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tacacttcta
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cctgccttot tgaccaaccc
tgaaaaagtyg tcccagaaac
tttcatagtt gctagaagceco
TTLTtettLLL ctttttoott
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B Microsoft - '
— UL [File Edit [Oligo] Sequence Multiple alignment  Help

Irnpert clige in project

R o

PeaBeroes

Remove oligols)

Export

sequence | sequence list | Multi-alignment | Mult-alignment list |

cel Long name |
Print
: = i = Creation [ s
Test oligo for dirners and hairpin loops Typs |DHA melﬂw“iSSlc Authar dae 2741072002
= Quick search oligo in sequences
= 3 Align oligo with sequences
= =3 Quick search oligo in multiple alignment
A Align cligo in multiple alignment
TR init I end comments:
w
=]
o
?
=
c
n
o
1 gaattcggca cgaggogatdg ctocagagggc aggcacctgc tgoctoctgtaa %
51 tgattcagcc totttcagocc gotgogitaa cacgacagga tgctgttgot o)
101 actgteogetg ctgoctotco tgoccgocogoc gotgotgoocg cogocgocto =
151 [setefefeinaraails tnaananalwt-T=C O CC CQocatgacag ttgbtttoett 8
7 201 cctctaagca gacaccagct tocagacgctt gaggtgagaa acatgoocttt i
251 cagtttggga tactggttta cttaatcggc taggcggcag cttgcttooct <.
301 attttggtcc cctgococttct tgaccaaccc ggcatggbit ggagaagceat ﬂ
351 ttgaaagaac tgaaaaagtg tocccagaaac aacagctcaa gatatttocgg 2
401 tacacttcta titcatagit gotagaagos CLLToLLLLT cgLTLTLLLLT g_J
L 2o G o 0 0 G X ) 0 o g Y o 7 0 e g G P 4 0 o [ 0 W ) 6B o e o T SH
501 ctggtacttt gggtaattgc cttggacttg ggtgccttat cgatttoccco _g
551 cteccaagatg ctgtatcatt tggttggggg gagotctgocg tggtaatgca 8
8 601 ctgtgagaga ggccaggoct totggaggtg agoccgatgga gatttattcoco Q.
651 ccagacatgt ctgagdtadc tggcgggagg toctcocagoc cotocactca ﬁ
T01 gctgagtgoca gocccatctc Ltgatgggct Loocggcagod gaggaacata o
751 taccagacac ccacacagaa gatgagagaa gococctggact cctgggoctg g
801 gecggtgocct gotgbgtgbg cotggaagct gagogoctga gagggtgtcot o
851 caactccgag aagatctgca ttgbttcccat toctggcocttge ctagtcageco Q_J
901 teoctgococtotg cattgctggc ctgaagtggg tatttgtgga caagatattt <
oo
“E' = 851 gaatacgact ctcctaccca cottgaccct ggggggttag goccaggacceco )
-E,}Feﬁ“_?' 1001 tgtgatttct ctggatccaa ctgoctgococc agccattttg gtatcatctg a
R L e e T =
QD

P NCBrSequ.. !
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m.'o Fite  Edit 'Olign Sequence Multiple alignment  Help )
e B | ‘% = | - 7 |@ = @ | (@ (@ (0 0iver Friard 1887-2008
"o & b e 2@ & Q|9 e @ © @
Oligo Dligo Oligo list | Sequencel Sequence Ilst] Multi—alignment] Multi—alignmentlistl
4 [ ] E‘ S‘?equence hame ISequence I Length IChec... I Wy IGC% II'.'IEC !salt conc. (... Iprirner conc... I Tm (’C)Aua...l
- i Seguence’
2 e Multiple alignment
O
-
4l |
W 3 Canfirm ﬁ
6=
b @ Create new oligo with the clipboard sequence? ?
£ N
| u
|
o
7
o

