Annealing Linge
Linge | Temp Q5 Produkt

Nr. Name Sequenz 5'->3' [bp] [°C] [bp] Template
01_fw | pBAD_fw_FS_1 tgcGGTCTCaGGAGacattgattatttgcacggegt 36

tcaGGTCTCtCATGTAGTATTTCTCCTCTTTCTCTAGAgctagcccaaaaa
01_rev | pBAD_rv +RBS+FS_2 aacggtatg 60 65 182 iGEM_Bba_113453
02_fw | RT_fw_FS2_Bpil atcGAAGACtaCATGctaaatatagaagatgagcatcggcta 42

ttGAAGACtgAATTETTTCTCCTCTTTCTCTAGAtgaCTACTAGTGATG gBlock_MMLV_P80RT_G
02_rev | RT_rev_RBS_FS_C_Bpil GTGATGGTGAT 60 64 2089 G

tcaGAAGACtcAATTgaATGAGTCAATTTGATATATTATGTAAAACAC
03_fw | FLPe_fw_FS_C_Bpil C 49
03_rev | FLPe_rev_FS_3_Bpil acaGAAGACgtAAGCCTATTATATGCGTCTATTTATGTAGGATGAa 46 62 1307 gBlock_FLPe_GG
04_fw | RepAl01ts_fw_FS_23 Bsal tcgGGTCTCtCATGTCTGAATTAGTTGTTTTCAAAGC 37
04 _rev | RepAl101ts_rev_FS_3_Bsal tgaGGTCTCtAAGCTCAGATCCTTCCGTATTTAGC 35 62 976 pSIM5 (2. Stock)

AmpR_Intron_Fw_ohne_FRT_FS_2_
05_fw | Bsal tgaGGTCTCaCATGAGTATTCAACATTTCCGTGTCG 36
AmpR_Intron_rev_ohne_FRT_FS_3_
05_rev | Bsal tcaGGTCTCtAAGCTCATTACCAATGCTTAATCAGTGAG 39 64 1302 gBlock_AmpR_Intron
06_fw | KanR_CripsR_fw_FS_B_Bsal tagGGTCTCaCCGGGTCATAGCTGTTTCCTGAGGCTCAAT 40
012_BB1_L_34_syn_Bsal_

06_rev | KanR_CrispR_rev_Fs_E_Bsal atcGGTCTCaGGAGAGCCTATGGAAAAACGCCAGCA 36 70 1117 3
07_fw | AmpR_Intron_Fw_FRT_FS_2 Bsal acaGGTCTCaCATGGAAGTTCCTATTCcGAAGTTCC 36 64 1398 gBlock_AmpR_Intron




07_rev | AmpR_Intron_rev_FRT_FS_3_Bsal tctGGTCTCaAAGCGAAGTTCCTATACtatttgaaGAATA 40
08_fw | Cas9_fw_FS_2 Bsal tagGGTCTCcCATGGACAAGAAGTACTCCATTGGGC 36

MST1220_BB2_BC_p109_
08_rev | Cas9_rev_FS_3_Bsal tcgGGTCTCtAAGCCTATCAGTCTCCACCGAGCTGAGAGAG 41 70 4135 Cas9
09_fw | AmpR_Intron_Fw_FRT_FS_2_Bsal acaGGTCTCaCATGGAAGTTCCTATTCcGAAGTTCC 36
09_rev | AmpR_CDSI_rev_customFS_Bsal acgggtctcacttactgtcatgcecatccgtaaga 34 66 422 gBlock_AmpR_Intron
10_fw | AmpR_CDSII_fw_customFS_Bsal gacggtctcataAGAGAGTTATGCAGTGCTGC 32
10_rev | AmpR_Intron_rev_FRT_FS_3_Bsal tctGGTCTCaAAGCGAAGTTCCTATACtatttgaaGAATA 40 64 587 gBlock_AmpR_Intron
11_fw |LacZ_CrispRtarget_fw tcaGAAGACgctagectgagegceatttttacgcgcGTTTatGTCTTCtta 50 . .

Primer dimer 100°C
11_rev | LacZ_CrispRtarget_rev taaGAAGACatAAACgcgcgtaaaaatgegctcaggctagcGTCTTCtga 50 72 50 langsam abkiihlen
12_fw |IS_6_CrispRtarget_fw ctaGAAGACtaTAGCcttgacttgcttcactgtagGTTTacGTCTTCata 50 . .

Primer dimer 100°C
12 _rev | IS_6_CrispRtarget_rev tatGAAGACgtAAACctacagtgaagcaagtcaagGCTAtaGTCTTCtag 50 72 50 | langsam abkihlen
13_fw | AmpR_Intron_Fw_FRT_FS_2_Bsal acaGGTCTCaCATGGAAGTTCCTATTCcGAAGTTCC 36 68 369 | BB3_04

AmpR_frameshift_rev_customFS_Bs
13 _rev | al gagggtctctccAGTCATTCTGAGAATAGTGTatgeggce 39
AmpR_frameshift_fw_customFS_Bsa
14 fw |1 ctcggtctcact GGTTGAGTACTCACCAGTCA 32 64 639 | BB3_04
14 rev | AmpR_Intron_rev_FRT_FS_3_Bsal tctGGTCTCaAAGCGAAGTTCCTATACtatttgaaGAATA 40




