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				PRIMER		SEQUENCE (5' to 3')		METHOD		Template		PCR Condition

				AmNLG1 Forward		gaattcATGTCGAGGATGCTGCGACTGGA		RT-PCR		pupal brain cDNA		57°C annealing temp

				AmNLG1 Reverse		gaattcCTACCTGTGCACTATCTCCTGTTGTA		RT-PCR		"		"

				AmNLG2 Forward		GCCATACAGCGTGATCCGTTAA		RT-PCR		3 day brain cDNA		53°C annealing temp

				AmNLG2 Reverse		gaattcTCAGACGGAAATCTCCTGTATCTGAA		RT-PCR		"		"

				AmNLG3 Forward		gaattcATGACGTCGTCGATCCTGGCGCTG		RT-PCR
alternative splicing
in situ probe construct		newly emerged brain cDNA		57°C annealing temp

				AmNLG3 Reverse		gaattcTCAAACCCTCAACTCGTCCATCAC		RT-PCR
alternative splicing
in situ probe construct		"		"

				AmNLG4 Forward		gaattcATGGAACTCTTCCTGATTCTCGTC		RT-PCR		pupal brain cDNA		56°C annealing temp

				AmNLG4 Reverse		gaattcCGAGCCTCGTTTTGTCCCTTTGA		RT-PCR		"		"

				AmNLG5 Forward		gaattcATGCCCTTGCCATGCCA		RT-PCR		pupal brain cDNA		56°C annealing temp

				AmNLG5 Reverse		gaattcCTATACGGATATTTCTTGTATTTGCA		RT-PCR		"		"

				AmNrxI Forward		gaattcATGCATCCCTCTGTCGGAAACGTG		RT-PCR
alternative splicing
in situ probe construct		pupal / 3day brain cDNA		50°C/57°C annealing temp

				AmNrxI_A Reverse		gaattcCTACACATACCACTCTTTGATA		RT-PCR
alternative splicing		pupal brain cDNA		50°C annealing temp

				AmNrxI_B Reverse		gaattcCTAGCAAACACCAGTCTTAACCAG		RT-PCR
alternative splicing		3 day brain cDNA		57°C annealing temp

				AmNrxI_Exon7 Reverse		GCCTACAGCCACCCCTCCATCTCTTA		in situ probe construct		AmNrxI_pGEMT construct

										qRTPCR Amplicon		qRTPCR Primer Positions

				AmRPL8.F		TGGATGTTCAACAGGGTTCATA (Collins et al. 2004)		qRTPCR		122bp

				AmRPL8.R		CTGGTGGTGGACGTATTGATAA  (Collins et al. 2004)		qRTPCR		"

				AmNLG1_qRT_F		CCCAATCGTTGGAGGAAGAA		qRTPCR		66bp		exon 12

				AmNLG1_qRT_R		GCATAGCGATTACGGAAGAACTC		qRTPCR		"		"

				AmNLG2_qRT_F		GGTGTTCCTCCTCGTGCTCAA		qRTPCR		68bp		exon 8

				AmNLG2_qRT_R		ACGAGTTCCTGTCCCTCTGGTA		qRTPCR		"		"

				AmNLG3_qRT_F		CATAGAGCTCAAGTCGAAACTGAA		qRTPCR		124bp		exon 9-10

				AmNLG3_qRT_R		GAGAAGATGATGCGATCTAGGAA3’		qRTPCR		"		"

				AmNLG4_qRT_F		CTTCCTGATTCTCGTCTGTCTGA		qRTPCR		71bp		exon 1

				AmNLG4_qRT_R		GTGGATTCAGCTTGCTCTTGA		qRTPCR		"		"

				AmNLG5_qRT_F		GGTTGTATTCTGTTGGTGCTCAATA		qRTPCR		67bp		exon 9

				AmNLG5_qRT_R		TGTCTCGATCCCTCTGATAGTAAA		qRTPCR		"		"

				AmNrxI_qRT_F		TCGAGTTCAAGACCGAGCA		qRTPCR		81bp		exon 1

				AmNrxI_qRT_R		GCTTCGCCTCGAAGAAGTC		qRTPCR		"		"