NCE] Sequ..
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File Edit Oligo Sequence Multiple alignment Help

e héEdvd2A QX O @@ T

E- Oligo Oligo IDIigoIisti Sequencel Sequence Iist] Multi—alignmentl Multi—alignmentlist]
— | | - Oligot-sense
4 & 7 [ = Sequence NamelOligol—sense notes || Mone

Sequence
o Multiple alignment

Seq & |r-.tr-.trrrrl—.r-.ttnr-.tti-.tn ttttac

3 Insert the sequence of oligo
— 1uB 551:;.5'[ TG DT AT
=1
— - —
= 5'|GTBAAAGCAAAAGCARGACCAGAG
g — comp.
— = Length MW BL% GO checksum  Wolar ext. coef
2 124 b [73z0  |a1.ge 3134 [198380  Umal (3t 220 nm)
i Sattcc |50 mi Pr'unerscc!zso nh Tm |55.n *t
Alignment results Allawi, 1897
Seq. name ] SENSE I init ] end I score ] alignment ] Sequence target ] Color ... I
10
11
12
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File Ed‘i‘t Oligo :Enequence -Muhiple alignment Help
-2 D XE | 2+v@@ Q| QYa B O @ @
=-Oligo Oligo IDIigoIisti Sequencel Sequence Iistl Multi—alignmeml Multi—alignmemlistl
— || ¢ - Oligol-sense .
4 s o "8:@1'3””99”99 Namel / pr|mer senso notes || Mone
! E - Oligo : . . .
A | i ! (create oligo with the clipboard sequence)
- =d || - Multiple alignment qu;w::
o 3 = GO0 checksum  Molar ext. coef
= BlliE | io_b [ [o Urnal (st 250 nm)
:E _: Saftcc S0 mM Primers cc {2 ni Tm i *C
j_.. Alignment resutts Allavwdi, 1957
.}E = Seq. name lsanse |ir|'rt \Bﬂd lscure Ialignm&nt ]Saquenc:etarget Cﬂlur...l
. &
10 _g
. . )
primer antisenso %
(DO NOT create oligo with the clipboard sequence, o
: . - =
3 dovete fare “copia e incolla” in questa casella) =
S11 (@]
<
o
x
QD
L % )
'_12 B -§
8
S
o
®
o
o)
s
=
o
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oligo | Oligo Iistl seql Test oligo for dimers and hairpin loops nt Iistl
i Restriction analysis
= B |m . s
_ “:i NameIOl:Lg'ol se Translate sequence notes |I MNone
o i1 Seq. 5 |CTCTGGTC'I Reverse/complement sequence
i IUBsaq.S‘ICTC TGE T Find ORF
=3 = Base composition
3 eV glGTAARAGCH "
e — COMp. Coden usage
4 — Length MW
3= 9 =3 izq b |732 Crypt/Decrypt sequence )
! E |
i Satcc [50 mM Frim RER product c
| Melting temperature
Alignment results
= Seq. name l sense I init l end I score l alignment ] Seguence target ] Color ... I
10 [T
£
Il
==
11 "!3
i
=8
12
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Filte: Edit Oligo Seguence

Multiple alignment  Help

RE 22> Q2B F O ©

12

E| Sequence
. - Sequencel
i Multiple alignment

Oligo |Dligolistl Sequence! Sequence Ilstl Multi—alignment] Multi—alignmemlistl

Name IOlig’ol—sense

notes |I Mane

Seq 5 |CTCTGGTCTTGCTTTTGCTTTTAC

IUBSBq_S‘lCTC e TET TGEE TTTOTEE T TAE

Py S'IGTMMGCBMGCMGACCAGAG
comp.

