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Plasmids &
A placmid convicty of three parts $

2



@ Onign of Replication -

Plaomid 5 a double. stranded circwlbr
DNA . sinece plasmid s a clning vectop ,
s0 it must clone ( rpeplicate’’. The_ foint
from which e replication of Flasmid
DNA stants io known as Opi

( opigin of Keplication) .



@ muikiple Cioning St (also called polylnkep)-

It is (Blled fbmkee?éebee.@%e it i Iinki@;)

mulbiple mestric

L——r For definition , e L2.2

MLS  ceontaing reconition cequente e
different Pestriction mes .

At the same Gme . Més is able b
produce any restricGion enzyme .

%0. think about it - ,

MC5 is Produceing restriction enyme  but
cince it aled eonfaing recqgnition sequenie.,
hence, those restrickion enzymes bind fo
the recogm Gion sequence of Mcs an

ign DN
T s e i




@ TWo markers -

@ lacZ gene —

Why do We need them @
VYMW the. below e,cnenzuno—

> Thiz iz the whole fireign DA
this portion contains the
/) information € code hr 2
specife  protein. 4o.
with the he feéf'hléloﬂ

enzyme. , we ut this Par{
Df%fel n DN;’ and '
thic 0({10/’ ﬁl’
ezluené ana lysis

( \/7 This 14 the ﬁreign PNj

But W , there i« 2 problem |



We fave é both farcign DND & placmid.
put thic hreign gﬁlﬂ &g acmid m’:lé ]0'/’
tv éthen . Ho (dn we ensure tha

them have joined logether ?

By using (he lacZ geae./
[ac2 gene expresses (b-9atactosidase enzme.

b-90lactosidase
Iactooe i > qlueose + galactsse

r-_\

souree of eneryy fir bacteria

When bacteria (with ntact Iz gene) is
mwbafe in X al media .
'éeca%e ;"m c?m wlongg ca produce
I 4
{b galaceoe.daca 2m f W /zh @an hydmwlyze

X-421 and ¢on lue olomes .
Blue colameb’
o o 50, X-9a| hydmhped !
CE 40,;5 9alae M pesont!

20, lac 4
50+ ho %rzgn DT/H = plasmif!




When baeria X@u(’h ut Iocz gene) is

b fe% al media .
lé wil r’m wh.te ¢olonies .
ecwee act geme (an not Produce

galacm. ace entme . 59, X-92] will npt
b?ueh yﬁ‘o rgl_ng andzywe will no%aéee'
Ratrer e’ gill s2 wlhite cobnics,

Whife eolonigs !

© o ° %0. X-gal not Aydmlyzed !
50&92120: t05i ee.a bsent: !
0 aczgen

foreign DN% in flawmd'

Hence
son for pu Z qene
the h)mzzn Areaton r puttin /?15 g

ﬁf&gn oA ko o5 been joined' with the
facmid or no

NA/ Pl i
Hn ﬁeur. ", 4P Plpsmid ‘%”5
901 ne 96 or 15 a 60 e

ac2” gene will_ensure that foreign  DNA has
,bwh éu(—fe%‘!ﬁfl ly joined in rbgmnd



@ ampR gene -
( \/7 This is the ﬁreign DNj

Ve ) J
L D

is 15 the ph o0 are _battera.
glwgngn g !afgngml;aﬂ ﬂ'ek careﬁd for
oul 6@2 P

Ié m jpfo

e, . there ic a problem !



ere is only one plasmid and. hundreds/
l%ggzandé/ /hllerﬂé/FeV&'\ more. bactéria

nt
F IZ’ ne baztena will aecept the plasmid,

mu9t oéolafe hat bactera & culture
onl that bactens.
PAHer oll- What's the pont of culturing
tmse bactera which dn't. have ¢he
recombinant plasmid in /i °
%"5‘; S wﬁl h Thuéf Uuse ?2 /gae;éer in our
( / 1> am
This géne éhP rowth of
bacteria i ampicillin ia-

9magine .
plaémftalé enferm_q in



DIE
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Thic: bacteria will grow in ampicilin media.
Becavuse it wntains ampR gene .
C—) %0, plasmid entered thic bacteria .

Cv 0. We (an isofate Chis bactoria
X diseard others .

That’> why we need two markers -

[a¢ Z gene. - To ensure that rbDNf i
@ 4 present incide the \ectop

am ene.- o ensuve it veeton i
@ PR 9 }fveéent inside the hoetécell



