How to read your Results Documents HYBRiGeNiCS

SERVICES

Your results are spread on 3 different files: a PDF document called “Results Summary”, an Excel® worksheet which includes raw data and a
PDF file called “DomSight” which includes information on bait and prey structural, functional and interaction domains.
You will find below more details on these documents. Our commercial team is at your disposal should you need further information.

1- Results Summary 2- DomSI(]ht

1 Screen parameters
It is a summary of the technical parameters of your screen(s).
3-AT concentration: 3-amino-triazole (3-AT) may be used in order to decrease the background.

DomSight compares the bait fragment and the Selected Interacting Domain (SID) of the prey proteins with the
functional and structural domains (PFAM, SMART, TMHMM, SignalP, Coil algorithms) on these proteins.

N.B: N/A annotations are not considered as interactions.
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Two additional categories have been implemented: PBS E and PBS F. The PBS E represents
i i interactions involving prey domains connected to more than 20 different human bait proteins in
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i a v e x ¥ E This confidence scoring system was made possible thanks to the reproducibility of the screens - Rain J.-C., et al. "The protein-protein interaction map of Helicobacter pylori". (2001) Nature 409, 211-215 : describes the first

’ (>80%) and the availability of a large data set of interactions. genome-scale bacterial interactome (genomic Y2H screens) and the computation of our confidence score, the PBS.

- Formstecher E., et al. "Protein interaction mapping: A Drosophila case study." (2005) Genome Research, 15, 376-384 :

describes the application of our technology to Drosophila as a model organism to study cancer-related proteins (general

It includes additional information regarding prey fragments. characteristics of our cDNA libraries, description of our screening protocol, full description and benchmarking of the confidence
score can be found in the Supplemental Material).

3 Prey Fragment Analysis



3- Excel® worksheet

HYBRIGENICS

SERVICES

The worksheet contains raw data, in particular 5p and 3p experimental sequences, and the bioinformatics analysis.

Name and GID: Additional Gene Frame: UTR inclusion: Alu Warning 5p and 3p: Fraqg theoretical Sequence:

Notes:

Clone name:

Shows the whole theoretical
fragment sequence as deduced
from the reference gene and the
experimental start / stop positions
of prey fragments

The reference database is:
IF: In frame with the Gal4
Activation Domain

OOF1, OOF2: Out of frame.
Frameshifting is constitutive
in yeast.

DME_RP: Library nickname
hgx256v1: Bait fragment
reference

pB27: Bait vector

A-99: Prey clone number

“Yes” indicates the presence
of ALU sequences in the raw
sequence data

Best match and reference sequence from
GenBank or dedicated databases

(ex: Flybase for Drosophila)

Proteic Match (PM) = No hit found on nucleic bank
but the sequence match on the NR proteic bank.
GenMatch = No hit found on nucleic or NR protein
database but the sequencé\matches on a
chromosomic sequence.

Warning when the
prey fragment is fully
included in the 5p or
3p untranslated region
(potential false
positive)

Annotations from
GenBank or dedicated
database

and gene identification

B4 Microsoft Excel

- AP18774484_DME_RP_hqx256v1_pB27.xls

A3 v A DME_RP_hguPsev\ pB27_A-147
2 | B | B \ O [ E | F [IE T T d | k/J | O A a_ | F_ | ] -
1 | Pon May 1515:28:06 CEST 2008 HYBRIGEMICS COMRBIDEMTIALN Program = OME_RF [Screen = hge2bewl VWector = pE27 [Lers, C-terminal Fusion) =
2 thUUUEEE-ﬁfrDSD Ra= [1-164] vz Drosophila Whole Embryo RF1 [ENHE-H] v L / / v v
v Additional | Alu Alu Frag
Type Gene Name Global | Gene UTH Warning “YWarning 5p 3p theoretical

3 |Clone Mame Seq [Best Match]) GIO PBS MNotes Start Stop Frame Orientation Inclusion X Id S5pi3p 5p Ip Sequence Sequence | Sequence
4 |OME_RF_hgu2bEwl_pBEZ7Y_A-45 Gp Oro=o PIZEK GIO: 2 A FPhosphoinosc 360 Mo Dat IF Sense 100.0 CGEGECATCCTCAGCCTOGECGAGEGET AL
h |OME_FRF_hgzz2bEw]_pBEZT_A-162 Gp 3p | DOros=o PISK GiO: 2: A Fhosphoinosc 360 933 IF Sense 934 f100.0 CGEECATCC GACTGCTC| CGGCATCCTI
E |OME_RF_hguz2BEwl_pBE27_A-144 Gp 2p | DOroso PI3K GiO: 2: A Fhosphainosc 441 940 IF Sense 956149149 GATCGMGR AGCATCTT: GATCGECALC
T |OME_FRF_hgu2bEwl_pBE27_A-BE Gp3p | DOroso PIEE GIO: 2 A Fhosphoinosc 441 40 IF Sense ar4 iRt GATCGRHGS CHAGAMNTRN GATCGGCACT
& |OME_FRF_hgez5BEw]_pBEZ2T_A-2 Gp 3p | DOros=o PISK GiO: 2: A Fhosphoinosc 483 9zz IF Sense 100.0439.3 CEAGATTG: ACGACTTCI CGAGATTGAL
9 |OME_RF_hgu2bEwl_pBEZ27_A-164 Gp 2p | DOroso Raf CHE2E B Raf kinase; po 229 EEO | DOF Sense 877 100.0 CACTATMA: CAGCAACA CACTATCAR,
10 | OME_FRFP_hgz256uwl_pBE27_A-104 Gp 3p | DOros=o Raf CEZE B Faf kinase ; pc 33 e IF Sense 93349497 GCCGEGEGEES CAACTCAT| GECGGEGECAG
11 |OME_RF_hgz256ul_pBE27_A-2E Gp Oro=o Raf :CEZE B Raf kinase ; pc 42III Mo Dat IF Sense a7 GATCCTTTTREGAGCCCACCTGCCCAL,
12 IDOME BF haoz2bewl oB27 A-23 b 2o | Oroso Raf CE2E B Raf kinase : oo 43 1F Sense 100.0433.9 GATCCTTTT AGGGETGETI GATCCTTTTG

S/ N

Type sequence:

Indicates if 5p and/or 3p sequences are available

for prey identification.

For technical reasons, 5p or 3p sequence could be
missing. It does not prevent the prey identification.
One single sequence (5p or 3p) can be enough to

resolve a prey fragment on its full length.

Global PBS:

The Predicted Biological
Score indicates the
confidence we have in an
interaction (see part 1)

Start/Stop:

Position of the 5p and 3p
prey fragment ends,
relative to the position of
the ATG start codon (A = 0)

Orientation:

Sense or antisense in
respect to the reference
sequence

% 1d 5p/3p:

Indicates the % identity of
the prey fragment
sequences with the gene
reference sequence

5p sequence/3p seguence

Prey fragment experimental
sequences

Excel® is a registered trademark of Microsoft Corporation.




