How to complete a
BioBrick Safety Sheet

1 Give the risk level

Risk level: |

BioBrick code : none fo
he moment )

Technic: Gibson Assembly,
Biobricks:

- placoriginatesfrom BBz 113601

a1 griginates from iIGEM Grenoble 2011 team yy

==al

Crginand imtial funciion :
This pramaoteris a hybrid one made up of two natural promaters.
It consigts of the phage lambdz promoter PIL) which activates the pathogenicity by increasing the
transcription. The phage lambda destroys E coliusing 2 toxin which destroys the membrane.
In this regulztory region, instzad :thhE::Ihin::lirl,gsite,thereisla:Dl[franﬁml_ La2c01 isan

operztorfrom lactose gparon, it hinds\l,a;\()lv[thexlz\a&': repressor) which is relezsed upon complexionwith PTG,
The inducer

Ecoli: are bactsriz commonly u=d in lsborstores. Some strains are dangerous but most of them are
harmless.
Phage lambda: is an £ calivirus without any pathoge nicity towards humans.

Purposgsin the system:

It allows a strong transcription of ecfp andwhich can be induced by IPTG and repressed by Lacl.

ety

Put a diagram of the biobrick
construction using the symbols at
the end of this manual

Give plasmids on which the

3 BioBrick has been added. Several
plasmids are possible

4 Put the name of the biobrick used
in the registry

Give chassis used. Several chassis
are possible

Make a brief description of how

6 the construction was made and
focus on the biological parts used
and created.

7

For each part of the biobrick give the
name, the origin, its usage and its size.
As far as its origin is concerned, if it is a
part composed of different other parts,
explain the origin of each part. It is also
important to explain their natural
function. If there is any BioBrick already
registered set up a link with the BioBrick
web page.



fhal is a RBS from Fseudomonos geruginoss which increases the pathogenicity by dlowing type VI
secretion. Teken alone, itdoes not code for a protein and itdoes not increase the risk level.

Pseudomonas geruginosa is 2 level 2 pathogenic bacteriumwhich leads to nosocomial infections.

It dlows = translationd regulstion of the eCP produdtion. fhal contzins 2 binding site for the RsmA
protein. By biding to the RBS, RsmA inhibits mRNA trandation. Howewver, this inhibition can be recovered

thanks to rsmY mnwhim sequestters RsmA.

4Thp

Coding sequence

E e

E0022)

The fluorescent protein ﬁ[ enhanced Cyan Fluorezant Protzin) derved from Aequores wictorio GFP
[Green Fluorescent Protein). This jellyfish uses GFP in order to convert the blue luminescence emitted by
the seguarine into a green luminescence. Apparently the resulting fluorescence has a repulsive effect on
predators. The gene is aso composd of a VA tail. This tag was used for the degradation of GFR I is
attachedon the C.terminzl end ofthe GFP and is also attached 2t the end ﬂfthEﬁ. Example Of
Aequorea victoria: is 2 jellyfish that canbe found off the coast of north America. explanation

Itis us=d a5 2 reporter The WA tail %tag:l coming from EColi at the end of the coding =quence reduces
the protein stability and strengthens the action of Tsp, 2 protease.

762 bp



Another part deals with the feedback

Feedback

For this part list all environments
in which the organism has been

Environment conseguences

8 used and consequences that
shappened. If different kind of

This bigbrick isonly used in a biglogy
|laboratory of level 1 forthe moment

The construction has not been built yet.
Therefore we do not know if there is amy,
conseguences. Theoretically thers would be

no dangerous effect.
gancerous SImect.

organism in terms of chassis used
or plasmid used, do not forget to
define about which construction

sofety issues:

- For the moment we do not know what would haopen ifthe microorsanism were sattered outside of the

lzaboratory, Therefore the question to answeris: inwhich emvironmentcan this micoom=anism live?
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-test grganisnrs survival in sewers,

-—

you are talking about.

Sum up the currently state in

9safety and write the questions
that have to be answered to
improve the safety use of this
BioBrick

Write tests and experience that
should be done in order to answer

-check greanism’s presence inthe researchers’ bodies. What are the conseguences? .
on questions above.
—
Limitation: . . .
Thanks to information given
- N 11 previously, give in which ways
- Because no tests have beendone in a differentemvironment than a biology |aborstory of level 1, theuss  Jew : : H
ofthose microreanisms should be forbidden in gther environnements until a study proves thatthe risk this Biobrick has to be used or
is low enoush. not.
.- When using this micoomrganism good |aborstory practice must be followed |
-
— . .
in order to give more
information on its use, put
- 12 all the information about
: : — — : the functionning of the
put here the information about the functionning of the BioBrick and experimental resufts. BioBrick d .
' 10briIC an experience
-

At the end do not forget to write references used and also the
on the BioBrick Safety Sheet

Author : LINKS Jéréme (iIGEM Grenoble 2012)
put the name of the person who gives the risk
level

example

results

name of the person who puts the risk level



How to establish the risk
level

1. List every components of the
biobrick

2. Trace the origin of each of them

3. Determine the risk level of each
components

(the risk level of each component is the
same as their origin organism)

4. Take the higher risk level

(if study prouves that the construction
does not

correspond to this risk level, identify it in
the bibliography, and change the risk
level that it corresponds to its real
risk level)

5. Write youre name and adress



Symbols to use

RBSs

promoter

Coding sequence



name

Risk level: Indicate the risk level

Adding on a plasmid : name of Diagram of the construction

them
Chassis used : Name of theme BioBrick name : put the name

of the biobrick in the registery
Construction method

Put here the way the construction is built and give the different biological parts used during the
construction

Origin and initial function :

Give the origin of the promoter. More precisely give the origin of the promoter in terms of organisms and
what is the goal in the nature.

Purposesin the system :

Give its usage in the system

Size :

55 bp

o () st e |



http://partsregistry.org/Part:BBa_R0011

Origin and initial function :

complete

Purposes in systems :

complete
size:

complete

[Coding sequence

] [Nome and part registry link

Origin and initial function :

complete
Purposes in the system :

complete

Size :

complete

Feedback

environment in which it has been used and consequences :

Environment

consequences

complete

Complete (add lines if necessary)




Safety issues:

- complete

Tests to do in order to answer safety issues :

- complete

Limitation :

-complete

characterization :

put here the information about the functionning of the BioBrick and experience results.

e Put references

Author : put the name of the person who gives
the risk level example LINKS Jéréme (iGEM
Grenoble 2012)