Length MW GC% GCG checkzum  holar ext coel.
24 b |7320 =41_G€ 53134 Iissaso Uimel {at 280 nm)
Satcc |50 mM Primers 003250 nid Tm |55.CI i o
Allawi, 1997

Alignment results

Seq. name I SENSE I init I end l score I alignment

] Seguence target ] Color ... I

!‘ Primer dimers and Hairpin loops

=55

Oligol-sense: CTCTGGTCTTGCTTTTGCTTTTAC

CICTGGICTTGCTTTTGCTTTTAC
TGCCGCCTAGCCGATTARG

Cligol-sense
Oligol-antisense

Dirners < x| Max |

CICTGGICTTIGCITITGCTITIAC

I I I I
CATTTTICGITITCGITCTGGICIC

Haipinloops < | » | Max |

CICIGGTIC
I I T
CATTITICGITITCGT
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R Microsoft s : I - :
ﬂ _ — File Edit Oligo Sequence  Multiple alignment Help )
.- % e | | T ;:, | - n 3 | @ = Lm) ; | -D { - (ey-Olvier 19972008
2 h E 2@ & Q Y @ @©
Oligo |Dligolistl Sequencel Sequence Iistl Multi—alignmentl Multi—alignmentlistl
-
i d ’jl : Na_melOligol—sense notes “ Mone
3 {]
" Seq. 5 ICTCTGGTCTTGCTTTTGCTTTTAC
|
& |
— | [UB&Bq_S'iCTC BEE TET BEE TTT TEE TTT TAC
] =t
= e
oy 5'|GTMAGCMAGCMGACCAGAG
—4 comp.
h_ Length M GC% GCG checksum  Molar ext. coef
Ao 24 b 7320 |a1.se |a134 |t9a3e0  Umal(zt2z0nm)
i saltce [so i Primers ccfzsa oM ™ |55.u c
1
| Alignment results Allawi, 1997
== Segq. name I 2ense | init ] end I score I alignment ] Sequence target ] Color ... |
= ! Primer dimers and Hairpin loops ﬁ
£ Oligol-sense: CTCTGGTCTTGCTTTTGCTTTTAC
| Oligol-sense : CICTGGICTTGCTITTIGCITITAC
1l Oligol-antisense : TGCCGCCTAGCCGATTAAC
-
" 13 Dirners £ I > i M an I
CICTIGGEICTIGCTITITIGCTTITTAC
I I
GRATTAGCCGRATCCGECCGET
L 4 [}
14 Hairpin loops < | x| Max |
CICTGGIC
| | T
CATTTITCGITITCGT
=4
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File Edit [Oligo| Sequence Multiple alignment Help

New oligo o @ :{h ‘Q@J = Lm; @ | @ @ {e) Divier Friard 1997-2004

Import eligo in project

Remove oliga(s) Sequencel Sequence Ilstl Multi—alignmeml Multi-alignment Iistl

Export S Sequence ! Length I Chec... ! WMWY ! GC% MEC =alt cone. (... ! primer conc... I Tm (*C) Alla... !
- CTCTGGTCTTGCTITTGCTTTTAC 24 334 7320 a7 188360 50 250 55.0

Print ; TGCCGCCTAGCCGATTAAG 19 3480 5851 579 172180 50 250 56.5

Test oligo for dirmers and hairpin loops

Quick search oligo in sequences
Align oligo with sequences '

Quick search oligo in multiple alignment

Align olige in multiple alignment
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; AnnHyb 4.943 September 09, 2010

i _F_ttg Edit Oligo Sequence Mu!ttEEE alignment Help
D EBIhXEBwORQA BeTO @D

Bl Oli Olign Oligolist | Sequence | Sequence list| Multi-alignment | Multi-alignment list
i

i~ Oligo1-sense
Crl'g Yot Name I Sequence ! Length I Chec... ! WV I GC% ! MEC I salt conc. . ! primer conc... I Tm (*C) Alla... I
L o Igol-antisense
E Se uegﬁf:e .Dligu‘l-sen... CTCTGGTCTTGCTTTTGCTTTTAC 24 3134 7320 9.7 198360 50 250 55.0
ElkE qS 1 .CIIigu'I-anti... TGLCGCCTAGCCGATTAAG 19 3430 5851 579 179180 50 250 56.5
oeguence

Multiple alignment

B e S T —— R p— p— -—-—,——_—-_—-ﬁ—v—r-—.-—-\ R
- Skype + gt Statall, Trred.. ) BCAB 2013 Pr.. @ I Whcrosoft ... - AnnHyb 4.943 ...
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Multiple alignment  Help

File Edit Olign Sequence

S =
[ - = | ==

b

A
¥

et
|

B=

Oligo

Oligo1-sense
Oligo1-antisense
- Sequence

i Sequencel
“Multiple alignment

CCttgaccct

& Statah, Trred..