GFP BB1 (1. Stock, Dioli-

15_fw | Fw_GFP+PBS1_FS2_ Bsal gtaGGTCTCaCATGAGCAAAGGCGAAGAAC 30 763 | plasmid)
atgGGTCTCtAAGCCCTCTCCATCCACAACCTACCTTATTTATACAGTT
15_rev | Rv_GFP+PBS1_FS3_Bsal CATCCATGCCA 60 62
CompRev_AmpR_Intron_fw_FS_3 B
16_fw |sal ctcggtctctaagcATTTCCGTGTCGCCCTTATT 34 66 1284
CompRev_AmpR_Intron_rev_FS_2_B
16_rev | sal gagggtctcacatgAATGCTTAATCAGTGAGgcac 35 gBlock_AmpR_Intron
199nt Fragment ist bei
PCR, dabei: muss mit Gel
17 _fw |J23101-1_+RBS+FRT1_FS12_fw taGAAGACGCGGAGttta 18 56 115 | aufgetrennt werden
ATGAAGACTGagaGAATAGGAACTTCgGAATAGGAACTTCgtagtattt
17_rev [J23101-1_+RBS+FRT1_FS12_rev ctectetttct 60
ATGAAGACTTCtctagaaaGTATAGGAACTTCATGAGCAAAGGCGAA
18 fw | FRT2_GFP_FS23_fw GAACTGTTTAC 58 69 763
18_rev | FRT2_GFP_FS23_rev ATGAAGACGCAAGCTTATTTATACAGTTCATCC 33
wieder 199nt Stérprodukt
19 _fw [J23101-1_+RBS+RNDM1_FS12_fw ATGAAGACGCGGAGttta 18 61 111 | bei PCR ---> GEL
agGAAGACGCCCTAGGTCGTGAAACATTTCGTCCATGtagtatttctect
19_rev [J23101-1_+RBS+RNDM1_FS12_rev ctttctctag 60
ctGAAGACGCTAGGATAAGGTCGCCCTACAAAATAGATGAGCAAAG
20_fw | RNDM2_GFP_FS23_fw GCGAAGAACTGTTT 60 67 767
20_rev | RNDM2_GFP_FS23_rev ATGAAGACGCAAGCTTATTTATACAGTTCAT 31




21 fw | Fw_GFP_kassette_FS1_Bpil tgaGAAGACatGGAGtttacagctagctcag 31 828 | GFP+PBS1 in BB2_AB
tgaGAAGACggTAGGAACTTCgGAATAGGAACTTCTTATTTATACAGT
21_rev | Rv_GFP_FRT1.H_Bpil TCATCCATGCCA 60 62
catGAAGACtaCCTATTCtctagaaaGtATAGGAACTTCGGTAGGTTGT
22_fw | Fw_PBS+FRT2.H_Bpil GGATGGAGAG 59 65 114 | GFP+PBS1in BB2_AB
22_rev | Rv_GFP_kassette_FS4_Bpil tcaGAAGACggAGCGaaaaaaaaacccc 28
23 fw | Leu2_CripsR_H1 fw_smal_FS_1_Bpil | tcaGAAGACtcGGAGCCCgggtggtatgttggaataaaaatcaac 45 66 842 | gDNA Hefe
Leu2_crispR_H1_rev_PAM_mut_FS_
23 rev | 4_Bpil tgaGAAGACtaAGCGccatatattggaaaaaacaataggtccttaaataatattgtc 57
24 fw | Leu2_crispR_H2_fw_FS_1 Bpil tacGAAGACtaGGAGcgaagaagttaagaaaatccttgcttaaaaag 47 64 609 | gDNA Hefe
Leu2_crispR_H2_rev_smal_FS_4 Bpi
24 rev || tgaGAAGACtaAGCGCCCgggtaaggatgatgcattagc 39
25 fw |fw_Ura3_H1_CRISPR_FS1_Bpil gatGAAGACcaGGAGCCCgggcaacggttcatcatctcatg 41 69 533 | gDNA Hefe
25 rev | rv_Ura3_H1_CRISPR_FS4_Bpil tgcGAAGACtgAGCGttcgtttcctgcaggtttttgttctg 41
26_fw |fw_Ura3_H2_CRISPR_FS1_Bpil catGAAGACgaGGAGCCCGGGaatctcggtcgtaatg 37 71 780 | gDNA Hefe
26_rev | rv_Ura3_H2_CRISPR_FS4_Bpil tcaGAAGACtcAGCGCCCgggaacggcaacggttgttc 38
iGEM Distribution Kit
27 fw | BBa_J23101_RBS_B0034 FS12_ fw aggGGTCTCaggagtttacagctagctcagtect 34 60 88 | BBa_J23101
27_rev | BBa_J23101_RBS_B0034_FS12_rev |aggGGTCTCacatgtagtatttctcctctttctctagtagctagcataatacctaggac 59




gBlock Yeast DIVERT part

28 fw | Fw_Gal.Ind.Synth.Prom._FS12_Bsal | ctaGGTCTCaGGAGCGGATTAGAAG 25 65 168 | 2
28 rev | Rv_Gal.Ind.Synth.Prom._FS12_Bsal caaGGTCTCgCATGTTTTTTCGATGC 26
atggtctcCCATGATCGTCCTGATGAGTCCGTGAGGACGAAACGAGTA 6 Primer
29 P1 | Leu2_cripsr_primerl AGCTCGTCGACG 60 | PCR 248
AAACGAGTAAGCTCGTCGACGATTGCTAACCACCTATgttttagagcta
29 P2 | Leu2_cripsr_primer2 gaaatagcaag 60
atggtctcCCATGCAAGCTCTGATGAGTCCGTGAGGACGAAACGAGT 6 Primer
30_P1 | Ura3_crispr_primerl AAGCTCGTCAGCT 60 | PCR 248
AAACGAGTAAGCTCGTCAGCTTGGCAGCAACAGGACTgttttagagcta
30_P2 | Ura3_crispr_primer2 gaaatagcaag 60
GFP BB1 (1. Stock, Dioli-
31 fw | Fw_GFP+PBS1_FS2 (=15_fw) gtaGGTCTCaCATGAGCAAAGGCGAAGAAC 30 63 761 plasmid)
tcaGGTCTCcAAGCTCCCGCATAGCTCCACCACTTATTTATACAGTTC
31_rev | Rv_GFP+Coli-tRNA-Ala-BS_FS3 ATCCATGCCA 58
GFP BB1 (1. Stock, Dioli-
32_fw | Fw_GFP+PBS1_FS2 (=15_fw) gtaGGTCTCaCATGAGCAAAGGCGAAGAAC 30 63 761 plasmid)
tcaGGTCTCcAAGCATCCTCCCGGATGCACCACTTATTTATACAGTTC
32_rev | Rv_GFP+Coli-tRNA-Arg-BS_FS3 ATCCATGCCA 58
GFP BB1 (1. Stock, Dioli-
33_fw | Fw_GFP+PBS1_FS2 (=15_fw) gtaGGTCTCaCATGAGCAAAGGCGAAGAAC 30 63 761 plasmid)
tcaGGTCTCcAAGCATCCCCTAGGGGACGCCACTTATTTATACAGTTC
33 _rev | Rv_GFP+Coli-tRNA-Glu-BS_FS3 ATCCATGCCA 58
63 761 GFP BB1 (1. Stock, Dioli-
34 fw | Fw_GFP+PBS1_FS2 (=15_fw) gtaGGTCTCaCATGAGCAAAGGCGAAGAAC 30 plasmid)




