>EF136587.1 Putative holin TACTGTTATATTATTGTTAGAAATAAATATAATAGAAAGGTCGGTTTTTTAATGGCTAATGAAACTAAACAACCTAAAGTTGTTGGAGGAATAAACCTTAGCACAAGAACTAAGAGCAAAACATTTTGGGTAGCAATTATATCAGCAGTAGCATTATTTGCTAACCAAATTATAGGTGCTTTCGGTTTAGACTACTCAGCTCAAATTGAGCAAGGTGTAAATATTGTAGGTTCTATACTAACACTATTAGCAGGTTTAGGTATTATTGTTGATAATAATACTAAAGGTCTTAAAGATAGTGATATTGTTCAAACAGACTATCTTAAACCTCGTGATAGTAAAGACCCTAATGAATTCGTTCAATGGCAAGCAAATGCAAATAACACTAGTACTTTTGAGATAGACAGCTACGAAAACAATGCAGAACCTGACACAGATGATAGTGATGAAGTACCTGCTATTGAAGATGAAATTGATGGTGGTTCAGCACCTTCTCAAGATGAAGAAGATACCGAGGAACATGGTAAAGTATTTGCAGAAGTTAAGTAATGGCTACAGATGA
ATG – iniciačný kodón
TAA – stop kodón 
[image: ][image: ]In silico restrikčná analýza génu pre predpokladaný holín s okolitými sekvenciami














pET28a: T7 polymeráza začína transkripciu na pozícii 369 → 0, terminátor je na pozícii 26-72

[image: ]Detail sekvencie multiple cloning site s vyznačenými štiepnými miestami, a funkčnými oblasťami. 












[bookmark: _GoBack]Úloha: Navrhnite primery vhodné na klonovanie predpokladaného holínu do zadaného expresného vektoru pET28a, tak aby sa na jednom alebo druhom konci proteínu nachádzal His-tag uľahčujúci purifikáciu a aby bolo možné ho v tomto vektore exprimovať.
Sekvencie primerov vhodných na klonovanie:
Hol_RE1 _FW: 5’- 						-3’
Hol_RE2 _RV: 5’- 						-3’
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image2.png
Name Sequence | site Length|[ Overhang |[Frequency|  Cut Positions
Seal AGTACT 6 blunt 1 300

Sspl AATATT 6 blunt 1 2

Xmal | GAANNNNTTC 6 blunt 1 356
Apol RAATTY 6 five prime | 1 352

Bed ccatc 5 five prime | 1 460
Bpuldl | CCTNAGC 6 five prime | 1 97
EcPiSI|  cAGCAG 6 five prime | 1 173
EcoRT GAATTC 6 five prime | 1 352

Smll CTYRAG 6 five prime | 1 494

Spel ACTAGT 6 five prime | 1 385

Tatl WGTACW 6 five prime | 1 388
AlnNI | CAGNNNCTG 6 |three prime| 1 427
BseMI CTCAG 5 |threcprime] 1 200
BseRI GAGGAG| 6 |three prime| 1 553
Mumel TCCRAC 6 |three prime| 1 63
BspMI | ACCTGC 6 five_prime | 2 241,462
Alfl |GCANNNNNNTGC| 6 |three prime] 2 355,380

Begl |CGANNNNNNTGC| 6 |three prime] 2 400,434
Agsl TTSAA 5 |threc prime| 3 310,361 463
Mboll GAAGA 5 |threc prime| 3 475,514,517
Tsol TARCCA 6 |three prime| 3 43,178,546
Bdal |TGANNNNNNTCA| 6 |three prime| 4 280,323,340, 374
TspDTI ATGAA 5 |three prime[ 5 ]74.365. 461, 482. 513]
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PET upstream pimer #68214:3 ™17 promoter e . ol

T7 promoter primer #69348-3
e e

ACATETCI:AT[(EI:EEAAATTAATAE:AETCAETA'AI:I:ECAATTCTI:AE,I:EATAAEALVTEEC,TErA:AAA'AATHTETHAAEHTAACTELA
Neot His'Tag _Ndel 7
TATACCATOGGCAGCAGEERTCATCATCATCATEAC AGCAGCGGCC TGTGECOCGCAOCARCCATATOGCTAGCATGAC TG0 TGRACAGLAR
HetGlySersert st ishisHisHishisSerSerGlyLeulalProArgllySerH ishetAlaSertet ThrGlyGIyGInGIn
Eagl ‘thrombin
—__ BamHIEcoR) Sacl  _Sall Hindll _Notl_ Xhol His'Tag

ATGBGTCGCGGATCCGAAT TCGAGCTCCRTCGACAAGE T TRCGGCCREA TCBAGCACCACCACCACCACCAL TGAGATCCOOC TECTAACARAGEEE  pET-28a(+)
FetGIyArgl ySer | uPheG | uleuArghrgl|nd IaCySG lyArgThrAr Al aProProProProProleulrgSert|yCysEnd

GTCGRGATCCGAATTCGAGCT
GlyArgAspProAsnSerSerSer Val AspLysLeuA o 1A oL euG | uHisH 5

TCGACARGCTTGCOBLCGCACTCRAGCALCACCACCACCACCACTGAGATCCGACTGLTARCARAGCCL  pET-28b [+
HisHisHisHISEnd

GGTCGGATCCGAATTCGAGE TCCGTCOACAAGE TTGCGOCCGCACTCOAGCACCACCACCACCACCACTGAGATCCGECTGCTARCARAGCCE  pET-28c [+
Glyirgllehrg! leArghloProSerThrSerLeulrgProtisSerSerThr Thr ThThr Thr TheGlul leAraleul euThrLysPro

Bputt021 T7 terminator
GAAAGGAAGCTCAGTTGECTGCTOCCACCACTEAGCARTAACTAGCAT ARCCEE T TRRRGCE TC TAAACGGRTC TTGAGRRRTTTTTTE

-~
T7 terminator primer #68337-3

PET-28a-c(+) cloning/expression region





