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PLASMIDS 11

Cioning in Plasmids

In principle, cloning in plasmid vectors is very straightforward. The plas-
mid DNA is cleaved with a restriction endonuclease and joined in vitro to
foreign DNA. The resulting recombinant plasmids .are then used to trans-

form bacteria. In practice, however, the plasmid vector must be carefully
chosen to minimize the effort required to identify and characterize recombi-

nants. The major difficulty is to distinguish between plasmids that contain
p sequences of foreign DNA and vector DNA molecules that have recircular-

ized without insertion of foreign sequences. Recircularization of the plasmid
can be limited to some extent by adjusting the concentrations of the foreign
DNA and vector DNA during the ligation reaction. However, a number of
procedures, described below, have been developed either to reduce recircu-

larization of the plasmid still further or to distinguish recombinants from
nonrecombinants by genetic techniques.

Insertional Inactivation

rigiiire “M

This method can be used with plasmids that carry two or more antibiotic-

resistance markers (see Fig. 1.1). The DNA to be inserted and the purified
plasmid DNA are digested with a restriction enzyme that, in this example,
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12 VECTOR-HOST SYSTEMS

recognizes a unique site located in the plasmid within the tetracycline-
resistance gene. After ligating the two DNAs at the appropriate concentra-
tions, the ligation mixture is used to transform, for example, ampicillin-sen~
sitive E’. coli to ampicillin resistance. Some of the colonies that grow in the
presence of ampicillin will contain recombinant plasmids; others will con-
tain plasmid DNA that has recircularized during ligation without insertion
of foreign DNA. To discriminate between the two kinds of transformants, a
number of colonies are streaked in identical locations on platescontaining
ampicillin or tetracycline (see Fig. 1.2). The colonies that survive and grow

resistance gene; such plasmids are unlikely to carry insertions of foreign
DNA. The colonies that grow only in the presence of ampicillin contain
plasmids with inactive tetracycline—resistance genes; these plasmids are
likely to carry foreign DNA sequences. .

In a few cases, methods have been developed to apply positive selection to
obtain bacteria that are sensitive to an antibiotic from populations that are
predominantly resistant. In this way, it is. possible to select for recombinant
plasmids that carry an inactivated antibiotic-resistance gene as a conse-
quence of insertion of a foreign DNA sequence. The most useful of these

 
 

Colonies of transformed
bacteria growing in
the presence of ampicillin

Individual colonies
transferred with
a sterile toothpick
to media containing
tetracycline (left) or
ampicillin (right)

plates incubated

ompicillimresistonl, tetracycline —sensilive
colonies recovered for further analysis

Screening for insertions of foreign DNA by inactivation of plasmid—borne, antibiotic
resistance genes.

in the presence of tetracycline contain plasmids with an active tetracycline— ‘
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PLASMIDS 13

systems is that described by Bochner et al. (1980) and Maloy and Nunn

(1981), who developed- media containing the lipophilic, chelating agents
fusaric acid or quinaldic acid, which allow the direct positive selection of Tet‘
clones from a population of Tets and Tet’bacteria. For most strains of E. coli, \
approximately 90% of the colonies obtained on media containing tetracycline
and fusaric acid were found to be Tet‘ when plated onto media containing

tetracycline alone. It is therefore possible to select from a population of
bacteria transformed with pBR322 or pAT153 those cells that carry plas-
mids with insertions at the BamHI and Sall sites.

A similar technique has been developed to select for bacteria sensitive to
paromomycin (Slutsky et al. 1980). This should allow the selection of deriva-
tives of pMK16 that contain insertions at the Smal or Xholsite (Kahn et al.
1979).

Although insertion of foreign DNA sequences within an antibiotic-resist
ance gene almost always leads to inactivation of that gene, at least one case is
known where an insertion left the gene in a functional state. Villa-Komaroff

et al. (1978) found that insertion of a segment of rat preproinsulin cDNA into
the Pstl site of pBR322 did not inactivate the ampicil1in—resistance gene.
Presumably, a small piece of foreign DNA had been inserted that did not
alter the reading-frame of the ampicillin—resistance gene, so that a fusion
protein was formed which retained ,8-lactamase activity.

Directional Cloning

Most plasmid vectors carry two or more unique restriction enzyme recogni-
tion sites. For example, the plasmid pBR322 contains single Hindlll and
BamHI sites (see Fig. 1.3). After cleavage by both enzymes, the larger frag— V
ment of plasmid DNA can be purified by gel electrophoresis and ligated to a
segment of foreign DNA containing cohesive ends compatible with those

I generated by BamHI and Hmdlll. The resulting circular recombinant is
then used to transform E’. coli to ampicillin resistance. Because of the lack of

complementarity between the Hindlll and BamHI protruding ends, the
larger vector fragment cannot circularize efficiently; it therefore transforms
E. coli very poorly. Therefore, most of the colonies resistant to ampicillin

contain plasmids that carry foreign DNA segments forming a bridge

between the Hindlll and BamHI sites. Of course, different combinations of
enzymes can be used, depending on the locations of restriction sites within
vector and the segment of foreign DNA.

Phosphatase Treatment of Linear, Plasmid Vector DNA

During ligation, DNA ligase will catalyze the formation of a phosphodiester
bond between adjacent nucleotides only if one nucleotide contains a 5’-

phosphate group and the other a 3’—hydr0Xyl group. Recircularization of
plasmid DNA can therefore be minimized by removingethe 5’ phosphates
from both ends of the linear DNA with bacterial alkaline phosphatase or calf

intestinal phosphatase (Seeburg et al. 1977; Ullrich et al. 1977). As a result,
neither strand of the duplex can form a phosphodiester bond. However, a

 
f 

 

Find authenticated court documents without watermarks at docketalarm.com. 

https://www.docketalarm.com/


Real-Time Litigation Alerts
	� Keep your litigation team up-to-date with real-time  

alerts and advanced team management tools built for  
the enterprise, all while greatly reducing PACER spend.

	� Our comprehensive service means we can handle Federal, 
State, and Administrative courts across the country.

Advanced Docket Research
	� With over 230 million records, Docket Alarm’s cloud-native 

docket research platform finds what other services can’t. 
Coverage includes Federal, State, plus PTAB, TTAB, ITC  
and NLRB decisions, all in one place.

	� Identify arguments that have been successful in the past 
with full text, pinpoint searching. Link to case law cited  
within any court document via Fastcase.

Analytics At Your Fingertips
	� Learn what happened the last time a particular judge,  

opposing counsel or company faced cases similar to yours.

	� Advanced out-of-the-box PTAB and TTAB analytics are  
always at your fingertips.

Docket Alarm provides insights to develop a more  

informed litigation strategy and the peace of mind of 

knowing you’re on top of things.

Explore Litigation 
Insights

®

WHAT WILL YOU BUILD?  |  sales@docketalarm.com  |  1-866-77-FASTCASE

API
Docket Alarm offers a powerful API 
(application programming inter-
face) to developers that want to 
integrate case filings into their apps.

LAW FIRMS
Build custom dashboards for your 
attorneys and clients with live data 
direct from the court.

Automate many repetitive legal  
tasks like conflict checks, document 
management, and marketing.

FINANCIAL INSTITUTIONS
Litigation and bankruptcy checks 
for companies and debtors.

E-DISCOVERY AND  
LEGAL VENDORS
Sync your system to PACER to  
automate legal marketing.