tcaGGTCTCcAAGCGTCTCGTTTCCCGCTCCACTTATTTATACAGTTCA

34 _rev | Rv_GFP+Coli-tRNA-Gly-BS_FS3 TCCATGCCA 58
GFP BB1 (1. Stock, Dioli-
35 fw | Fw_GFP+PBS1_FS2 (=15_fw) gtaGGTCTCaCATGAGCAAAGGCGAAGAAC 30 63 761 plasmid)
tcaGGTCTCcAAGCGTCCACTCAGGCCTACCACTTATTTATACAGTTC
35_rev | Rv_GFP+Coli-tRNA-Ile-BS_FS3 ATCCATGCCA 58
GFP BB1 (1. Stock, Dioli-
36_fw | Fw_GFP+PBS1_FS2 (=15_fw) gtaGGTCTCaCATGAGCAAAGGCGAAGAAC 30 63 761 plasmid)
tcaGGTCTCcAAGCGTCCCCCCCCTCGCACCACTTATTTATACAGTTC
36_rev | Rv_GFP+Coli-tRNA-Leu-BS_FS3 ATCCATGCCA 58
37_1 |Seq_Primer_CRISRP-Plasmid_1 CCTACGATGATGATCTCGAC 20 62 CRISPR/Cas9 Plasmid
37_2 | Seq_Primer_CRISPR-Plasmid_2 TTCCTGGACAATGAGGAGAAC 21 64 CRISPR/Cas9 Plasmid
37_3 | Seq_Primer_CRISPR-Plasmid_3 GATTCACGCATGAACACCAAGT 22 66 CRISPR/Cas9 Plasmid
37_4 | Seq_Primer_CRISPR-Plasmid_4 AAAAGAGTGATCCTCGCCGAC 21 67 CRISPR/Cas9 Plasmid
38 _fw | sgRNA_fw_FS_C_Bsal ATAGGTCTCGAATTTTGACGGC 22 65 238 | sgRNA ori gBlock
38 rev [ sgRNA _rev_FS_D_Bsal 2atGGTCTCgAGCTatctcaattggtatagtgatATAAAACGAAAGG 47
39 fw | Fw_ori_pSC101(Ts)_FS_1_Bpil tagGAAGACcaGGAGGACAGTAAGACGGGTAAGCC 35 66 2256 | pSIM5
39 rev | Rv_ori_pSC101(Ts)_FS_4_Bpil tagGAAGACatAGCGTATAAGAGACAGCTGACGGGTTTT 39
40_fw | Fw_ori_pSC101(Ts)_FS_D_Bsal tagGGTCTCaAGCTGACAGTAAGACGGGTAAGCC 34 66 2256 | pSIM5
40 rev | Rv_ori_pSC101(Ts) FS_E_Bsal tagGGTCTCtCTCCTATAAGAGACAGCTGACGGGTTTT 38




coli Helfer gBlock

41 _fw | Fw_Primerl_cassette_FSX3_Bpil cctGAAGACgatagcCCTCTCCATCCACAACCTAC 35 71 119 | Fragment AB

41_rev | Rv_Primerl_cassette_FSX3_Bpil ctaGAAGACtaAAGCGTCCCATTCGCCATGCCGAA 35

42 fw | Fw_BBa_J23105_FS1X_Bpil cacGAAGACgtGGAGtttacggctagctcagtcctaggta 40 66 61 | kein Template

42_rev | Rv_BBa_J23105_FS1X_Bpil tcaGAAGACtggctagcatagtacctaggactgagctagec 41

43 fw |fw_Ura3_H2_CRISPR_FS1_Bpil_v2 catGAAGACgaGGAGcgggaatctcggtcgtaatgatttct 41 69 778 | Hefe gDNA

43 rv | rv_Ura3_H2_CRISPR_FS4_Bpil tcaGAAGACtcAGCGCCCgggaacggcaacggttgttc 38

44 fw | FS1_J23105_FS_FRT_fw ATGAAGACGCGGAGttta 18 57 109 | josi

ttGAAGACctagaGAATAGGAACTTCgGAATAGGAACTTCGtagtatttct
44 rev | FS1_J23105_FS_FRT_rev cctctttca 60
45_fw | FS1_J23105_FS_RNDM_fw ATGAAGACGCGGAGttta 18 61 105 | josi
ATGAAGACTGCCTAGGTCGTGAAACATTTCGTCCATGtagtatttctcct

