scFv-CPP
Zaporedje za TAT (47 - 57), 11 AK:
AK:
 Y   G   R   K   K   R   R   Q   R   R   R
nt:
TAT GGC CGC AAA AAG CGT CGC CAG CGC CGT CGC 
Zaporedje za Penetratin, 16 AK:

AK:
 R   Q   I   K   I   W   F   Q   N   R   R   M   K   W   K   K
nt:
CGC CAG ATT AAA ATC TGG TTT CAG AAC CGC CGT ATG AAA TGG AAA AAG
Pri načrtovanju nukleotidnega zaporedja sem upoštevala rabo kodona E. coli K12. (http://openwetware.org/wiki/Escherichia_coli/Codon_usage)
1. Dodajanje CPP na N-konec scFv (ligacija v NruI):
NruI - CPP - NruI
TAT

A TCG'CGA - GC - TATGGCCGCAAAAAGCGTCGCCAGCGCCGTCGC - G - TCG'CGA

  I   A     S     Y  G  R  K  K  R  R  Q  R  R  R        V   A
Oligi:
CGA - GC - TATGGCCGCAAAAAGCGTCGCCAGCGCCGTCGC - G - TCG
GCT - CG - ATACCGGCGTTTTTCGCAGCGGTCGCGGCAGCG - C - AGC
TAT_Nru_a

CGAGCTATGGCCGCAAAAAGCGTCGCCAGCGCCGTCGCGTCG
L =  42 nt
TAT_Nru_b

CGACGCGACGGCGCTGGCGACGCTTTTTGCGGCCATAGCTCG

L = 42 nt
Penetratin
TCG'CGA - GC - CGCCAGATTAAAATCTGGTTTCAGAACCGCCGTATGAAATGGAAAAAG - G - TCG'CGA

I   A     S     R  Q  I  K  I  W  F  Q  N  R  R  M  K  W  K  K
V   A
Oligi:

CGA - GC - CGCCAGATTAAAATCTGGTTTCAGAACCGCCGTATGAAATGGAAAAAG - G - TCG

GCT - CG - GCGGTCTAATTTTAGACCAAAGTCTTGGCGGCATACTTTACCTTTTTC - C - AGC
PEN_Nru_a

CGAGCCGCCAGATTAAAATCTGGTTTCAGAACCGCCGTATGAAATGGAAAAAGGTCG

L = 57 nt
PEN_Nru_b

CGACCTTTTTCCATTTCATACGGCGGTTCTGAAACCAGATTTTAATCTGGCGGCTCG

L = 57 nt
2. CPP kot linker v scFv (ligacija med EcoRI in XhoI):

EcoRI - GG - CPP - GG - XhoI
TAT
G'AATTC - CGGCGGC - TATGGCCGCAAAAAGCGTCGCCAGCGCCGTCGC - GGCGG - C'TCGAG

   N  S     G  G     Y  G  R  K  K  R  R  Q  R  R  R     G  G      S
Oligi:

  AATTC - CGGCGGC - TATGGCCGCAAAAAGCGTCGCCAGCGCCGTCGC - GGCGG - C

      G - GCCGCCG - ATACCGGCGTTTTTCGCAGCGGTCGCGGCAGCG - CCGCC - GAGCT
TAT_link_a

L = 51 nt
TAT_link_b
TCGAGCCGCCGCGACGGCGCTGGCGACGCTTTTTGCGGCCATAGCCGCCGG
L = 51 nt
Penetratin

G'AATTC - C - CGCCAGATTAAAATCTGGTTTCAGAACCGCCGTATGAAATGGAAAAAG - GG - C'TCGAG

   N  S        R  Q  I  K  I  W  F  Q  N  R  R  M  K  W  K  K     G      S   
Oligi:

AATTC - C - CGCCAGATTAAAATCTGGTTTCAGAACCGCCGTATGAAATGGAAAAAG - GG - C

    G - G - GCGGTCTAATTTTAGACCAAAGTCTTGGCGGCATACTTTACCTTTTTC - CC - GAGCT
PEN_link_a
AATTCCCGCCAGATTAAAATCTGGTTTCAGAACCGCCGTATGAAATGGAAAAAGGGC

L = 57 nt
PEN_link_b
TCGAGCCCTTTTTCCATTTCATACGGCGGTTCTGAAACCAGATTTTAATCTGGCGGG

L = 57 nt
3. Dodajanje CPP na C-konec scFv pred HisTag (ligacija v HindIII):