				3'RACE Adapter		GCGAGCACAGAATTAATACGACTCACTATAGGTTTTTTTTTTTTvn		3'RACE

				3'RACE Outer Primer		GCGAGCACAGAATTAATACGACT		3'RACE

				3'RACE Inner Primer		GAATTAATACGACTCACTATAGG		3'RACE

				AmNrx1ex28_5'_2		AATCTTATGATGAACGCACGAA		3'RACE

				AmNrx1ex28_5'_3		GTTAAGACTGGTGTTTGCTA		3'RACE

				SYT-F		CTTCAGATCCGTACGTGAAGG		3'RACE

				SYT-R		CACCGATCTGATCGTTTGG		3'RACE
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		Annealing
temperature		57°C		"		53°C		"		57°C		"		56°C		"		56°C		"		50°C/57°C		50°C		57°C						qRTPCR Primer Positions						exon 12		"		exon 8		"		exon 9-10		"		exon 1		"		exon 9		"		exon 1		"

		Template		pupal brain cDNA		"		3 day brain cDNA		"		newly emerged brain cDNA		"		pupal brain cDNA		"		pupal brain cDNA		"		pupal / 3day brain cDNA		pupal brain cDNA		3 day brain cDNA		AmNrxI_pGEMT construct				qRTPCR Amplicon		122bp		"		66bp		"		68bp		"		124bp		"		71bp		"		67bp		"		81bp		"

		Method		RT-PCR		RT-PCR		RT-PCR		RT-PCR		RT-PCR
alternative splicing
in situ probe construct		RT-PCR
alternative splicing
in situ probe construct		RT-PCR		RT-PCR		RT-PCR		RT-PCR		RT-PCR
alternative splicing
in situ probe construct		RT-PCR
alternative splicing		RT-PCR
alternative splicing		in situ probe construct				Method		qRTPCR		qRTPCR		qRTPCR		qRTPCR		qRTPCR		qRTPCR		qRTPCR		qRTPCR		qRTPCR		qRTPCR		qRTPCR		qRTPCR		qRTPCR		qRTPCR		3'RACE		3'RACE		3'RACE		3'RACE		3'RACE		3'RACE		3'RACE

		Sequence (5' to 3')		gaattcATGTCGAGGATGCTGCGACTGGA		gaattcCTACCTGTGCACTATCTCCTGTTGTA		GCCATACAGCGTGATCCGTTAA		gaattcTCAGACGGAAATCTCCTGTATCTGAA		gaattcATGACGTCGTCGATCCTGGCGCTG		gaattcTCAAACCCTCAACTCGTCCATCAC		gaattcATGGAACTCTTCCTGATTCTCGTC		gaattcCGAGCCTCGTTTTGTCCCTTTGA		gaattcATGCCCTTGCCATGCCA		gaattcCTATACGGATATTTCTTGTATTTGCA		gaattcATGCATCCCTCTGTCGGAAACGTG		gaattcCTACACATACCACTCTTTGATA		gaattcCTAGCAAACACCAGTCTTAACCAG		GCCTACAGCCACCCCTCCATCTCTTA				Sequence (5' to 3')		TGGATGTTCAACAGGGTTCATA (Collins et al. 2004)		CTGGTGGTGGACGTATTGATAA  (Collins et al. 2004)		CCCAATCGTTGGAGGAAGAA		GCATAGCGATTACGGAAGAACTC		GGTGTTCCTCCTCGTGCTCAA		ACGAGTTCCTGTCCCTCTGGTA		CATAGAGCTCAAGTCGAAACTGAA		GAGAAGATGATGCGATCTAGGAA3’		CTTCCTGATTCTCGTCTGTCTGA		GTGGATTCAGCTTGCTCTTGA		GGTTGTATTCTGTTGGTGCTCAATA		TGTCTCGATCCCTCTGATAGTAAA		TCGAGTTCAAGACCGAGCA		GCTTCGCCTCGAAGAAGTC		GCGAGCACAGAATTAATACGACTCACTATAGGTTTTTTTTTTTTvn		GCGAGCACAGAATTAATACGACT		GAATTAATACGACTCACTATAGG		AATCTTATGATGAACGCACGAA		GTTAAGACTGGTGTTTGCTA		CTTCAGATCCGTACGTGAAGG		CACCGATCTGATCGTTTGG