45_rev | FS1_J23105_FS_RNDM_rev ctttc 55
Fw_coli_DIVERT_fragment1_J23108

46_fw | _FS_AX tgcaGGTCTCaGATCctCGTCTC 23 71 Coli DIVERT gBlock
Rv_coli_DIVERT_fragment1_J23108_

46_rev | FS_AX tcaGGTCTCaaggactgagctagctgtcagtctaaAGTCAAAAG 44
Fw_coli_DIVERT_fragment2_J23108

47 fw | _FS_XD tgaGGTCTCatcctaggtataatgctagc TCTCCTCTCC 39 71 Coli DIVERT gBlock
Rv_coli_DIVERT_fragment2_J23108 _

47 rev | FS_XD gaccGGTCTCtAGCTcgtaCGTC 23




48_fw | AmpR_ohne_FRT_fw_ohne_FS AGTATTCAACATTTCCGTGT 20 60 861 | BB3_04
48 rev | AmpR_ohne_FRT_rev_ohne_FS TCATTACCAATGCTTAATCAGT 22
49_fw | Beta+Gam_FS23_Bsal_fw CTCggtctcacATGAACGCTTATTACATTCAGGATCGTCTTG 42 70 1113 | pSim5
49 rev | Beta+Gam_FS23_Bsal_rev ctcggtctccaagc TCATGCTGCCACCTTCTGCT 34
Fw_Yeast_DIVERT_gBlockl_FSBG_Bs
50_fw |al tcaGGTCTCtCCGGaaTTTGAAAGA 25 68 276 | gBlock Hefe DIVERT p1
Rv_Yeast_DIVERT_gBlockl_FSBG_Bs
50_rv |al tgaGGTCTCtAGCGCAAGCg 20
Fw_Yeast_DIVERT_gBlock2_FSGC_Bs
51 fw |al tcaGGTCTCtCGCTGGTGCG 20 71 268 | gBlock Hefe DIVERT p2
Rv_Yeast_DIVERT_gBlock2_FSGC_Bs
51_rv |al tgaGGTCTCgAATTEgcTTTGAAAGATGATACTCT 34
AraC iGEM Distribution
52_fw | Fw_AraC+PC_FS13_Bpil tgaGAAGACtaGGAGatagcaaagtgtgacgecegt 35 67 1144 | BBa_113458
52_rv | Rv_AraC+PC_FS13_Bpil atgGAAGACtgAAGCttatgacaacttgacggctacatcattc 43
53 fw |KanR_fw_FS_A tagGGTCTCaGATCGTCATAGCTGTTTCCTGAGGCTCAAT 40 Empty BB1 (irgendeines)
53_rv |6_rev atcGGTCTCaGGAGAGCCTATGGAAAAACGCCAGCA 36 70 1117
54 fw |37_4 AAAAGAGTGATCCTCGCCGAC 21 401
61 (one Taq
54 rv |lacZ_protospacer_detection_rev gcgcgtaaaaatgegctca 19 56)
55 fw |37_4 AAAAGAGTGATCCTCGCCGAC 21 407




61 (one Taq

55_rv | 1S6_protospacer_detection_rev AACctacagtgaagcaagtcaag 23 54)
Fw_AmpR+Intron (ohne
56_fw | FRT)_FS23_Bpil tgaGAAGACacCATGAGTATTCAACATTTCCGTGTCG 37 64 1304 | AmpR Intron gBlock
Rv_AmpR+Intron (ohne
56_rv | FRT)_FS23_Bpil tcaGAAGACatAAGCTCATTACCAATGCTTAATCAGTGAG 40
57_fw | Fw_bet+gam_FSC3_Bpil tagGAAGACCcaAATTgaATGAACGCTTATTACATTCAGGATCGTCTTG 48 69 1120|BB2_21
57_rv | Rv_bet+gam_FSC3_Bpil tcgGAAGACtgAAGCTCATGCTGCCACCTTC 31
58 fw | pGal-syn_igem_std_fw ttaggaattcgcggecgcttctagagCGGATTAGAAGCCGCCGAGC 46 72 190 | BB1_14
58 rev | pGal-syn_igem_std_rev taactgcagcggecgcetactagtaTTTTTTCGATGCTTTTTTCCGGCGCCTCC 53
BB3_15 (oder Ura3
59 fw | fw_URA3_ohne_FRT_FS2_Bpil gacGAAGACcaCATGtcgaaagctacatataaggaacgt 39 64 919 | gBlock)
59 rev | rev_Ura3_ohneFRT_FS3 Bpil gtaGAAGACtaAAGCagtcattagttttgctggec 35
60_fw | FS1_J23105_FS_RNDM_fw GATGAAGACGCGGAGttt 18 60 105 | BB1_J23105
ATGAAGACtcGAGCCTTAGTTCAGGTACTCGCGACCtagtatttctcctctt
60_rev | FS1_J23105_FS_RNDM_rev tcactagt 60
CCGAAGACagGCTCCGGACAGGACTATATACTAGGGATGAGCAAA
61 fw | FS_RNDM_GFP_FS3_fw GGCGAAGAA 54 59 767 | BB1_GFP
61_rev | FS_RNDM_GFP_FS3_rev ATGAAGACGCAAGCTTAT 18
62_fw |42_fw cacGAAGACgtGGAGtttacggctagctcagtcctaggta 40 63 BB2_15