HindIII - CPP -  HindIII

TAT
A'AGCTT - TATGGCCGCAAAAAGCGTCGCCAGCGCCGTCGC - A'AGCTT

  K  L             Y  G  R  K  K  R  R  Q  R  R  R      K  L 
Oligi: 
AGCTT - TATGGCCGCAAAAAGCGTCGCCAGCGCCGTCGC - A

    A - ATACCGGCGTTTTTCGCAGCGGTCGCGGCAGCG - TTCGA

TAT_Hind_a

AGCTTTATGGCCGCAAAAAGCGTCGCCAGCGCCGTCGCA

L  = 39 nt
TAT_Hind_b

AGCTTGCGACGGCGCTGGCGACGCTTTTTGCGGCCATAA
L =  39 nt
Penetratin

A'AGCTT - CGCCAGATTAAAATCTGGTTTCAGAACCGCCGTATGAAATGGAAAAAG - A'AGCTT

      K  L     R  Q  I  K  I  W  F  Q  N  R  R  M  K  W  K  K      K  L
Oligi:

AGCTT - CGCCAGATTAAAATCTGGTTTCAGAACCGCCGTATGAAATGGAAAAAG - A

    A - GCGGTCTAATTTTAGACCAAAGTCTTGGCGGCATACTTTACCTTTTTC - TTCGA
PEN_Hind_a
AGCTTCGCCAGATTAAAATCTGGTTTCAGAACCGCCGTATGAAATGGAAAAAGA

L = 54 nt
PEN_Hind_b
AGCTTCTTTTTCCATTTCATACGGCGGTTCTGAAACCAGATTTTAATCTGGCGA
L = 54 nt
Zaporedja scFv_BBB

TAT_scFv
ATGCGCAAAACTGCTATCGCTATCGCTGTTGCTCTGGCTGGTTTTGCTACCGTTGCTCAGGCTGCTATCGCGAGCTATGGCCGCAAAAAGCGTCGCCAGCGCCGTCGCGTCGCGAGCGACATCCAGATGACTCAGTCTCCAGCCTCCCTATCTGCATCTGTGGGAGAAACTGTCACCATCACATGTCGAGCAAGTGAGAATGTTGACAGTTATTTAGTATGGTATCAGCAGAAACAGGGAAAATCTCCTCACCTCCTGGTCTATAATGCAAAAACCTTAGCAGAAGGTGTGCCATCAAGGTTCAGTGGCAGTGGATCAGGCACACAGTTTTCTCTGAAGATCAACAGCCTACAACCTGAAGATTTTGGGAATTATTACTGTCAACATCATTATGGTAATCCGACGTTCGGTGGAGGCACCAAGCTGGAAATCAAACGGGCGAATTCCGGTGGAGGCGGTTCAGGCGGAGGTGGCTCTGGCGGTGGCGGAAGTGGCTCGAGCGAGGTGCAGCTTGCTGAGTCTGGTGGAGGATTGGTGCAGCCTAAAGGGTCATTGAAACTCTCATGTGCAGCCTCTGGATTCACCTTCAACACCTACGCCATGAACTGGGTCCGCCAGGCTCCAGGAAAGGGTTTGGAATGGGTTGCTCGCATAAGAAGTAAAAGTAATCATTATGCAACATATTATGCCGATTCAGTGAAAGACAGGTTCACCGTCTCCAGAGATGATTCACAAAGCATGCTCTATCTGCAAATGAAGAACTTGAAAACTGAGGACACTGCCATGTATTATTGTGTGAGACAGGGGCCTGATCAGGGGGCTTACTGGGGCCAAGGGACTCTGGTCACTGTCTCTAAGCTTCACCACCACCACCACCACCACCACCACCACTAATGA
MRKTAIAIAVALAGFATVAQAAIASYGRKKRRQRRRVASDIQMTQSPASLSASVGETVTI
TCRASENVDSYLVWYQQKQGKSPHLLVYNAKTLAEGVPSRFSGSGSGTQFSLKINSLQPE
DFGNYYCQHHYGNPTFGGGTKLEIKRANSGGGGSGGGGSGGGGSGSSEVQLAESGGGLVQ
PKGSLKLSCAASGFTFNTYAMNWVRQAPGKGLEWVARIRSKSNHYATYYADSVKDRFTVS

