>EF136587.1 Putative holin

TACTGTTATATTATTGTTAGAAATAAATATAATAGAAAGGTCGGTTTTT TA-GCTAATGAAACTAAACAACCTAAAGTTGTTGGAGGAATAAACCTTAGCACAAGAACTAAGAGCAAAACATTTTG
GGTAGCAATTATATCAGCAGTAGCATTATTTGCTAACCAAATTATAGGTGCTTTCGGTTTAGACTACTCAGCTCAAATTGAGCAAGGTGTAAATATTGTAGGTTCTATACTAACACTATTAGCAGGTT
TAGGTATTATTGTTGATAATAATACTAAAGGTCTTAAAGATAGTGATATTGTTCAAACAGACTATCTTAAACCTCGTGATAGTAAAGACCCTAATGAATTCGTTCAATGGCAAGCAAATGCAAATAAC
ACTAGTACTTTTGAGATAGACAGCTACGAAAACAATGCAGAACCTGACACAGATGATAGTGATGAAGTACCTGCTATTGAAGATGAAATTGATGGTGGTTCAGCACCTTCTCAAGATGAAGAAGATAC

CGAGGAACATGGTAAAGTATTTGCAGAAGT TAAG-TGGCTACAGATGA

- iniciac¢ny koddn

- stop koddn
Name Sequence Site Length || Overhang | Frequency Cut Positions
Scal AGTACT G blunt 1 390
Sspl AATATT i blunt 1 222
Hmnl | GAANNNNITC i blunt 1 356
Apol RAATTY G five_prime 1 352
Becl CCATC 3 five prime 1 469
Bpuldl CCTNAGC G five prime 1 a7
EcoPl13] CAGCAG i five prime 1 173
EccoRI GAATTC 6 five_prime 1 3s2
Smll CTYRAG G five_prime 1 494
Spel ACTAGT 6 five prime 1 385
Tatl WGETACW G five prime 1 388
AlwNT CAGNNNCTG 6 three_prime 1 427
BseMII CTCAG 3 three_prime 1 209
BseRI GAGGAG G three_prime 1 553
Mimel TCCRAC 6 three prime 1 63
BspMI ACCTGC G five prime 2 241, 482
Alfl || GCANNNNNNTIGC i three_prime 2 355, 389
Begl |[[CGANNNNNNIGC i three prime 2 400, 434
Ags] TTSAA 3 three_prime 3 310, 361. 463
Mboll GAAGA 3 three prime 3 475, 514, 517
Tsol TARCCA G three prime 3 43, 178, 346
Bdal ||[TGANNNNNNTCA i three_prime 4 289,323, 340, 374
TspDTI ATGAA 3 three prime 5 74. 365, 461, 482, 515

In silico restrikéna analyza génu pre predpokladany holin s okolitymi sekvenciami
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pET28a: T7 polymeraza zacina transkripciu na pozicii 369 - 0, terminator je na pozicii 26-72



TY promoter primer #569348-3

pET upstream primer #69214-3
> Bglll T7 promoter lac operator Xbal rbs
A ATCT AT CC G GAAAT TAATAC A TCACTATAGGE CAATTETEAGCCEATALCAATTCCCCTCTAGAAATAATTTTETTTAACTTTAAGAAGGAGA
Neo | His*Tag _Nde| Nhel T7-Tag

TATACCATGEGCAGCAGCCATCATCATCATCATCACAGCAGLGGCCTEATELCECELEECAGLCATATGECTAGCATCACTGGTGEACAGCAA
MetGlySerSerHisHisHizsHisHisHi sSerSerGlvLeuVal FrofArgl | vSerHisHatAlaSerMetThrGlvGlyGIinGIn
Eagl "thrombin
BamH | EcoR| Sacl _ Sall HindIll _ Notl  Xhol His-Tag
ATGGETCGLGGATCCGAATTCEAGC TCCETCGACAAGCTTGLEECCEGCACTCGAGCACCACCACCACCACCACTCGAGATCCGACTEGCTAACARAGCCC pET-28al+)
MetGlvArgGlySerGluPheG luleubrgArgEinAlaCysGl vArgThrArgd laFrofroProPrefrolevArglers | yCysEnd

GBETCGGEATCLGAATTCGAGCTCCETCGACAAGCTTGCEELCECACTCGAGCACCACCACCACCACCACTGAGATCCEGECTGLTAACAMAGCCL nET-28k 1+
GlvArghspProfAsnierSerSerVol AsplyslovdlabloblaleuGluHisHisHisHisHisHIisEnd

BT EGATCCGAATTCGAGETCCGTCGACAAGCTTGCGELCGCACTCGAGCACCACCACCACCACCACTCGAGATCCGEETGCTAACAAAGCCC aET-28c |+
GlyvArglleArgllebdrghlaProSerThrSerLeavArgProdisSerSarTheTheTheTheTheTheGlul leArgleulouThrlysPro. .

Bput102 1 T7 terminator
GAAAGGAAGCTGAGTTEECTGL TECCACCGC TEAGCAATAACTAGCATAACCCCTTEEEGLCTCTAAACGEETCTTEAGGEETTTTTTG

T;T:' terminator primer #69337-3
pET-28a-c(+) cloning/expression region

Detail sekvencie multiple cloning site s vyznaéenymi $tiepnymi miestami, a funkénymi oblastami.

Uloha: Navrhnite primery vhodné na klonovanie predpokladaného holinu do zadaného expresného vektoru pET28a, tak aby sa na jednom alebo druhom konci proteinu
nach&dzal His-tag ulahcujuci purifikaciu a aby bolo mozné ho v tomto vektore exprimovat.

Sekvencie primerov vhodnych na klonovanie:
Hol_ ~ _FW:5- -3

Hol_~ _RV:5- 3