		Primer		AmNLG1 Forward		AmNLG1 Reverse		AmNLG2 Forward		AmNLG2 Reverse		AmNLG3 Forward		AmNLG3 Reverse		AmNLG4 Forward		AmNLG4 Reverse		AmNLG5 Forward		AmNLG5 Reverse		AmNrxI Forward		AmNrxI_A Reverse		AmNrxI_B Reverse		AmNrxI_Exon7 Reverse				Primer		AmRPL8.F		AmRPL8.R		AmNLG1_qRT_F		AmNLG1_qRT_R		AmNLG2_qRT_F		AmNLG2_qRT_R		AmNLG3_qRT_F		AmNLG3_qRT_R		AmNLG4_qRT_F		AmNLG4_qRT_R		AmNLG5_qRT_F		AmNLG5_qRT_R		AmNrxI_qRT_F		AmNrxI_qRT_R		3'RACE Adapter		3'RACE Outer Primer		3'RACE Inner Primer		AmNrx1ex28_5'_2		AmNrx1ex28_5'_3		SYT-F		SYT-R
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		qRTPCR Primer Positions						exon 12		"		exon 8		"		exon 9-10		"		exon 1		"		exon 9		"		exon 1		"		N/A		N/A		N/A		N/A		N/A		N/A		N/A

		qRTPCR Amplicon		122bp		"		66bp		"		68bp		"		124bp		"		71bp		"		67bp		"		81bp		"		N/A		N/A		N/A		N/A		N/A		N/A		N/A

		Method		qRTPCR		qRTPCR		qRTPCR		qRTPCR		qRTPCR		qRTPCR		qRTPCR		qRTPCR		qRTPCR		qRTPCR		qRTPCR		qRTPCR		qRTPCR		qRTPCR		3'RACE		3'RACE		3'RACE		3'RACE		3'RACE		3'RACE		3'RACE

		Sequence (5' to 3')		TGGATGTTCAACAGGGTTCATA (Collins et al. 2004)		CTGGTGGTGGACGTATTGATAA  (Collins et al. 2004)		CCCAATCGTTGGAGGAAGAA		GCATAGCGATTACGGAAGAACTC		GGTGTTCCTCCTCGTGCTCAA		ACGAGTTCCTGTCCCTCTGGTA		CATAGAGCTCAAGTCGAAACTGAA		GAGAAGATGATGCGATCTAGGAA3’		CTTCCTGATTCTCGTCTGTCTGA		GTGGATTCAGCTTGCTCTTGA		GGTTGTATTCTGTTGGTGCTCAATA		TGTCTCGATCCCTCTGATAGTAAA		TCGAGTTCAAGACCGAGCA		GCTTCGCCTCGAAGAAGTC		GCGAGCACAGAATTAATACGACTCACTATAGGTTTTTTTTTTTT		GCGAGCACAGAATTAATACGACT		GAATTAATACGACTCACTATAGG		AATCTTATGATGAACGCACGAA		GTTAAGACTGGTGTTTGCTA		CTTCAGATCCGTACGTGAAGG		CACCGATCTGATCGTTTGG

		Primer		AmRPL8.F		AmRPL8.R		AmNLG1_qRT_F		AmNLG1_qRT_R		AmNLG2_qRT_F		AmNLG2_qRT_R		AmNLG3_qRT_F		AmNLG3_qRT_R		AmNLG4_qRT_F		AmNLG4_qRT_R		AmNLG5_qRT_F		AmNLG5_qRT_R		AmNrxI_qRT_F		AmNrxI_qRT_R		3'RACE Adapter		3'RACE Outer Primer		3'RACE Inner Primer		AmNrx1ex28_5'_2		AmNrx1ex28_5'_3		SYT-F		SYT-R
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				PRIMER		SEQUENCE (5' to 3')		METHOD		Template		PCR Condition

				AmNLG1 Forward		gaattcATGTCGAGGATGCTGCGACTGGA		RT-PCR		pupal brain cDNA		57°C annealing temp

				AmNLG1 Reverse		gaattcCTACCTGTGCACTATCTCCTGTTGTA		RT-PCR		"		"

				AmNLG2 Forward		GCCATACAGCGTGATCCGTTAA		RT-PCR		3 day brain cDNA		53°C annealing temp

				AmNLG2 Reverse		gaattcTCAGACGGAAATCTCCTGTATCTGAA		RT-PCR		"		"

				AmNLG3 Forward		gaattcATGACGTCGTCGATCCTGGCGCTG		RT-PCR
alternative splicing
in situ probe construct		newly emerged brain cDNA		57°C annealing temp

