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Linker Sequence Protein Sequence

TGTTACATGGAATTTGTGCTTTGCTCC CYMEFVLCS
GTATCATGATTAATTTCTCAAGAAAGA VS*LISQER
CCCGGGAGATTTAGTCAAATGACTCGG PGRFSQMTR
TTGATATTATCGGCGGTTACGGATGTG LILSAVTDV
TATGTACGAAAAAAAAGAATGGTTTGT YVRKKRMVC
TTGACAACATTTTAGGAGGAGAAAGGC LTTF*EEKG
AATACAAAATTCTAAGTATCTTCAAGC NTKF*VSSS
CAAATAGGCAATTTCTAAACTTTTAAA QIGNF*TFK
AGCCCTACAGAAATACCAGAACCATTT SPTEIPEPF
ACTAACGCGATACAGCTAATGGTGAAC TNAIQLMVN
AAGAACATTCCTCATTGTATGGCAATA KNIPHCMAI
GGATCTGAAGAAGTCCCAGGGTGGATG GSEEVPGWM
AGTCGTAATTATAGCTTCCAGCTGCAG SRNYSFQLQ
GGTGTACGGGGGTGGTCGCTTATATGC GVRGWSLIC
ATCACTGTCTTGCTGCCCTGAAAGAAG ITVLLP*KK
GTAGAATGGAGGGATTGGGTCATCTAC VEWRDWVIY
TTGTGGACAGCACACGAGGCAAGACTA LWTAHEARL
TGGGCTATTCAATCCCTGCCCTGAAAT WAIQSLP*N
CGCGAGAGGTACCTACATTGCCACTTG RERYLHCHL
GGCTATGGTCTATGTAAGGCCATCTCG GYGLCKAIS
CAATTGTTTAAGGAGGCAAACGGTACC QLFKEANGT
GGCTATGGTCTATGTAAGGCCATCTCG GYGLCKAIS
CAGTACCCGATTGATTGTATATTTACC QYPIDCIFT
AAAGTCCATATATCTCGGCAGGTTCAG KVHISRQVQ
GTTTGGACTAAGCAGCGCCATTTCTAT VWTKQRHFY
TTTCTAAATCCCGCGTCTCCTTATCAT FLNPASPYH
TTTCAATTCCGCGCGGTTCTTATGTAA FQFRAVLM*
AATATTCGATTCCGGTTCAGCGACCAG NIRFRFSDQ
GCTATAAAAAGCGTATCTGGGAGTCTT AIKSVSGSL
AGTTAAACACGCTACGAACGATAGAAT S*TRYER*N
CTCCTTACCGAAGCAATTCACGCAAGA LLTEAIHAR
CGGACGAATTTAAGCCATAAAGACAGT RTNLSHKDS
ACTTGGTCTTGGGCGACACGATGTCGG TWSWATRCR
TAATTATTTAGCAGGTTTCTGTCCATG *LFSRFLSM
TCTACGATGACGTCAACCGATACCCTT STMTSTDTL
TGCTGGGTAAATCAAAATAAATATGAT CWVNQNKYD
TGCTGGGTAAATCAAAATAAATATGAT CWVNQNKYD
AGAAAAAAAAGTAAAGACTGTCCCAGG RKKSKDCPR
ACATGTAACGCGTAGCTCATTGCTAGG TCNA*LIAR
ACTATTACCGATTCTTATTGTCTGACT TITDSYCLT
GCTTACGATACAGTTCTCTACTTAAGC AYDTVLYLS
ATTGTCGTAATGCTAGACATCCGTTTG IVVMLDIRL
GAGTCACTATTCCGAATCCTTTTAAGA ESLFRILLR
GATAGGGCTCTTCAGATATCTAACGAA DRALQISNE
GCCATTAACCAATATCACGCGATAACT AINQYHAIT
GAGTCACTATTCCGAATCCTTTTAAGA ESLFRILLR
TACAATGGCCCCATAGGAGTCATTTGC YNGPIGVIC
TACTCTACGCTTTCCGGTGCCTCCATA YSTLSGASI
CAAACGGGGTGTTTCTTAACCTTGAAC QTGCFLTLN
GTTCTACAATTTGCTACGATACACGTG VLQFATIHV
GGGAGACTTCTCAGGGAGGAGGATAAA GRLLREEDK
CCAGAACAGTCTAGCCCGGGAGCTTAG PEQSSPGA*
GCCCATAACTTTGGCCTCCTAAGACTG AHNFGLLRL
ACGATCGTGCTTTTTAGTATCATAGTA TIVLFSIIV
CAAATAGGCAATTTCTAAACTTTTAAA QIGNF*TFK
TTAGCATCTTTTTATATGTATTGCCCG LASFYMYCP
GCACCAACAGAACTACCTCACATTCGC APTELPHIR
CTAGGCGCTTGGACAGAACGCGAGCGT LGAWTERER
GCCCTATTTCGGCATAATCAGAGATGA ALFRHNQR*
TTGGAAACAACCCTGATCAGATCAACA LETTLIRST
GAGTGTATACTTGGTATTGGCCTTGTG ECILGIGLV
TAAAACTTTATTTGTTTGCATTTACTC *NFICLHLL
TTAAGAAGTAATCGCGTAACAGACGAG LRSNRVTDE
ACCGCACGATCCGGTAAGCAAATCCAT TARSGKQIH
TTTATGCGACGTTACGCCTCTGATACA FMRRYASDT
TGGCGAATCCAGAATAAGACGATATAA WRIQNKTI*
TAATCTGCCTCTGATTGTAACCTATAA *SASDCNL*
CAGGCAGATGAATCAGAATGTCCACTC QADESECPL
TGTAACTTAGAATGCGTCAACAAATAA CNLECVNK*
CATATAGTGTTCCTACACAATGTAGTA HIVFLHNVV
GGAGCAAAGCACAAATTCCATGTAACA GAKHKFHVT
CCGAGTCATTTGACTAAATCTCCCGGG PSHLTKSPG
ACAAACCATTCTTTTTTTTCGTACATA TNHSFFSYI
GCTTGAAGATACTTAGAATTTTGTATT A*RYLEFCI
TTTAAAAGTTTAGAAATTGCCTATTTG FKSLEIAYL
CATCCACCCTGGGACTTCTTCAGATCC HPPWDFFRS
GTAGATGACCCAATCCCTCCATTCTAC VDDPIPPFY
ATTTCAGGGCAGGGATTGAATAGCCCA ISGQGLNSP