tgaGAAGACgETAGGAACTTCgGAATAGGAACTTCTTATTTATACAGT

62_rv |21 rv TCATCCATGCCA 60
63_fw | FS2_ATG_FRT_GFP_FS3_fw aCGAAGACATCATGGAAGTTCCTATTCcGAAG 32 57 793 | BB2_34
63_rev | FS2_ATG_FRT_GFP_FS3_rev TAGAAGACAGAAGCTTATTTATACAGTTCATCC 33
Fw_Coli_Helfer_Kassette_ganz_FSA_
64_fw | Bsal tgaGGTCTCtGATCGGAGatGTCTTCttgacagc 34 62 3945 | BB3_1
Rv_Coli_Helfer_Kassette_ganz_FSB_
64_rv | Bsal tcgGGTCTCaCCGGtGGCTTTTGACTtgtCTTAAGAAA 38
Fw_Coli_DIVERT Kassette_ganz_FSB | gtcGGTCTCaCCGGtttacggctagctcagtcctaggtactatgctagcTCTCCTC
65_fw |_Bsal TCCA 60 71 405 | BB3_2
Rv_Coli_DIVERT _Kassette_ganz_FSC
65_rv | _Bsal gtaGGTCTCtAATTcacgcgecgcgttAAAACAAA 35
gtcGGTCTCaCCGGtttacggctagctcagtcctaggtactatgetagcTCTCCTC
66_fw | 65_fw TCCA 60 71 1743 | BB3_12
66_rv [65_rv gtaGGTCTCtAATTcacgcgecgcgttAAAACAAA 35
CGCATACACTATTCTCAGAATGACTTGGTTGAGTACTCACCAGTCAC
67_fw | oligo Gber AmpR frameshift AGA 50 | na na AmpR frameshift
TCTGTGACTGGTGAGTACTCAACCaagTCATTCTGAGAATAGTGTatg
67_rv | oligo Gber AmpR frameshift cg 50
68 _fw |28 fw ctaGGTCTCaGGAGCGGATTAGAAG 25 65 191 | hefe divert part 2
tgaGGTCTCaCATGtagcccgecgecaccatggagacTTTTTTCGATGCTTTT
68 _rev | rev_pGAL_synv2_Kozak TTCCGGC 60




69_fw | Fw Coli Genom auRerhalb v. IS6 ccgaaggtcattatggtctgaata 24| 65 (Q5) 502 (leer) | E. coli gDNA

69_rv | Rv Coli Genom auferhalb v. IS6 taacctgggtcacggtgttt 20| 54 (one taq)

70_fw | Fw Coli Genom auRerhalb v. LacZ-IS | tgacgcgatcggcataacca 20|70 (Q5) 522 (leer) | E. coli gDNA
Rv Coli Genom aufderhalb v. LacZ-

70_rv |IS cggagaatccgacgggttgtta 22 | 60 (one taq)

71 _fw | Fw_pSIM5_ganzes Plasmid FS_C cagGGTCTCtAATTCATCTCGTTGTTCCATACAACC 36 64 6199 | pSIM5

71 _rev | Rev_pSIM5_ganzes Plasmid FS_A tgaGGTCTCtGATCTGTATAAGAGACAGCTGACGG 35

72 _fw | Fw_pBAD+RBS+AraC_FS_1_Bsal tagGGTCTCaGGAGttatgacaacttgacggctacatcattc 42|62 (Q5) 1242 | iGEM part BBa_K808000

72_rv | RV_pBAD+RBS+AraC_FS_2_Bsal ctaGGTCTCtCATGTAGTATTTCTCCTCTTTatcgggtatggagaaacagtag 53| 50 (one taq)

73_fw | fw_CD_Bsal tgaGGTCTCtAATTtagctacgatacggactagcAGCTtGAGACCtaa 48

73_rev | rev_CD_Bsal ttaGGTCTCaAGCTgctagtccgtatcgtagctaAATTaGAGACCtca 48

74 _fw | fw_LacZ_CRISPR_spacer_v2 tcaGAAGACgcCATActgagcgcatttttacgcgcGTTTatGTCTTCtta 50

74 _rev | rev_LacZ_CRISPR_spacer_v2 taaGAAGACatAAACgcgcgtaaaaatgegctcagTATGgcGTCTTCtga 50

75_fw | fw_IS6_CRISPR_spacer_v2 ctaGAAGACtaCATActtgacttgcttcactgtagGTTTacGTCTTCata 50

75_rev | rev_IS6_CRISPR_spacer_v2 tatGAAGACgtAAACctacagtgaagcaagtcaagTATGtaGTCTTCtag 50

76_fw | fw_BC_Bsal tgaGGTCTCtCCGGtagctacgatacggactagcAATTtGAGACCtaa 48

76_rv | rv_BC_Bsal ttaGGTCTCaAATTgctagtccgtatcgtagctaCCGGaGAGACCtca 48




atCGTCTCGCCTATTCtctagaaaGTATAGGAACTTCaaagaggagaaatac

77_fw | GFP_FRT_RFP_fw tagatggc 60 61 4957 | BBa_I13514 (mutiert)
atCGTCTCCTAGGAACTTCgGAATAGGAACTTCttattatttgtatagttcat

77_rev | GFP_FRT_RFP_rev ccatgec 60
atCGTCTCGaGAATAGGAACTTCgGAATAGGAACTTCaaagaggagaaa

78 fw | GFP_TRF_RFP_fw tactagatggc 60 61 4957 | BBa_113514 (mutiert)
atCGTCTCCTTCtctagaaaGTATAGGAACTTCttattatttgtatagttcatcca

78 _rev | GFP_TRF_RFP_rev tgcc 60
atCGTCTCGAGGCTCCGGACAGGACTATATACTAAGGaaagaggagaa

79 fw | GFP_RNDM_RFP_fw atactagatggc 60 61 4957 | BBa_113514 (mutiert)
atCGTCTCCGCCTTAGTTCAGGTACTCGCGACCttattatttgtatagttcat

79 _rev | GFP_RNDM_RFP_rev ccatgcc 60

80_fw | GFP_B1001_RFP_fw atCGTCTCGgcttcggeggggtttttttttaaagaggagaaatactagatgge 53 61 4943 | BBa_l13514 (mutiert)

