Virology for Dummies: An introduction to Herpes Simplex

Virus 1 and my experience in a Virology Lab.

Fig 1. An Introduction to the Triplex:
A schematic diagram of the viral structure of both the
HSV-1 triplex and the virus as a whole.

vD

Envelope d Capsid
Glycoproteins \ \

A

Tegument

Methodology

Site Insert into a Cloning +
Mutation Vector Colonies

Sequencing Produce

Protein

« Using the NEB Q5 DNA polymerase, we induced a mutation within VP19C
from an Arginine (R) to an Alanine (A) at the 146th position (notated as
R146A).
 We designed primers to both target the mutation and clone to produce a
fusion with the N-terminal 10His tag in the plasmid pET16b. 1kb
« Using specific restriction enzymes, we could digest the ends of the mutated
VP19C sequence so it could then be inserted into the pET16b plasmid, cut
with the same restriction enzymes, for directional cloning and ligation.
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Fig 4. Gel showing the successful production
of viral proteins 19C and 23.

The resulting pellets were resuspended in TGN and protein concentrations
determined by A280, to make sure they run evenly.

« We ran the protein gel (sodium dodecyl sulphate polyacrylamide gel
electrophoresis (SDS PAGE)) to separate all the proteins present in the
bacteria to see if our target proteins had been made.

« Gels were stained with Imperial Protein stain (Invitrogen) to visualise the
total protein composition of our bacterial cultures (Figure 4).
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Conclusion:
- | now have a much better understanding of the day-to-day life in a research lab which only makes me surer of my decision to pursue further education through an
M.Sc. or PhD.

- We overcame many challenges and mistakes but | now feel comfortable thinking on my feet and being able to quickly troubleshoot a solution.
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