&%) BCAB 2013: Pr...

g grtag

2 @ & Q jf‘:{?—ﬂ @ @ @
Oliga 1 Oligo list Sequence ]Sequence Iisti MLIIti—aIignmemi MLIIti—aIignmentIist]
Namsa iSequencm Long name ]
Diescription ]
Length (5712 Type [DHZ cruecksumisslz Author C’eag::: z7/10/2012

‘Beguence header

Sequence annotstions

Mame i init 1 and 1 comments.

.{)qum-sens& 151 174 found ofigo scone: 100 sense: .

.Olgn?-ar-t'rserse 271 285 found olige scone: 100 sense: ...

1 gsattcggca cgaggcgatg ctcagagggo aggcacctgoc tgotctgtaa
51 tgattcagoc tctttcocagec gotgogttaa cacgacagga tgotgttget

101 =actgteogotg ctgoctcoctco tgocgocgoc gotgotgoog cogocgooto
151 [seedifagdeine ueaadiaes metet CCLCC Tgcatgacag ttgbtttott
201 cctctaagca gacaccagoct tcagacgott gaggtgagaa acatgoocttt
251 cagrttggga tactggttta cttgottoct
301 attcttggtco coctgocttch tgaccaacco ggcatggttt ggagaageoat
351 ttgaaagaac tgaaaaagtg tcccagaaac aacagctcaa gatatttogg
401 tacacttcta tttcatagtt gctagaagcc ctttcocttttt cgtttttttt
451 tTtrtctttttct ttttocttttt Ctttttcott ttocctgotte ctococtaagot
501 ctggrtacttt gggtaattgo cttggacttg ggtgoottat cgatttocoo
551 ctccaagatg ctgtatcatt tggttggggg gagctcoctgeg tggtaatgea
601 ctgtgagaga ggccaggcct tctggaggtg agoccgatgga gatttattcco
651 ccagacatgt ctgaggtagc tggocgggagg tocctccagoo coctoccactca
701 gectgagtgoca goocccatcto ttgatgggot toocggocagog gaggaacata
751 taccagacac ccacacagaa gatgagagaa gocctggact coctgggooctg
801 gcggtgoocct gotgtgtgtg cctggaagot gagocgococtga gagggtgtcoct
851 caactccgag aagatctgca ttgttcocccat tcoctggottgo ctagtcageco
801 rtctgooctctg cattgotggs ctgeagtggg tatttgtgga caagatattt
851 gsatacgact ctocLaccca goccaggacco
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File Edit Olige Sequence

Multigle alignment  Help

¥

D-2 &1k

RE[2v @@ QerwOed

Friard 1957

TS
=AU

- Oligo

: ?HOH901—sense

: Oligo1-antisense
é~Sequence
E----Sexquenl:;ed

L Multiple alignment

Oligo | Oligotist Sequence | sequence list | Multi-alignment | Muti-alignment ist |

Masm= [Sequence’ Lumgrlamel
e
Length [ST1Z Type [DNZ diedﬁ-mlﬁslz Austhor Qﬂ E7/10/2012
Sequence hasder
.
Ssgquence annotations
Il cvcorsens- 15 174 found olige score: 100 sense; ...
.Ofun]-amjsense mn 2E5 fownd oligo score: 100 sense:
1 gaattcggca cgagddcogatg ctcagaggdc aggcacctgc tgotoctgtaa -
51 tgattcagcoccoc totttocagcococ gotgogttaa cacgacagga tgotgbtgot =-|

