1) Open j5 controls 2) Set j5 design parameters

J5 controls 5 Parameters

Master Oligo Num of Digits (5) = Primer GC Clamp (2. =

Run j5 on Server C Flles 15 Flles 9 9 s tj @ |2 E
h . - - Master Plasmid Num of Digits (5) |5 iﬂ Primer Min Size (18) |18 kj

J5 Parameters File: (U Use latest server version or (s) Generate file from parameters » . ——— . )

Gibson Overlap BPs (26) 26 Primer Max Size (36) |36 @
Master Plasmids List: (s) Use latest server version or () Generate empty file or Choose File Gibson Overlap Min Tm (60) 6075 Primer Min Tm (60) g0 ij
Master Oligos List: (s) Use latest server version or () Generate empty file or Choose File Gibson Overlap Max Tm (70) 70 ‘ﬁ Primer Max Tm (70) |70 @
Master Direct Syntheses List: (a) Use latest server version or (_) Generate empty file or Choose File Maximum Num of Oligo BPs (110) 110 kﬂ Primer Max Tm Diff (5) |5 @

{ = G v Minimum Gibson Fragment Size BPs (250) 250 = Primer Max Self Compl Any (8) [g

Golden Gate Overhang BPs (4) (4

Run j5 3) RU n j5 tO d eSig n D NA assem bly . Golden Gate Recognition Sequence (GGTCTC) [ggTcTe | Primer Pair Max Compl Any (8) g |

Golden Gate Term Extra Seq (CACACCAGGTCTCA) | CACACCAGGTCTCA Primer Pair Max Compl End (3) |3

Primer Max Self Compl End (3) 3

(b G0/ GP G

Max Identities Golden Gate Overhangs (2) |2 + Primer Tm Santa Lucia (true) | true | v
1 Download Results J [ Load Existing Assembly File | tj (CT)

Oligo Synthesis Cost Per BP (US) (0.1) 0.1 Primer Salt Corrections (true) | true | v

Plasmids

Oligo Purification Cost Per Piece (US) (40) 40—@ Primer DNA Conc (250) 250—@
Name Oligo Max Length No Page Purification (60) 507@ MisPriming 3Prime Boundary (4) 47@
pi5_00002.9b Minimum PCR Product BPs (100) mo—@ MisPriming Min Tm (45) (45 =
pi5_00003.gb Direct Synthesis Cost Per BP (US) (0.39) 039 |~ MisPriming Salt Conc (0.05) r@
mﬁ Direct Synthesis Min. Cost Per Piece (US) (159) 159—@ MisPriming Oligo Conc (2.5e-7) V[@
pi5_00005.9b Output Sequence Format (Genbank) | Genbank | v
piS_00006.gb

4) Verify assembly products are as desired 5) Run j5 to design downstream automation

") VectorEditor %\ () DeviceEditor x W\ 5 controls

(e}
8 O 0

C A ® j5.jbei.org/bin/vectoreditor_sequence.pl

Run j5 on Server Ct Flles eam 15 Flles
7T, Main Page - j5

Assembly Files to Condense List: i
‘ File Edit View Tools Help y Choose File | my_assembly_file_list.csv

IEIES » [ _‘71 ) l B J U & @ &J [:I:I j] M @ Zipped Assembly Files: Choose Flle | my_assembly_files.zip

Condense Assemblies | (This sends to server)

operator 02 ——
araC promoter 1241 AGGAGATATA CATATGGAAA ATAACGCT
operator 01 T TACCTTT TATTGCGA
AP ste — 15 controls
Operator 12 and 11 —’
5D 1281 ATAATCAATG AAGTTTTAAA AAATATGG
PBAD promoter ATTA A ATA Run j5 on S c Fil 5 Fil
R8s TATTAGTTAC TTCAAAATTT TTTATACC un J5 on Server es eam 15 Files
sigl DISTRIBUTE PCR REACTIONS
olser linker Il 1321 GC6GGAGCTC GGGTGGCTCA GGCTCTGG
CGCCCTCGAG CCCACCGAGT CCGAGACC Downstream Automation Parameters File: () Use latest server version or (s) Generate file from parameters
Source Plate List: Choose File |plate_list.csv
= misc_feature - gly_ser_linker: 1308..1355 -}
GFPuv 1361 AGAA Ceh Zipped Plate Files: i i
Xhol_silent_mutation TCTTCTTGAA AAGTGACCTC AACAGGGT| pped Plate Flles: | Choose File | zipped_plates.zip
BamHI_silent_mutation 5 Assembly Flle: i
pSC101+* A o0 ennced 1401 TTAGATGGTG ATGTTAATGG GCACAAAT ) v _Choose Flle | my_assembly_file_list_condenst
S’A:““ an! AATCTACCAC TACAATTACC CGTGTTTA
dblsz ’ | pistribute PCR Reactions | (This sends to server)
rm 1441 GAGAGGGTGA AGGTGATGCA ACATACGG!