RDDSQSMLYLQMKNLKTEDTAMYYCVRQGPDQGAYWGQGTLVTVSKLHHHHHHHHHH**
Mw(ss) = 32083.86
Mw(-ss) = 29772.05

PEN_scFv

ATGCGCAAAACTGCTATCGCTATCGCTGTTGCTCTGGCTGGTTTTGCTACCGTTGCTCAGGCTGCTATCGCGAGCCGCCAGATTAAAATCTGGTTTCAGAACCGCCGTATGAAATGGAAAAAGGTCGCGAGCGACATCCAGATGACTCAGTCTCCAGCCTCCCTATCTGCATCTGTGGGAGAAACTGTCACCATCACATGTCGAGCAAGTGAGAATGTTGACAGTTATTTAGTATGGTATCAGCAGAAACAGGGAAAATCTCCTCACCTCCTGGTCTATAATGCAAAAACCTTAGCAGAAGGTGTGCCATCAAGGTTCAGTGGCAGTGGATCAGGCACACAGTTTTCTCTGAAGATCAACAGCCTACAACCTGAAGATTTTGGGAATTATTACTGTCAACATCATTATGGTAATCCGACGTTCGGTGGAGGCACCAAGCTGGAAATCAAACGGGCGAATTCCGGTGGAGGCGGTTCAGGCGGAGGTGGCTCTGGCGGTGGCGGAAGTGGCTCGAGCGAGGTGCAGCTTGCTGAGTCTGGTGGAGGATTGGTGCAGCCTAAAGGGTCATTGAAACTCTCATGTGCAGCCTCTGGATTCACCTTCAACACCTACGCCATGAACTGGGTCCGCCAGGCTCCAGGAAAGGGTTTGGAATGGGTTGCTCGCATAAGAAGTAAAAGTAATCATTATGCAACATATTATGCCGATTCAGTGAAAGACAGGTTCACCGTCTCCAGAGATGATTCACAAAGCATGCTCTATCTGCAAATGAAGAACTTGAAAACTGAGGACACTGCCATGTATTATTGTGTGAGACAGGGGCCTGATCAGGGGGCTTACTGGGGCCAAGGGACTCTGGTCACTGTCTCTAAGCTTCACCACCACCACCACCACCACCACCACCACTAATGA
MRKTAIAIAVALAGFATVAQAAIASRQIKIWFQNRRMKWKKVASDIQMTQSPASLSASVG

ETVTITCRASENVDSYLVWYQQKQGKSPHLLVYNAKTLAEGVPSRFSGSGSGTQFSLKIN

SLQPEDFGNYYCQHHYGNPTFGGGTKLEIKRANSGGGGSGGGGSGGGGSGSSEVQLAESG

GGLVQPKGSLKLSCAASGFTFNTYAMNWVRQAPGKGLEWVARIRSKSNHYATYYADSVKD

RFTVSRDDSQSMLYLQMKNLKTEDTAMYYCVRQGPDQGAYWGQGTLVTVSKLHHHHHHHH

HH**

Mw(ss) = 32770.77

Mw(-ss) = 30371.87
scFv_linkTAT

ATGCGCAAAACTGCTATCGCTATCGCTGTTGCTCTGGCTGGTTTTGCTACCGTTGCTCAGGCTGCTATCGCGAGCGACATCCAGATGACTCAGTCTCCAGCCTCCCTATCTGCATCTGTGGGAGAAACTGTCACCATCACATGTCGAGCAAGTGAGAATGTTGACAGTTATTTAGTATGGTATCAGCAGAAACAGGGAAAATCTCCTCACCTCCTGGTCTATAATGCAAAAACCTTAGCAGAAGGTGTGCCATCAAGGTTCAGTGGCAGTGGATCAGGCACACAGTTTTCTCTGAAGATCAACAGCCTACAACCTGAAGATTTTGGGAATTATTACTGTCAACATCATTATGGTAATCCGACGTTCGGTGGAGGCACCAAGCTGGAAATCAAACGGGCGAATTCCGGCGGCTATGGCCGCAAAAAGCGTCGCCAGCGCCGTCGCGGCGGCTCGAGCGAGGTGCAGCTTGCTGAGTCTGGTGGAGGATTGGTGCAGCCTAAAGGGTCATTGAAACTCTCATGTGCAGCCTCTGGATTCACCTTCAACACCTACGCCATGAACTGGGTCCGCCAGGCTCCAGGAAAGGGTTTGGAATGGGTTGCTCGCATAAGAAGTAAAAGTAATCATTATGCAACATATTATGCCGATTCAGTGAAAGACAGGTTCACCGTCTCCAGAGATGATTCACAAAGCATGCTCTATCTGCAAATGAAGAACTTGAAAACTGAGGACACTGCCATGTATTATTGTGTGAGACAGGGGCCTGATCAGGGGGCTTACTGGGGCCAAGGGACTCTGGTCACTGTCTCTAAGCTTCACCACCACCACCACCACCACCACCACCACTAATGA
MRKTAIAIAVALAGFATVAQAAIASDIQMTQSPASLSASVGETVTITCRASENVDSYLVW