101 actgtcgctg
CUCEggEChEE

cocbcBaagca

cagbetggga
301 attttggtcco
351 trtgaaagaac
401 tacacttcta
451 TTLCLLTLTTLCT
501 ctggtacttt
551 ctccaagatg
801 ctgtgagaga
651 ccagacatgt
701 gctgagtgca
751 taccagacac

ctgoctotoo
4 [:0-4 70 3830 303 [ =438 31
gaCcaCCAagoh
DacEggLbDa
CCTgCoTTOT
tgaaaaagtyg
TTTCAatagrtt
TEEECEEELE
gggtaattge
CctgrTatcatt
ggccaggeoct
ctgaggtage
goococcatoto
ccacacagasa

tgcogoogoc
THACTECECC
LTCagacgecnn
CcUbaatcgge
Tgaccaacoo
TLCCCcagaaac
gocrtagaagoco
CEETEECCEE
cttggacttg
TggTTggggg
Tctggaggtg
tggcgggagyg
ttgatgggct
gatgagagas

gotgotgocog
bgoatgacag

ggcatggttt
aacagctcaa
CTTTCLTTLT
{58 Ml od ol's fod o ol
ggrtgcoctTat
gagctotgog
agcocgatgga
tooctCocoagoo
tococggoagog
gocococtggact

cogoogocte

cttgocttoct
ggagaagcat
gatatttogg
COQUTTETTTT
ctooctaagot
cgatttocoo
Tggtaatgoa
gatttattoo
coctococactod
gaggaacata
coctgogoctg

|5eq. length: 5712 Selection: 151 - 288 ({138 bp) Tm=732"C {Howley, 1979)
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PROGETTO DETTAGLIATO BIOTECNOLOGIE CELLULARI

1 - Studio delle sequenze presenti in banca dati riguardanti la NRG1-typelll-beta 3

2 - Scelta dei primers per amplificare la NRG1-typell I-beta 3 di ratto (tenendo
conto del fatto che poi la cloneremo in frame in un vettore esprimente la GFP).

3 - RT-PCR

4 - Clonaggio di NRG1-typelll-beta 3 in vettore pCR-bluntll-TOPO

5 - Sequenziamento

6 - Subclonaggio in vettore di espressione pEGFP-C3 (proteina ibrida NRG-EGFP)
7 - Subclonaggio in vettore di espressione pIRES-puro2

8 - Subclonaggio in vettore di espressione con coda FLAG per identificazione della
proteina

9 - Subclonaggio di NRG1-typelll-beta3 in vettore virale adenoassociato pAAV-MCS
10 - Subclonaggio di NRG1-typelll-beta3-FLAG in vettore virale adenoassociato pAAV-
MCS
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NB Per ogni clonaggio e sub-clonaggio studio delle digestioni enzimatiche che
consentono di verificare il corretto orientamento dell'inserto, con previsione delle bande
attese in caso di clonaggio senso o antisenso
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TaBLE 1
Primers used for PCR amplification of human SMDF

Primer Sequence
First round
Sense GCCTCTGCGTGGTAATGGAC
Antisense AATGTTCTCATGCGACAGGC
Second round
Sense CTTCTGGAGGTGAGCCGATG
Antisense AAGCAGCACCAACTGAGCAT

Solo per uso didattico - vietata la riproduzione o la vendita

EXPERIMENTAL PROCEDURES

Cloning and Expression of SMDF—Human SMDF cDNA was cloned
by nested PCR amplification from a human brain stem cDNA library
(LMG2, American Type Culture Collection, 37432). The primers were
based on the published human SMDF cDNA sequence (13) and are
shown in Table I. Conditions for PCR reactions were 94 °C for 1 min
(denaturation), 60 °C for 2 min (annealing) and 72 °C for 10 min (ex-
tension) for 30 cycles. The resulting PCR product was cloned into pCRII
(Invitrogen). The insert was excised from this vector by digestion with
EcoRI and subcloned into the plasmid pCMVneo. For the addition of
FLAG epitope tags, the insert was reamplified by PCR using primers
that overlapped the ends of the protein coding sequence and were
extended on their 5'-ends by sequence coding for the FLAG epitope
sequence. These products were cloned into the T/A expression plasmid
pCR3.1 (Invitrogen). Sequences of expression plasmids were verified by
DNA seauence analvsis.