				AmNLG3 Reverse		gaattcTCAAACCCTCAACTCGTCCATCAC		RT-PCR
alternative splicing
in situ probe construct		"		"

				AmNLG4 Forward		gaattcATGGAACTCTTCCTGATTCTCGTC		RT-PCR		pupal brain cDNA		56°C annealing temp

				AmNLG4 Reverse		gaattcCGAGCCTCGTTTTGTCCCTTTGA		RT-PCR		"		"

				AmNLG5 Forward		gaattcATGCCCTTGCCATGCCA		RT-PCR		pupal brain cDNA		56°C annealing temp

				AmNLG5 Reverse		gaattcCTATACGGATATTTCTTGTATTTGCA		RT-PCR		"		"

				AmNrxI Forward		gaattcATGCATCCCTCTGTCGGAAACGTG		RT-PCR
alternative splicing
in situ probe construct		pupal / 3day brain cDNA		50°C/57°C annealing temp

				AmNrxI_A Reverse		gaattcCTACACATACCACTCTTTGATA		RT-PCR
alternative splicing		pupal brain cDNA		50°C annealing temp

				AmNrxI_B Reverse		gaattcCTAGCAAACACCAGTCTTAACCAG		RT-PCR
alternative splicing		3 day brain cDNA		57°C annealing temp

				AmNrxI_Exon7 Reverse		GCCTACAGCCACCCCTCCATCTCTTA		in situ probe construct		AmNrxI_pGEMT construct

										qRTPCR Amplicon		qRTPCR Primer Positions

				AmRPL8.F		TGGATGTTCAACAGGGTTCATA (Collins et al. 2004)		qRTPCR		122bp

				AmRPL8.R		CTGGTGGTGGACGTATTGATAA  (Collins et al. 2004)		qRTPCR		"

				AmNLG1_qRT_F		CCCAATCGTTGGAGGAAGAA		qRTPCR		66bp		exon 12

				AmNLG1_qRT_R		GCATAGCGATTACGGAAGAACTC		qRTPCR		"		"

				AmNLG2_qRT_F		GGTGTTCCTCCTCGTGCTCAA		qRTPCR		68bp		exon 8

				AmNLG2_qRT_R		ACGAGTTCCTGTCCCTCTGGTA		qRTPCR		"		"

				AmNLG3_qRT_F		CATAGAGCTCAAGTCGAAACTGAA		qRTPCR		124bp		exon 9-10

				AmNLG3_qRT_R		GAGAAGATGATGCGATCTAGGAA3’		qRTPCR		"		"

				AmNLG4_qRT_F		CTTCCTGATTCTCGTCTGTCTGA		qRTPCR		71bp		exon 1

				AmNLG4_qRT_R		GTGGATTCAGCTTGCTCTTGA		qRTPCR		"		"

				AmNLG5_qRT_F		GGTTGTATTCTGTTGGTGCTCAATA		qRTPCR		67bp		exon 9

				AmNLG5_qRT_R		TGTCTCGATCCCTCTGATAGTAAA		qRTPCR		"		"

				AmNrxI_qRT_F		TCGAGTTCAAGACCGAGCA		qRTPCR		81bp		exon 1

				AmNrxI_qRT_R		GCTTCGCCTCGAAGAAGTC		qRTPCR		"		"

				3'RACE Adapter		GCGAGCACAGAATTAATACGACTCACTATAGGTTTTTTTTTTTTvn		3'RACE

				3'RACE Outer Primer		GCGAGCACAGAATTAATACGACT		3'RACE

				3'RACE Inner Primer		GAATTAATACGACTCACTATAGG		3'RACE

				AmNrx1ex28_5'_2		AATCTTATGATGAACGCACGAA		3'RACE

				AmNrx1ex28_5'_3		GTTAAGACTGGTGTTTGCTA		3'RACE

				SYT-F		CTTCAGATCCGTACGTGAAGG		3'RACE

				SYT-R		CACCGATCTGATCGTTTGG		3'RACE
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		Annealing
temperature		57°C		"		53°C		"		57°C		"		56°C		"		56°C		"		50°C/57°C		50°C		57°C						qRTPCR Primer Positions						exon 12		"		exon 8		"		exon 9-10		"		exon 1		"		exon 9		"		exon 1		"