YQQKQGKSPHLLVYNAKTLAEGVPSRFSGSGSGTQFSLKINSLQPEDFGNYYCQHHYGNP

TFGGGTKLEIKRANSGGYGRKKRRQRRRGGSSEVQLAESGGGLVQPKGSLKLSCAASGFT

FNTYAMNWVRQAPGKGLEWVARIRSKSNHYATYYADSVKDRFTVSRDDSQSMLYLQMKNL

KTEDTAMYYCVRQGPDQGAYWGQGTLVTVSKLHHHHHHHHHH**

Mw(ss) = 31051.87
Mw(-ss) = 28740.05
scFv_linkPEN

ATGCGCAAAACTGCTATCGCTATCGCTGTTGCTCTGGCTGGTTTTGCTACCGTTGCTCAGGCTGCTATCGCGAGCGACATCCAGATGACTCAGTCTCCAGCCTCCCTATCTGCATCTGTGGGAGAAACTGTCACCATCACATGTCGAGCAAGTGAGAATGTTGACAGTTATTTAGTATGGTATCAGCAGAAACAGGGAAAATCTCCTCACCTCCTGGTCTATAATGCAAAAACCTTAGCAGAAGGTGTGCCATCAAGGTTCAGTGGCAGTGGATCAGGCACACAGTTTTCTCTGAAGATCAACAGCCTACAACCTGAAGATTTTGGGAATTATTACTGTCAACATCATTATGGTAATCCGACGTTCGGTGGAGGCACCAAGCTGGAAATCAAACGGGCGAATTCCCGCCAGATTAAAATCTGGTTTCAGAACCGCCGTATGAAATGGAAAAAGGGCTCGAGCGAGGTGCAGCTTGCTGAGTCTGGTGGAGGATTGGTGCAGCCTAAAGGGTCATTGAAACTCTCATGTGCAGCCTCTGGATTCACCTTCAACACCTACGCCATGAACTGGGTCCGCCAGGCTCCAGGAAAGGGTTTGGAATGGGTTGCTCGCATAAGAAGTAAAAGTAATCATTATGCAACATATTATGCCGATTCAGTGAAAGACAGGTTCACCGTCTCCAGAGATGATTCACAAAGCATGCTCTATCTGCAAATGAAGAACTTGAAAACTGAGGACACTGCCATGTATTATTGTGTGAGACAGGGGCCTGATCAGGGGGCTTACTGGGGCCAAGGGACTCTGGTCACTGTCTCTAAGCTTCACCACCACCACCACCACCACCACCACCACTAATGA
MRKTAIAIAVALAGFATVAQAAIASDIQMTQSPASLSASVGETVTITCRASENVDSYLVW

YQQKQGKSPHLLVYNAKTLAEGVPSRFSGSGSGTQFSLKINSLQPEDFGNYYCQHHYGNP

TFGGGTKLEIKRANSRQIKIWFQNRRMKWKKGSSEVQLAESGGGLVQPKGSLKLSCAASG

FTFNTYAMNWVRQAPGKGLEWVARIRSKSNHYATYYADSVKDRFTVSRDDSQSMLYLQMK

NLKTEDTAMYYCVRQGPDQGAYWGQGTLVTVSKLHHHHHHHHHH**

Mw(ss) =  31567.62
Mw(-ss) = 29255.81
scFV_TATHis

ATGCGCAAAACTGCTATCGCTATCGCTGTTGCTCTGGCTGGTTTTGCTACCGTTGCTCAGGCTGCTATCGCGAGCGACATCCAGATGACTCAGTCTCCAGCCTCCCTATCTGCATCTGTGGGAGAAACTGTCACCATCACATGTCGAGCAAGTGAGAATGTTGACAGTTATTTAGTATGGTATCAGCAGAAACAGGGAAAATCTCCTCACCTCCTGGTCTATAATGCAAAAACCTTAGCAGAAGGTGTGCCATCAAGGTTCAGTGGCAGTGGATCAGGCACACAGTTTTCTCTGAAGATCAACAGCCTACAACCTGAAGATTTTGGGAATTATTACTGTCAACATCATTATGGTAATCCGACGTTCGGTGGAGGCACCAAGCTGGAAATCAAACGGGCGAATTCCGGTGGAGGCGGTTCAGGCGGAGGTGGCTCTGGCGGTGGCGGAAGTGGCTCGAGCGAGGTGCAGCTTGCTGAGTCTGGTGGAGGATTGGTGCAGCCTAAAGGGTCATTGAAACTCTCATGTGCAGCCTCTGGATTCACCTTCAACACCTACGCCATGAACTGGGTCCGCCAGGCTCCAGGAAAGGGTTTGGAATGGGTTGCTCGCATAAGAAGTAAAAGTAATCATTATGCAACATATTATGCCGATTCAGTGAAAGACAGGTTCACCGTCTCCAGAGATGATTCACAAAGCATGCTCTATCTGCAAATGAAGAACTTGAAAACTGAGGACACTGCCATGTATTATTGTGTGAGACAGGGGCCTGATCAGGGGGCTTACTGGGGCCAAGGGACTCTGGTCACTGTCTCTAAGCTTTATGGCCGCAAAAAGCGTCGCCAGCGCCGTCGCAAGCTTCACCACCACCACCACCACCACCACCACCACTAATGA
MRKTAIAIAVALAGFATVAQAAIASDIQMTQSPASLSASVGETVTITCRASENVDSYLVW