Solo per uso didattico - vietata la riproduzione o la vendita
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http://www.invitrogen.com/

Vettore di clonaggio del prodotto di RT-PCR



PEGFP-N1 Vector Information PT3027-5

GenBank Accession #U55762 Ase | Catalog #6085-1
(8]
SnaB |
Apal |
4362) (341)
MCS
p (591-671)
uc CMV IE
Eco0109 | e
3856)
HSV TK
' " a EGFP
oA L EGFP-N1
4.7 kb BsrG | (1389
Kan'/ r 50‘7’4‘; Not | (1a02)
Voo’ e A Xbal” (1412
P p ori
SV40
¢ Afl 1 (1640)
Dra Il (1874)
Stul
(2579)
o Bl B 21 B31 541 B51 561 &M EGEP
G CTA GCG CTA CCG GAC TCA GAT CTC GAG CTC AAG CTT CGA ATT CTG CAG TCG ACG GTA CCG CGG GCC CGG GAT CCA CCG GTC GCC ACC ATG GTG
Nhe | Ecoa7 lll Bgill Xhol _° HindIll EcoRl Pstl Sall Kpnl \ Apal _ BamH| Agel

Sac | Accl Asp7181 \ Bspi2ol Xmal
Ecli 1l P e T Smal
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PEGFP-C3 Vector Information PT3052-5

Clontech
GenBank Accession # U57607 Catalog #6082-1
Vettore di espressione per
Ase | .
(8) ottenere proteina ibrida

SnaB |

(341) Nhe | 592)
Eco41 1l (597
Age | (501)

Eco0109 | HSV TK EGFP
80 """ DEGFP-C3
) BsrG | (1323
4.7 kb SV4o0 13z
Kan'/ poly A MCS
Neo' f1 (1328-1413)
SV40 ori ori
P P
PV, Milu | (1638)

Dra Il (1368)

Stu |
(2573
EGEP 19:33 1:3:10 1:3:50 1:-130 15"?0 15'.Eilil 1:3'90 jlgfi
TAC AAG TAC TCA GAT CTC GAG CTC AAG CTT CGA ATT CTG CAG TCG ACG GTA CCG CGG GCC CGG GAT CCA CCG GAT CTA GAT AAC TGATCA
Scal Bglll  Xho S \ I HimdWl  EcoRl Pstl  Sall Kpnl .  Apal * BamH| Xba I* Bel I*
E.::.-?I&.';EII Acc| Aspmsl  Bsp120l Xmal

Sacll Smal
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- Quale vettore devo usare per avere la GFP nella regione citoplasmatica?

vA g

GFP =~ —— 1}

<
DVQ

<

Asgel
ApalL | @ SnaB |
(4356) B4) Nhel (592)
Eco47 Il (597)
puC Pemv e Agel 501
orl

HSV TK
Eco((g)géa? | poly A EGEP-C3 EGFP
p BsrG 1 (1323)
4.7 kb SV40
Kan'/ poly A MCS
Neo" 1 ' (1328-1413)
SV40 ori ori N
P P
% , Miu 1 (1638)
Dra lll (1868)
’? Stul
(2573)
| |
Asel
Apal | i SnaB |
(4362
MCS
b (591-671)
Eco0109 | PUC PV IE
(3856) o
' HSV TK
EGFP
A pEGFP-N1
4.7 kb BsrG | (1389)
Kan'/ 3‘]’4‘; Not 1 (1402)
Neo' _ poly & Xbal* (1112)
EWU ori J:i S
P
SV4ao
e Al (1840)
Dralll (1874)

Stul
(2579)
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- Quale vettore devo usare per avere la GFP nella regione citoplasmatica?