		Template		pupal brain cDNA		"		3 day brain cDNA		"		newly emerged brain cDNA		"		pupal brain cDNA		"		pupal brain cDNA		"		pupal / 3day brain cDNA		pupal brain cDNA		3 day brain cDNA		AmNrxI_pGEMT construct				qRTPCR Amplicon		122bp		"		66bp		"		68bp		"		124bp		"		71bp		"		67bp		"		81bp		"

		Method		RT-PCR		RT-PCR		RT-PCR		RT-PCR		RT-PCR
alternative splicing
in situ probe construct		RT-PCR
alternative splicing
in situ probe construct		RT-PCR		RT-PCR		RT-PCR		RT-PCR		RT-PCR
alternative splicing
in situ probe construct		RT-PCR
alternative splicing		RT-PCR
alternative splicing		in situ probe construct				METHOD		qRTPCR		qRTPCR		qRTPCR		qRTPCR		qRTPCR		qRTPCR		qRTPCR		qRTPCR		qRTPCR		qRTPCR		qRTPCR		qRTPCR		qRTPCR		qRTPCR		3'RACE		3'RACE		3'RACE		3'RACE		3'RACE		3'RACE		3'RACE

		Sequence (5' to 3')		gaattcATGTCGAGGATGCTGCGACTGGA		gaattcCTACCTGTGCACTATCTCCTGTTGTA		GCCATACAGCGTGATCCGTTAA		gaattcTCAGACGGAAATCTCCTGTATCTGAA		gaattcATGACGTCGTCGATCCTGGCGCTG		gaattcTCAAACCCTCAACTCGTCCATCAC		gaattcATGGAACTCTTCCTGATTCTCGTC		gaattcCGAGCCTCGTTTTGTCCCTTTGA		gaattcATGCCCTTGCCATGCCA		gaattcCTATACGGATATTTCTTGTATTTGCA		gaattcATGCATCCCTCTGTCGGAAACGTG		gaattcCTACACATACCACTCTTTGATA		gaattcCTAGCAAACACCAGTCTTAACCAG		GCCTACAGCCACCCCTCCATCTCTTA				SEQUENCE (5' to 3')		TGGATGTTCAACAGGGTTCATA (Collins et al. 2004)		CTGGTGGTGGACGTATTGATAA  (Collins et al. 2004)		CCCAATCGTTGGAGGAAGAA		GCATAGCGATTACGGAAGAACTC		GGTGTTCCTCCTCGTGCTCAA		ACGAGTTCCTGTCCCTCTGGTA		CATAGAGCTCAAGTCGAAACTGAA		GAGAAGATGATGCGATCTAGGAA3’		CTTCCTGATTCTCGTCTGTCTGA		GTGGATTCAGCTTGCTCTTGA		GGTTGTATTCTGTTGGTGCTCAATA		TGTCTCGATCCCTCTGATAGTAAA		TCGAGTTCAAGACCGAGCA		GCTTCGCCTCGAAGAAGTC		GCGAGCACAGAATTAATACGACTCACTATAGGTTTTTTTTTTTTvn		GCGAGCACAGAATTAATACGACT		GAATTAATACGACTCACTATAGG		AATCTTATGATGAACGCACGAA		GTTAAGACTGGTGTTTGCTA		CTTCAGATCCGTACGTGAAGG		CACCGATCTGATCGTTTGG

		Primer		AmNLG1 Forward		AmNLG1 Reverse		AmNLG2 Forward		AmNLG2 Reverse		AmNLG3 Forward		AmNLG3 Reverse		AmNLG4 Forward		AmNLG4 Reverse		AmNLG5 Forward		AmNLG5 Reverse		AmNrxI Forward		AmNrxI_A Reverse		AmNrxI_B Reverse		AmNrxI_Exon7 Reverse				PRIMER		AmRPL8.F		AmRPL8.R		AmNLG1_qRT_F		AmNLG1_qRT_R		AmNLG2_qRT_F		AmNLG2_qRT_R		AmNLG3_qRT_F		AmNLG3_qRT_R		AmNLG4_qRT_F		AmNLG4_qRT_R		AmNLG5_qRT_F		AmNLG5_qRT_R		AmNrxI_qRT_F		AmNrxI_qRT_R		3'RACE Adapter		3'RACE Outer Primer		3'RACE Inner Primer		AmNrx1ex28_5'_2		AmNrx1ex28_5'_3		SYT-F		SYT-R
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