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1%l 1. Shield1 does not affect viability, even at 5-10 times the recommended concentration. Each indi—
cated cell type (1 x 10" cells/well of a 96-well plate) was treated with 0, 1, 3, or 5 uM Shield1. Staurosporine (50
nM), a known apoptosis inducer, was used as a negative control. 48 hr later, cell proliferation was measured
using the Premixed WST-1 Cell Proliferation Reagent.
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12 2. Shield1 has a stabilizing effect on secreted Metridia luciferase protein, implying a similar mecha—
nism for Shield1-based stabilization of secreted and cytosolic proteins. Shield1 stabilizes secreted proteins in
a tunable manner. Cells were transiently transfected with the DD-Metridia luciferase construct, and treated with
increasing concentrations of Shield1. Six hr later, media samples were collected and the amount of secreted
DD-Metridia |uciferase in the media was determined using the Ready-To-Glow Secreted Luciferase Reporter
Assay. RLU = relative light units.
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Cell Line Cause Signal transduction pathway Effect
I 1
Jurkat PMA/CD3 - . .
induction ——>» ZAP70 » Interleukin 2 secretion

116 Jurkat PMA/CD3 - . .

ZAP70(-) induction —> N - » NO Interleukin 2 secretion

shie! - -

116 Jurkat PMA/CD3 —> N —>» DD-ZAP70 ——» Interleukin 2 secretion

ZAP70(-) induction
infected with

DD-ZAP70

&l 3. Tunable rescue of the ZAP70 signal transduction pathway in the ZAP70 deficient 116 Jurkat cell
line.
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12! 4. Rescue of the ZAP70-dependent signaling pathway with the ProteoTuner system. The level of
rescue is proportional to the amount of ZAP70 that is rescued. 116 Jurkat cells (ZAP70-negative) were in—
fected or mock-infected with a construct for DD-ZAP70, cultured in varying concentrations of Shield1, and in—
duced with PMA and CD3. The extent of recovery was measured by IL-2 secretion into the culture media, via
an ELISA assay.
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1. Banaszynski, L. A. et al. (2006) Cell 126
(5):995-1004. Premixed WST-1 Cell Proliferation Reagent 2,500 rxns 630118
2. Maynard-Smith, L. A. et al. (2007) J. Biol.
Chem. 282 (34):24866-24872. 100 rxns 631730
3. Banaszynski, L. A. et al (2008) Nature Med.
14 (10):1123-1127. Ready-To-Glow Secreted Luciferase
4, Armstrong, C. M. and Goldberg, D. E. (2007) Reporter System 500 mns 631731
Nature Meth. 4 (12):1007 — 1009,
5. Berdeaux, N. ef al. (2007) Nature Med. 1,000 rxns 631732
13(5): 597-603.
6. Herm-Gotz, A. et al. (2007) Nature Meth. 0.5 mg T100A
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* The number of reactions depends on the concentration of Shield1 used. At the maximum

* License Notice: [1] [2], [3], [5], [6], [7], [8], [9], [13], [14] [16]
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Berthold Detection Systems
Your Partner for Luminescence Measurement

FB 1 2 Tube Luminometer

The Gold Standard for Glow Luminescence
- Ultrasensitive Photon Counting Detector
- Total Flexibility in Sample Format

- Standalone Operation or PC Operation

S lrlu S Tube Luminometer

Highest Performance and Flexibility
same features as FB12, PLUS:

- Built-in Printer
- Up to Two Automated Reagent Injectors
- Safe Operation through Sample Presence

Detection

OTIOH L Microplate Luminometer

All You Need for Luminescence

Measurement

- Ultrasensitive Photon Counting Detector
- Up to Two Automated Reagent Injectors
- Sophisticated PC Software

OTIOH II Microplate Luminometer

The Top Instrument in the Field

same features as Orion L, PLUS:

- Up to Four Automatic Reagent Injectors
- Two Temperature Control Options

- And Many More Powerful Functions




