Remember: Genes are made
up of the DNA code for making
a protein and proteins are
molecules that are used in
making and running the cell so
they are responsible for traits.
Often, a trait is the outcome of
multiple proteins. Red
fluorescent proteinis used as a
stand in for insulin because it
is a versatile biological marker

Function

Sea anemone
expressing red
fluorescent
proteins

RFP (Red Fluorescent Protein)

* Naturally produced in
Discosoma sp. (a sea
anemonce)

* Discovered in 1999

* Similar to GFP

* Led to the discovery of
several of GFP-like proteins
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How do we get our pARA-R plasmid into a
competent bacterial cell so that we can
express the rfp gene?
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Transformation with competent cells:

Keeping the cells as cold as possible maintains

adhesion zones.
()

Cells are introduced to expression
vector plasmid. Cells have been
treated with CaCl and utilize Ca ions
to neutralize the negative charges on
the cell walls so they no longer repel
the negatively charged plasmid.

Heat shocking, provides a temperature

gradient which helps push the plasmid through ' ' :
the adhesion zones via guided collisions.
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What's in my tubes?

_>
Recombinant Luria broth, a
Plasmid nutritionally
(expression rich medium
vector that supports
plasmid) with bacterial
gene of growth.
interest.

P-& P + tubes:

Competent E. coli >
cells. (treated with

CaCl2).

P - is the control tube
with have CC only.

P +is the
experimental tube,
will have CC and RP.
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