These caospases are responsible for the cleavage of the key cellular proteins that leads fo the typical morphelogical changes observed in cells undergoing apoptosis.
TRAIL R3 also called DcR (Decoy Receptor 1) and TRAIL R4 called TRUNDD (TRAIL Receptor with a fruncoted death domain) or DeR2 (Decoy Receptor 2) are unable to
inffiote apoptosis because of the lack of a functional death domain.

Granzyme /Perforin pathway

One mechanism used by cytotoxic T cells to kill tumor cells and virus-infected Because of the importance and specificity of Granzyme B and perforin for cytotoxic
cells is the release of granzyme and perforin (@ membrane pore forming cells, Diaclone is proud to infroduce its new menoclonal anfibody to human perforin.
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Role of Mitochondria in apoptotic signalling

Mitochondria participate in apoplotic signalling pathways through the release of mitochondrial profeins into the cytoplasm. Cytochrom ¢, a key protein in
electron fransport is released from mitochondria in response fo opoptotic signals and together with Apaf-1 ond ATP forms a complex with procaspase-9 required
for formation of the Apoplosome leading 1o activation of caspase 9 and the cospase cascade. Anfi-apoptotic members of the Bel-2 family, such as Bdl-2 and Bl
X prevent pore formation and act as a guardian of mitochondrial integrity controlling the release of mitochondrial profeins info the cytoplasm.

AJF [Apoptosis inducing factor) is another mitochondrial factor that is released into the cytoplosm fo induce apoplosis in a caspase independent way.
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The p53 signalling pathway
P53 is o tumor suppressor profein which is activated as a franscripfion foctor in response to DNA domage, hypoxia or oncogene activation resulting in growth

amest and / or apoptosis. Cell cycle arrest allows DNA repair fo proceed before mitosis if the damage can not be repaired; p53 activation results in apoptosis.
The crifical role of p53 is evidenced by the fact that it is mutated in more than 50% of all human cancers.

Monoclonal Antibodies to human P53 ELISA Kits to human P53
Description Clone Istype Species Format  Application Size Catn® Size (tests) Catn® Range Sensitivity
P53 B-F3 Mouse igh2a Human  Azide free FOM, IP,WEB, IHC [F+F) 200 tests /2 ml 853 040005 1P ES0 &30 ORs 31 Wil - 100 LYmil 1.5 Ll
e ES0 &30 192
e o ey IHIC [F) el etachemisiry (Hezan): HC () = immunchistochamistry (parsfink DIACLONE  DIACLONE Research- 1, Bd Fleming - BP 1985 - 25020 BESANCON Cedex - FRANCE - E-mail : info@diaclone.com - Website : www.diaclone.com

1P = immuncprecipitation; WE = Wastem Biot




APOPTOSIS TOOLS

Apoplosis or programmed cell death, is a normal component of the development and health of multicellular organisms. The term apoplosis had been coined in order to
describe the morphological processes leading fo confrolled cellular self-destruction and was first introduced in a publication by Kerr, Wyllie and Curie [Brit. J. Cancer 26:
239) in 1972. Apoptosis is of a Greek origin, having the meaning *falling off or dropping off* in analogy fo leaves falling off trees or petals dropping off flowers.

Apoptosis is distinct from another form of cell death called necrosis which is associated with acute injury 1o cells, resulfing in a loss of membrane integrity, swelling and
disrupfion of the cells. During necrosis, the cellulor confents are released unconirolled into the cell's environment which results in domage of surrounding cells and a

strong inflammatory response in the corresponding tissue.
Apoplosis, by conirast is a process in which cells play an active role in their own death. Apoptotic cells can be recognized by several morphological changes: staging

membrane budding, cell shrinkage, protein fragmentation, chromafin condensafion and DNA degradation followed by rapid enguliment of corpses by neighbouring
cells. Apopiosis can be iriggered by exirinsic and infrinsic signals. These various sfimuli include UV or +irradiation, freaiment with cytotoxic drugs, over-expression of

tumor-suppressor genes, growth factor withdrawal or aclivation of death receptors.

Death Receptors and Decoy Receptors
DIACLONE Research has developed monoclonal antibodies, ELISA and Elispot immunoassays to better understand apoptosis and related diseases.