80_rev | GFP_B1001_RFP_rev atCGTCTCCaagcggggtttttttttttattatttgtatagttcatccatgec 53

81_fw | GFP_RFP_removerestrictionsite_fw | gctgaCacgaaaaacatattctcaataaaccctttag 37 68 4907 | BBa_l13514

81 _rev | GFP_RFP_removerestrictionsite_rev | tttcgtGTCAGCCAATCCCTggg 23

82_fw | Fw_RFP_yeast-optimized_FS2_Bsal |tgaGGTCTCaCATGgcaactagcggcatggt 31|69 (Q5) 794 | BBa_E2050

82_rv | Rv_RFP_yeast-optimized_FS3_Bsal cgtGGTCTCtAAGCgagatctacactagcactatcagagttattatgeg 49 | 59 (one taq)

Fw_Coli-Helfer-AB-mit-
83 fw |BBa_J23105_FSA_Bsal tgaGGTCTCaGATCtaCGTCTCttaatgttgatg 34|71 (Q5) 345 | gBlock Coli Helfer AB
Rv_Coli-Helfer-AB-mit-
83 rv | BBa_J23105_FSX_Bsal atgGGTCTCtggactgagctagccgtaaaGAAGACatCTCC 41 | 60 (one taq)




Fw_Coli-Helfer-AB-mit-

84 fw | BBa_J23105_FSX_Bsal catGGTCTCcgtcctaggtactatgctagcCCTCTCCAT 39|72 (Q5) 179 | gBlock Coli Helfer AB
Rv_Coli-Helfer-AB-mit-

84 _rv | BBa_J23105_FSB_Bsal agctGGTCTCaCCGGtAGCGc 21| 65 (one taq)
Fw_Coli-Helfer-CD-mit- GAGGTCTCgAATTtaGGCGCGCCtttacggctagctcagtcctaggtactatget

85_fw | BBa_J23105_FSC_Bsal agcAC 60 | 72 (Q5) 499 | gBlock Coli Helfer CD
Rv_Coli-Helfer-CD-mit-

85_rv | BBa_J23105_FSD_Bsal tcaGGTCTCtAGCTctCGTCTCcatttcac 30| 65 (one taq)
Fw_Primertausch-1-zu-2_2-Stage- gtcctaggtactatgctagcACCCTCACATAATCGCACGCAGGCCGGCATG BB2_19, 2 Stage SDM

86_fw | SDM-Protokoll GTCCCAGCC 60 Protokoll
Rv_Primertausch-1-zu-2_2-Stage- GGCTGGGACCATGCCGGCCTGCGTGCGATTATGTGAGGGTgctagea

86_rv | SDM-Protokoll tagtacctaggac 60

87 _fw |42 fw cacGAAGACgtGGAGtttacggctagctcagtcctaggta 40|57 (Q5) 834 | BB2_15

ctaGAAGACtgAAGCACCCTCACATAATCGCACGCATCCAACCTACCT

87_rv | Rv_GFP+PBS2+BBa_1001_FS3_Bpil TATTTATACAGT 60 | 45 (one taq)

88 fw | fw_pSynGalv2_GFP_cycT FSB_Bsal |tgaGGTCTCaCCGGGGAGCGGATTAGAAGCCGCC 34|70 (Q5) 1239 | BB2_39

88 rv | rv_pSynGalv2_GFP_cycT_FSF_Bsal tagGGTCTCtAAGCAGCGCCAGCTTGCAAATTAAAGC 37| 60 (one taq)

89 _fw |88_fw tgaGGTCTCaCCGGGGAGCGGATTAGAAGCCGCC 34|70 (Q5) 1216 | BB2_16

89_rv |88_rv tagGGTCTCtAAGCAGCGCCAGCTTGCAAATTAAAGC 37| 60 (one taq)

90 fw |fw_pTDH3_GFP_cycT_FSB_Bsal tgaGGTCTCaCCGGggagAAGCTTCAGTTCGAGTTTATCATTAT 44 | 67 (Q5) 1752 | BB2_40

90_rv |88_rv tagGGTCTCtAAGCAGCGCCAGCTTGCAAATTAAAGC 37| 56 (one taq)




91 _fw | Mutagenesis_BsmBI-FS_fw ggCGTCTCatgaCacgaaaaacatattctcaataaaccctttagggaaata 51 68 4917 | BBa_l13524
91_rev | Mutagenesis_BsmBI-FS_rev gtCGTCTCaGtcagccaatccctgggtg 28
92 fw | fw_CRISPR_LacZ_H1 tttcatctgtggtgcaacggttgacggctagetcagtectaggtacagttactagtgaaa 60 | 63 (Q5) 812 | BB2_14
92rv rv_CRISPR_LacZ_H2 cacggaaaatgccgctcatc TTATTTATACAGTTCATCCATGCCAT 46 | 54 (one taq)
93_fw | fw_CRISPR_IS6_H1 cgttgtaggcttgacttgctttgacggctagctcagtcctaggtacagttactagtgaaa 60 | 63 (Q5) 812 | BB2_14
93_rv | rv_CRISPR_IS6_H2 ctccacgattggctcgtaccTTATTTATACAGTTCATCCATGCCAT 46 | 54 (one taq)
94 fw |sdm_gfp-bsal cgaaagatcccaacgaaaagagagatcacatggtecttcttgagtttgta 50 72 2815 | BBa_E0040 oda so
94 rev | sdm_gfp-bsal tacaaactcaagaaggaccatgtgatctctcttttcgttgggatctttcg 50
95_fw | RCF1000 agtctgaattcgeggecgcettctagagggtctccaatgegtaaaggagaagaact 55 59 789 | SDM_GFP
95_rev | RCF1000 gtctgcageggecgcetactagtaggtctctaagettattatttgtatagttcatccatge 60
GATGACgaattcgcggecgcttctagagCGGATTAGAAGCCGCCGAGCGG