Nhe | (532)
Eco47 1 (597
Agel (01)

PCMV IE

Eco01091 HSVTK EGFP
o "R EGFP-C3
p BsrG 11323
4.7 kb SV40
Kan'/ poly A MCS
Neo' f (1328-1413)
SV40 ori
PSV40
e Miu 1 (1638)

Dralll (1868

Stul
(2573)

Asel
(8)

SnaB |

Apal | 341)

(4362)

MCS
(591-671)

PCMV IE

puC

*L?]W pEGFP-NT

GFP [— —— 1 O

vAg
g

D Eco0109 |
(3856)

=<

4.7 kb BsiG 1(1389)
Kan'/ S‘]"‘% Not 1 (1402)
Neo" _ poly & Xba I* (1212)
EV4U ori (fr1‘|
SV40 P
e Afl ll 1640)
Dra lll (1574

Stu |
(2579)

BJIPUBA B| 0 8uoiznpoidil e erelalA - odnepip osn Jad 0j0S



3% per semplicita non faremo due cicli di PCR, ossia una PCR seguita da una “nested”
PCR, bensi una sola reazione: scegliete dunque una sola coppia di primers per
amplificare

3% tenete conto del fatto che la NRG1-IlI-beta 3 andra poi clonata in frame a valle di
EGFP nel vettore pEGFP-C3: nel primer al 5’ inserite un sito di restrizione che faciliti il
clonaggio e mantenga il frame di lettura

% 1 siti di restrizione devono essere entrambi compatibili con il multiple cloning site del
vettore pEGFP-C3 e non devono tagliare la NRG1...

ApalLl SnaB |

Eco0109 1
(3850)

ly A
pEGFP-C3
4.7 kb

SV40 ori
PSV40E

Miu (1638)

Dralll (1868)

Stul
(2573)

Egpp 130 1340 1350 1360 1370 1380 1390 STOPs
TAC AAG TAC TCA GAT CTC GAG CTC AAG CTT CGA ATT CTG CAG TCG ACG GTA CCG CGG GCC CGG GAT CCA CCG GAT CTA GAT AAC TGATCA
Scal Bglll  Xhol S\ | Himd 1l EcoR1 Pstl  Sall Kpnl Apal \ BamH| Xba I* BelI*
Ecﬂ%s " Accl Asp181 \ Bsp120| Xmal
Sacll Smal
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% Attenzione al frame di lettura ¥

EGFP

1330 1340 1350 1360 1370 1380 1390 STOPs
TAC AAG TAC TCA GAT CTC GAG CTC AAG CTT CGAATT CTG CAG TCG ACG GTA CCG CGG GCC CGG GAT CCA CCG GAT CTA GAT AAC TGATCA

Scal Bglll  Xhal S\ I Hind 11l EcoR1 Pstl  Sall Kpnl Apal \ BamH| Xba I* BelI*
Ecﬂ%ﬁll Accl Aspligl Bsp1201 Xmal
Sacll Smal

Esempio: decido di inserire il sito EcoRI nel primer a monte :
EcoRl

Altro enzima di restrizione

EGFP

TAC AAG TAC TCA GAT CTC GAG CTC AAG CTT CGAATT CTG CAG TCG
Dovro fare attenzione alle triplette codificanti la NRGL1 e fare in modo che il sito per
I'enzima di restrizione sia inserito nel primer in modo da mantenere le triplette di
EGFP in frame con 'ATG della NRG1 (TATG puo anche non essere compreso nel
primer, bensi molte basi dopo:

Es: 5-GAATTC

Cosi otterro:
TAC AAG TAC TCA GAT CTC GAG CTC AAG CTT CGA ATT CNN NNN NNN NNN ATG NNN

EGFP linker NRG1
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% 1 siti di restrizione che metterete non devono tagliare né dentro l'inserto, né il vettore
per il sub-clonaggio (fate I'analisi della mappa di restrizione dei vettori e dell’inserto con
neb cutter: fate la lista degli enzimi che non tagliano e cercate fra questi quelli presenti
nellMCS del vettore con la GFP)