Table 1.  List of initial sequences in the randomized region from the first set of plasmids 

analyzed from the library.  The corresponding amino acids for each region is also given 

based on the in-frame translation of the DNA in the cassette region (see Figure 2 in the 

text).  This list was used to construct Table 1 in the main text.  Stop codons are denoted 

using * and are colored in red to highlight the number of stop codons that were found in 

this initial set.  Each of the colonies containing these plasmids turned green as described 

in the main text and as shown in Supplemental figure 1.   

 

 



 

 

 

 

 

 

 



 

Figure 1.   Example of the plate showing the green E. coli colonies for those cells that 

contain plasmids with stop codons in the randomized linker region.  The cell line used 

was Novablue(DE3) and incubation was performed for two days, with day 1 at 37 oC and 

day 2 at room temperature.  This image was captured with plain light (no UV irradiation) 

on a standard bench top with nothing added to the plate to increase the green color 

intensity.  The darker green colonies, numbered from right to left, then down are # 3, 7, 9, 

13, 17, 22, 29, 36, 38, and 39, which correspond to the first ten sequences shown in red in 

Supplementary Table 1 containing stop codons.  Longer incubation periods will yield 

additional green colonies that turn a slight orange color after 1 week at room temperature.   

This screening step (initial green colony elimination) is now used to eliminate colonies 

that would not yield useful fusion proteins and are eliminated from the library.      

 

 
 