ELISA Kits to TNF ligands and receptors

Monoclonal Antibodies to TNF ligands and receptors

- Spedficity Size (tests) CatN® Spocies Range Sensitivity
Fas / CD9S 1595 BS074009%  Huwman 9375 pg/ml- 3000 pgiml 47 pg/ml BE2 MowselgGl  Human  Purfied  FCM 200 tests / 2ml 854 263000
296 B50 740 192 Agide free  BA 200pg /200 854 280000
Fas Ligand F CD178 1595 BE0 TS0 024 Human A2.5 pg'ml - 2 000 pg'mil 44 pgdml EITC FCM 100 tests F mil 854 287 000
2 BS0 750 192 PE FCRA 100 tests £ ml 854 282 000
THF-ix =95 BS0 090 024 Hwman 25 pgiml - BOD pgimi 8 pg/mil Bigtin FCR 100 tests £ mil 854 284 000
2596 BS0 D0 192 CD40 Ligand £ CO54 B.B29 Mousa 1962 Human Purified FCM, IHC, [F} 200 tests £ 2 ml BS54 293 0210
TMF- CE 1596 GS00R000%  Human 25 pg/ml - BOD pgiml 8 pg/mi Azide free  BA MOpg/200u 854 290 000
2x96 Fo0 00 192 FITC FChA 100 tests £ mil 854 291 000
THF-ia x5 BS0 Dl MG Mouss 3125 pgiml =1 DI:Ip-g."rnF 23 pg;"n'ﬂ FE FCM 100 pests: £ il 854 F2 010
2 B&0 040 192 Fas/ CD95 BD29 Mouse lgG1  Human  Purified  FCM 200 tests / 2m| 853033020
THF-ax 1% BaSOO00%  Rat 325 pgfml - 1000 pgial 10 pgiml Azide free  BA 2000 jag f 200l 853 030 000
25 845 000 192 8-G2) MousalgG2a Human  Purfied  FCM,IHC,(F) 200tests/2ml 853003020
TRAIL / APOZL 1595 BSO 77009  Human %375 pgiml - 3000 pgiml &4 pg/ml Asidefree  BA, HC,(F)  2004g /2004 853000000
256 850 770 192 FITC FCM W0ests/ ml 853001010
TRAIL R1 / DR 1596 BS0E200% Human 31.25pgiml-1000pgml 8 pgiml PE FCM W0tests/ ml 853002010
2695 850 820 192 Fas Ligand / CD178 BRI7  MouselgGl  Human  Purfied  FCM M0 tests/2ml 853073020
TRAIL R2 / DRS 1595 BS0B3009%  Human 31.25pgimi-1000pgml & pgiml Agide free  BA 2004g /200 853070000
2496 B50 B30 192 Biotin FCM W0tests /ml 853074010
TRAIL B3 / DcR1 1595 BSOB4009  Human 3125 pgimi - 10000 pg/ml 147 pgimi Antl TNF-a 8-C7  MouselgGl  Human  Azidefres  BA 0,5 mg 855 150 008
e BED B0 122 18 s Mousa I1gG1 Human FITC FCR 100 tests £ mil 855 14671009
TRAIL B4 f DcR2Z f TRUNDD 1x26 BS0 ESD 024 Human 3125 pgiml = 1 0000 pg'ml &4 pgifml PE FCRA 100 tests £ mil B55 162 009
255 BS0 BESD 192 Anti TRAIL f APD2L B.523 Mousa 1961 Human Purified FCR 200 tests £ 2 ml 853 083 020
Agide free  BA MOpg /2000 853060 000
FE FIChA 100 tests £ mil 853 082 00
B-T2  Mouss IgGl Human Purified FCM 200 tests /2 ml 853 093 020
R e I e v N uide res_BA 00 /2008 853070000
Humis 1455 ; BS54 D41 DO BSS 041 111 Anti TRAIL R1 7 DR4 B-M3s Miousa Igﬁ-'l Human Purifisd FCM 200 et S 2 ml 854 853 0G0
e 856 041 005 BS54 041 D05 P BSA 041005 5 Azide free  BA 200 g / 200u 854 850000
10094 856 041 10 B56 041 010 P BS54 041 010 5 FE FEM Tobtests/ml 854 852010
nie e S e S Anti TRAIL RZ / DRS B2 MouselgGl  Human  Purfied  FCM 00 tests/2ml 854 853000
208 856 041 020 B56 041 020 P BS54 041 20 5 Azide free  BA 200 g / 200u 854 850000
Rat 196 / Ba7 021 001 B&7 021 111 PE FCM Whtess/ml 854862000
St 867 021 005 Ba7 021 005 P 867 021 005 5 B0 MouielgGlb Human _ Azidefres BA 0pg /2004l 854 870000
s i e e Antl TRAIL R3 / DeR1 8044  MouselgGl  Human  Purified  FCM H00tests/2ml B854 893020
. 155 847 01 015 BAT (21 015 P BAT 021 015 5 Asidefree  BA 00pg/200x 854890000
e 2096 847 021 020 847 021 020 P 867 021 020 5 PE FCM Witz /ml - 834892010
Jﬂoﬁc”;"' BA = Biological Assay; FCM = Flow Cylometry; IHC (F) = Immunohistochemistry (frozen)
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with specific ligands. Death receplors belong fo the tumor necrosis factor [TNF) gene superfamily, including CD95 (or Fasl, TNFR1 and the TRAIL (TNF-related apoplosis
inducing ligand) receptors DR4 (TRAIL R1) and DRS (TRAIL R2) . All members of the TNFR family possess a cysteine-rich extracellular domain and an infracellular
conserved sequence called death domain (DD). Binding of their ligands results in the frimerizafion and acfivation of the respective receptors. Adapter molecules like
FADD or TRADD possess their own DDs by which they are recruited to the DDs of the activated death receptor to form the death inducing signalling complex: DISC. This
results in the activation of an initiator cospase such as caspase-8 or cospase-10. These caspases can then aclivate other caspases in a cascode.