YQQKQGKSPHLLVYNAKTLAEGVPSRFSGSGSGTQFSLKINSLQPEDFGNYYCQHHYGNP

TFGGGTKLEIKRANSGGGGSGGGGSGGGGSGSSEVQLAESGGGLVQPKGSLKLSCAASGF

TFNTYAMNWVRQAPGKGLEWVARIRSKSNHYATYYADSVKDRFTVSRDDSQSMLYLQMKN

LKTEDTAMYYCVRQGPDQGAYWGQGTLVTVSKLYGRKKRRQRRRKLHHHHHHHHHH**

Mw(ss) =  32067.90
Mw(-ss) = 29756.09
scFv_PENHis
ATGCGCAAAACTGCTATCGCTATCGCTGTTGCTCTGGCTGGTTTTGCTACCGTTGCTCAGGCTGCTATCGCGAGCGACATCCAGATGACTCAGTCTCCAGCCTCCCTATCTGCATCTGTGGGAGAAACTGTCACCATCACATGTCGAGCAAGTGAGAATGTTGACAGTTATTTAGTATGGTATCAGCAGAAACAGGGAAAATCTCCTCACCTCCTGGTCTATAATGCAAAAACCTTAGCAGAAGGTGTGCCATCAAGGTTCAGTGGCAGTGGATCAGGCACACAGTTTTCTCTGAAGATCAACAGCCTACAACCTGAAGATTTTGGGAATTATTACTGTCAACATCATTATGGTAATCCGACGTTCGGTGGAGGCACCAAGCTGGAAATCAAACGGGCGAATTCCGGTGGAGGCGGTTCAGGCGGAGGTGGCTCTGGCGGTGGCGGAAGTGGCTCGAGCGAGGTGCAGCTTGCTGAGTCTGGTGGAGGATTGGTGCAGCCTAAAGGGTCATTGAAACTCTCATGTGCAGCCTCTGGATTCACCTTCAACACCTACGCCATGAACTGGGTCCGCCAGGCTCCAGGAAAGGGTTTGGAATGGGTTGCTCGCATAAGAAGTAAAAGTAATCATTATGCAACATATTATGCCGATTCAGTGAAAGACAGGTTCACCGTCTCCAGAGATGATTCACAAAGCATGCTCTATCTGCAAATGAAGAACTTGAAAACTGAGGACACTGCCATGTATTATTGTGTGAGACAGGGGCCTGATCAGGGGGCTTACTGGGGCCAAGGGACTCTGGTCACTGTCTCTAAGCTTCGCCAGATTAAAATCTGGTTTCAGAACCGCCGTATGAAATGGAAAAAGAAGCTTCACCACCACCACCACCACCACCACCACCACTAATGA
MRKTAIAIAVALAGFATVAQAAIASDIQMTQSPASLSASVGETVTITCRASENVDSYLVW
YQQKQGKSPHLLVYNAKTLAEGVPSRFSGSGSGTQFSLKINSLQPEDFGNYYCQHHYGNP

TFGGGTKLEIKRANSGGGGSGGGGSGGGGSGSSEVQLAESGGGLVQPKGSLKLSCAASGF

TFNTYAMNWVRQAPGKGLEWVARIRSKSNHYATYYADSVKDRFTVSRDDSQSMLYLQMKN

LKTEDTAMYYCVRQGPDQGAYWGQGTLVTVSKLRQIKIWFQNRRMKWKKKLHHHHHHHHH

H**
Mw(ss) =  32754.81
Mw(-ss) = 30443.00
