGTGTACATCGAC 3
Reverse Forward

CCTATCCACTCTGCTATGTGTTC 16 AAACCAGCAACTCACTGCAC 4
Reverse Reverse

GTTCTTGCAGTTGATCTATTCCAG 17 TGGTTCCTGATCGATGACTG 5
Reverse Reverse

GGTCTGTTTGTTCTGTTTTCCTG 18 GCCTTCCTGTTTTTGCTCAC 6
Reverse Forward

GTTTACAGTGGATAACTCACAACAG 19 GCTTTTTTGCACAACATGGGGG 7
Reverse Forward

CTCACAACAGTTTGAACTAAACGAC 20 TGAATGAAGCCATACCAAACGAC 8
Reverse Forward

(A/TI CIG)TCGA(CIG)T(AIT)T(CIG)G(AIT)GTT _ CAATTAATAGACTGGATGGAGGC 9
AD1 Forward

(A/TICIG)GTCGA(CIG)(AIT)GA(AITICIG)A(AIT)GAA _ GATAAATCTGGAGCCGGTGAG 10
AD2 Forward

(AIT)GTG(AITICIG)AG(AIT)A(AITICIG)CA(A/TICIG)GA _ ATGGTAAGCCCTCCCGTATC 11
AD3 Forward

ATACGGGAGGGCTTACCATC 12
Reverse
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Figure 1- relative position of primers used in this study on plasmid pCiB4421
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transgenic plant, (P) pCIB4421 plasmid, (N) non-transgenic plant, (M) ladder mix (Fermentas). Numbers. in parentheses
indicate the primer combinations. primers are numbered according to Figure 1.
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Figure 5- The results of Splinkerette-PCR. (T) transgenic plant, (P) pCIB4421 plasmid, (N) non transgenic plant, (M) ladder
mix (Fermentas), Numbers. in parentheses indicate primers used in PCR. (AP) adaptor specific primer, numbers (3, 11, 14 and

20) are gene specific primers (numbering. according to figure 1).
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Figure 6- Schematic of the structure of 3" and 5" flanking sequences of crylAb locus. (A) Linear map of pCIB4421 plasmid,
the violet color indicates region between ampR and PEPC, arrows represent primers (numbering. according to figure 1). (B)
Structure of crylAb locus includes intact copy and its flanking regions. (C) 5°flanking sequence, this section is isolated by
splinkerette PCR; parts which are similar to plasmid are shown with same colors. The gray boxes indicated unknown
sequence. 80 nucleotides fragment is a part of pChitIHygll plasmid. Arrows inside the boxes indicate orientation of transgene

insertion. Numbers below each box indicate the numbers of nucleotides that fragment. (D) 3"flanking sequence, this section is
isolated by TAIL-PCR, the blue color represents genomic DNA of rice, and other marks are similar to figure c.
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flanking sequences of crylAb cassette, (I1) amplification of 5° flanking sequences of crylAb cassette.
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