96_fw | pGal-syn_kozak _igem_std_fw G 51 72 215 | BB1_26
96_rev | pGal-syn_kozak_igem_std_rev GTAAGCctgcagcggcecgctactagtacccgecgecaccatggagacT 48
97_fw | Fw_IS6H1_Anfang tcggtggegegagategggg 20|72 (Q5) 2227 | BB3_2,12,24,30
97_rv | Rv_IS6H2_Ende aacgcgceggaacggctaggt 20| 66 (one taq)

0
98 fw |71_fw cagGGTCTCtAATTCATCTCGTTGTTCCATACAACC 36




98 rev | Rv_pSIM9_ganzes_Plasmid tacGGTCTCtGATCTGTATAAGAGACAGCTGaaacgc 37|64 °C 6435 | pSIM9
0
onetaq leer 2332
99 _fw | Ura_3 integration check fw ggaagacaagcaacgaaac 19 | 56°C bp hefe colony pcr
99 rev | Ura_3 integration check rev aagaaatatactggggaaccag 22
0
100_f onetaq
w Leu2_integration check_fw gtgttagaagatgacgcaaatg 22| 50°C leer 2461 | hefe colony pcr
100_r
ev Leu2_integration check_rev ggtaaggatgatgcattagc 20
101 _f 64 (MT one
w Primer2_check ACCCTCACATAATCGCACGCA 21 |taq) zum Test f. BB2_44
102_f | Fw_GFP-tRNA-Ala-BS+14Spacer-
w nts_FSX catGAAGACtaGACATACCAGATTCTGGTGGAGCTATGCGGGAGC 45171 (Q5) 3058 | BB2_25
ctaGAAGACCcaTGTCTCATTATTTATACAGTTCATCCATGCCATGCGT
102_rv | Rv_GFP_FSX AATACCC 55
103_f | Fw_GFP-tRNA-Arg-BS+14Spacer-
w nts_FSX catGAAGACtaGACATACCAGATTCTGGTGCATCCGGGAGGATGC 45171 (Q5) 3058 | BB2_26
ctaGAAGACCcaTGTCTCATTATTTATACAGTTCATCCATGCCATGCGT
103_rv | 102_rv AATACCC 55
104_f | Fw_GFP-tRNA-Glu-BS+14Spacer-
w nts_FSX catGAAGACtaGACATACCAGATTCTGGCGTCCCCTAGGGGATGC 45|71 (Q5) 3058 | BB2_27
ctaGAAGACCcaTGTCTCATTATTTATACAGTTCATCCATGCCATGCGT
104_rv | 102_rv AATACCC 55
105_f | Fw_GFP-tRNA-Gly-BS+14Spacer-
w nts_FSX catGAAGACtaGACATACCAGATTCTGGAGCGGGAAACGAGACGC 45171 (Q5) 3058 | BB2_28




ctaGAAGACCcaTGTCTCATTATTTATACAGTTCATCCATGCCATGCGT

105_rv | 102_rv AATACCC 55

106_f | Fw_GFP-tRNA-Ile-BS+14Spacer-

w nts_FSX catGAAGACtaGACATACCAGATTCTGGTAGGCCTGAGTGGACGC 45|71 (Q5) 3058 | BB2_29

ctaGAAGACCaTGTCTCATTATTTATACAGTTCATCCATGCCATGCGT

106_rv | 102_rv AATACCC 55

107_f

w Fw_LacZ-H1 (500bp) tcacacaggaaacagctatgaccatgattacg 32|72 (Q5) 502 | coli gDNA
Rv_LacZ-H1 + PAM-Mutation ttgGGTCTCaCTCCcatcaccgegaggeggttttcttgggegegtaaaaatgegetca

107_rv | (500bp)_FS1_Bsal g 59

108_f

w Fw_LacZ-H2 (500bp)_FS4_Bsal tgaGGTCTCtCGCTgtgctgcgctggagtgacgg 34|72 (Q5) 526 | coli gDNA

108_rv | Rv_LacZ-H2 (500bp) tcgtgacggttaacgectcgaatca 25

109 f

w Fw_1S6-H1(500bp) aggcaatggtcagaatgttggtatcge 27 |72 (Q5) 514 | coli gDNA

109_rv | Rv_IS6-H1(500bp)_FS1_Bsal tcaGGTCTCtCTCCattggctcgtacctigtggctacagtgaagcaagtcaag 53

110_f

w Fw_IS6-H2(500bp)_FS4_Bsal tgaGGTCTCaCGCTcgtggagaaaaaaaggagttaatgtaaattatcatgeectt 55|72 (Q5) 514 | coli gDNA

110 _rv | Rv_IS6-H2(500bp) cggatctcccctecgeattg 20

111 f taGGTCTCtGGAGttgacggctagctcagtcctaggtacagttactagtgaaagagg

w Fw_J23100+GFPuv+B1001_FS1 Bsal |aga 60 | 71 (Q5) 837 | BB2_60

111 rv|Rv_J23100+GFP+B1001_FS4_Bsal tgaGGTCTCaAGCGaaaaaaaaaccccgecgaa 33




112_f

w 107_fw tcacacaggaaacagctatgaccatgattacg 32|72 (Q5) 1818 | GG aus PCRs 107,108,111

112_rv | 108 rv tcgtgacggttaacgcectcgaatca 25

113 f

w 109_fw aggcaatggtcagaatgttggtatcge 27 |72 (Q5) 1818 | GG aus PCRs 109,110,111

113 rv|110_rv cggatctccectecgceattg 20

114_f | Fw_sgRNA-

w Kassette+J23103_FSA_Bsal tagGGTCTCaGATCAAAGCCATGACAAAAAC 31|71(Q5) 374 | gBlock sgRNA NEU
Rv_sgRNA-