% le coppie di primers devono soddisfare i seguenti criteri:

1- avere Tm simile (circa 55°C calcolati col metodo Allawi)

2- finrecon Go C

3- avere un contenuto di G e C pari almeno al 50%

4- non formare strutture secondarie (con Annhyb: tools -> test for dimers and hairpin
loops, evitare 5 tacche di seguito)
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TAC AAG TAC TCA GAT CTC GAG CTC AAG CTT CGA ATT CNN NNN NNN NNN ATG NNN
EGFP linker NRG1

% provate a tradurre in aminoacidi le triplette fra 'TEGFP e la NRG1: non devono
essere presenti STOP
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Per I'analisi di restrizione e I'identificazione degli ORF potete utilizzare il
sito NEB cultter:

http://tools.neb.com/NEBcutter2/index.php

Per tradurre una sequenza nucleotidica in aminoacidi potete utilizzare
Annhyb, ma questo programma e consigliato soprattutto per disegnare |
primers (verifica che i due primers non formino loop, omodimeri 0
eterodimeri, 5 tacche successive indicano un legame forte)

http://www.bioinformatics.org/annhyb/
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%2 NEBcutter V2.0 - Mozilla Firefox

File Edit Wiew History Bookmarks T--'- ''-

- -@& o @0 http:/ltools.neb.com/NEBcutter2/index.php =13] [Cf e &)

’ Come iniziare k’_\_:J. Ultime notizie IJ coculbure - co-coltura. .. |:| Segreteria di Preside. .. |_| UiCSD-Maturs Signaling.. || Universita degli Studi .. |__| Sito UFficiale della Re... B Lasessione dilavoro ... |_J AIAT Cogne Gran Par. . »
GD£J3|E | neb cutter v |Cl search ~ -|' 5 E = RS - @@ + % Bookmarks~ ":? Check = % Aukolink ‘L] AutaFl |3 Sendtor E rieh @ cutter @ SettingsT
= — -

|| NEBcutter ¥2.0 & =

e

L NEW ENGLAND
-

Labs.. NEBcutter V2.0 progon | 5| [E5HE

[MEE homepage]

This tool will take a DMNA sequence and find the large, non-owverlapping open reading frames using the E.coli genetic code and the sites for all Type [l and commercially
available Type Il restriction enzymes that cut the sequence just once. By default, only enzymes available from NEE are used, but other sets may be chosen. Just enter your
sequence and "submit". Further options will appear with the output. The maximum size of the input file is 1 MByte, and the maximum sequence length is 300
KBases.

What's new in V2.0

Lacal sequence file: | [ Browss... | Standard sequences:
GenBank number; | | [Browse GenBank | #Plasmid vectors v |
or paste in your DA sequence: (plain or FASTA formal) #Viral + phage ¥ |

& MEB enzymes
O Al commercially available specificities [ Set colors |
O All specificities . [ ssteoirs ]
O Al + defined oligonucleotide sequences
O Only defined oligonucleotide sequences

define oligos

@ Linear

The sequence is! O Cireular

Enzymes to use:

Minimurm ORF length to display: 100 |aa.

MName of sequence: | {opfionall

Earlier projects:

Note: Your eatlier projects will be delefed 2 days after they were last accessed.

You need fo have cookies enabled in your browser for this feature fo work.
[ Disable NEBcutter cookies

Done

[ —— o ¢ » > I e SoF I I L g 1 =
}'.‘.' start /: ‘}J. E Vs @ E : @ 2 Mictosoft Office Po.. = 23 3 Firefox - @ 2 Esplora tisorse - f ~ MCEI Sequenc & Postain arrivo per g, T %__,nl.,‘ 14,09

BJIPUSA B| 0 3uoiznpoidil e erelaiA - 0diepip osn Jad 0j0S