114 _rv | Kassette+J23103_FSX_Bsal ctaGAAGACtaAAGCGTCCCATTCGCCATGCCGAA 35

115 _f | Fw_sgRNA- tgaGGTCTCaagcataatccctaggactgagctagctatcagcaaataaaacgaaag

w Kassette+J23103_FSA_Bsal gct 60 | 61 (Q5) 110 | gBlock sgRNA NEU
Rv_sgRNA-

115 _rv | Kassette+J23103_FSA_Bsal 2atGGTCTCgCCGGtagt 18

116_f

w 114 _fw tagGGTCTCaGATCAAAGCCATGACAAAAAC 31(71(Q5) 306 | gBlock sgRNA NEU
Rv_sgRNA-Kassette+J23103-ohne-

116_rv | HDV_FSX_Bsal tcaGGTCTCttgctagcGCACCGACTCGGTGCCACTT 37

117_f | Fw_sgRNA-Kassette-ohneRNAi-

w ohneHDV_FSA_Bsal tgaGGTCTCaagcacaaataaaacgaaaggctcagtcgaaa 41|66 (Q5) 82 | gBlock sgRNA NEU

117_rv | 115_rv 2atGGTCTCgCCGGtagt 18

0

118 f

w 5_fw tgaGGTCTCaCATGAGTATTCAACATTTCCGTGTCG 36 | 64 (Q5) 862 | BB3_4

118 rv |5_rv tcaGGTCTCtAAGCTCATTACCAATGCTTAATCAGTGAG 39




119 _f

w gfp_bsa_fs2 agagggtctcccatgegtaaaggagaagaact 32|61 (Q5) 670 bp BBa_E0040

119 r

ev gfp_bsa_customfs ctcggtctcaatctctcttttcgttgggat 30

120_f

w gfp_bsa_customfs ctcggtctccagatcacatggtecttcttgagttt 35|59 (Q5) 120 bp BBa_E0040

120 _r

ev =95_rev (gfp_bsa_fs3) gtctgcageggecegctactagtaggtctctaagcettattatttgtatagttcatccatge

121_f

w 102_fw catGAAGACtaGACATACCAGATTCTGGTGGAGCTATGCGGGAGC 45|71 (Q5) 3058 | BB1_20
ctaGAAGACcaTGTCTCATTATTTATACAGTTCATCCATGCCATGCGT

121 _rv|102_rv AATACCC 55

122_f

w 103_fw catGAAGACtaGACATACCAGATTCTGGTGCATCCGGGAGGATGC 45|71(Q5) 3058 | BB1_21
ctaGAAGACCcaTGTCTCATTATTTATACAGTTCATCCATGCCATGCGT

122_rv|102_rv AATACCC 55

123_f

w 104_fw catGAAGACtaGACATACCAGATTCTGGCGTCCCCTAGGGGATGC 45|71 (Q5) 3058 | BB1_22
ctaGAAGACCcaTGTCTCATTATTTATACAGTTCATCCATGCCATGCGT

123_rv|102_rv AATACCC 55

124 f

w 105_fw catGAAGACtaGACATACCAGATTCTGGAGCGGGAAACGAGACGC 45|71 (Q5) 3058 | BB1_23
ctaGAAGACcaTGTCTCATTATTTATACAGTTCATCCATGCCATGCGT

124 rv | 102_rv AATACCC 55




125_f

w 106_fw catGAAGACtaGACATACCAGATTCTGGTAGGCCTGAGTGGACGC 45|71 (Q5) 3058 | BB1_24
ctaGAAGACCaTGTCTCATTATTTATACAGTTCATCCATGCCATGCGT

125 rv | 102_rv AATACCC 55

126 _f

w Fw_GFPuv_Bsal_FS2 tgaGGTCTCaCATGGCTAGCAAAGGAGAAGA 31|64 (Q5) 748 | Addgene pSMART-GFPuv

126_rv | Rv_GFPuv_Bsal_FS3 tagGGTCTCgAAGCTCATTATTTGTAGAGCTCATCCATG 39

127 _f

w 6_fw tagGGTCTCaCCGGGTCATAGCTGTTTCCTGAGGCTCAAT 40|71 (Q5) 1117 | empty BB1_34

127_rv | Rv_KanR_FS4_Bsal atcGGTCTCaAGCGAGCCTATGGAAAAACGCCAGCA 36

0

128 f

w Improve_Flpe_NLS_Bsal_FS2 tctggtctcacATGGCTCCCAAGAAGAAGAG 31|62 (Q5) 1118

128 _rv | Improve_Flpe_NLS_Bsal_FS4 ctcggtctcaAGCcGCGAAGTAGTGATCAGGTATT 34

129 f

w Improve_Flpe_NLS_Bsal_FS4 ctcggtctcaCgCTAGTTTCTCGGTACTATGCATA 35|61 (Q5) 233

129 rv | Improve_Flpe_NLS Bsal_FS3 acaggtctctAAGCCTATTATATGCGTCTATTTATGTAGGATGAA 45

130_f

w Improve_Flpe_NLS_Prefix GATGACgaattcgcggeegettctagaATGGCTCCCAAGAAGAAGAG 47 | 63 (Q5) 1350
AGCctgcagcggcecgctactagtaTTATATGCGTCTATTTATGTaggatgaaa

130 _rv | Improve_Flpe_NLS_Suffix g 54

131_f

w 15_fw gtaGGTCTCaCATGAGCAAAGGCGAAGAAC 30|67 (Q5) 775 | BB2_45
ctaGAAGACtgAAGCACCCTCACATAATCGCACGCATCCAACCTACCT

131 rv|87_rv TATTTATACAGT 60







