Stabilnost scFv
Lu et al., 2004:
· scFv: 7 days, 37 °C or RT --> ful binding activity, tested by ELISA

Stability of scFv and bDAb. The scFv or bDAb were added to PBS containing 10% mouse  serum and incubated at RT or 37 °C. Aliquots of samples were removed at predefined intervals of incubation and assayed for efficiency for binding to their respective targets using

ELISA described above (ELISA at RT!, 2 x 1h RT!)
· results: ELISA after 1, 2, 3 and 7 days

Warn and Pluckthun, 2001:
· engineered scFvs
Chapman, 2002 (ADDR):

· Ab PEGylation review

N-terminal site-specific PEGylation:
· mPEG-PAL 20000 (methoxy polyethylene glycol-propionaldehyde 20,000) (Kim, JMB2007, Kinstler, 2002)

· mPEG-ALD (ALD: Aldehyde),  mPEG-Propionaldehyde, 
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· SunBio PEGShop 
· (http://www.sunbio.com/peg-shop/peg-shop.asp, http://www.sunbio.com/)
· http://www.peg-drug.com/peg_product/activated_peg.html
http://jenkemusa.net/linearpegderivatives.aspx
http://laysanbio.com/index.php?src=directory&view=products&category=M-ALD-20K
http://www.biovectra.com/vectraprop.htm
Merjenje stabilnosti v serumu (serum stability):

1. Inkubacija scFv v 10 % serumu pri 37 °C, nato ELISA (cela titracijska krivulja po določenih časih inkubiranja) --> rezultat ELISA
2. Inkubacija v 90 % serumu pri 37 °C, nato ELISA, vendar samo en vzorec in potem delež aktivnega proteina z razmerji signalov po ELISI (glede na svež scFv) --> rezultat TABELA 

a. Barth, 2000 --> 1, 2, 24 h --> po 24 h 80 %

b. Arndt, 2004 --> po 24 h že 0

Protokol za PEGilacijo:

1. Arduini, 2004: 

Rat IFN-β (0.52 mg/mL in 21mM Na2HPO4, pH 6.0, 126mM NaCl) was treated with 20 kDa mPEG-propionaldehyde (7.5 mg/mL) in the presence of sodium cyanoborohydride (5.1 mM), in the dark for 16 h at ambient temperature. The reaction mixture was diluted with two volumes of 60mM Mes, pH 5.0, and loaded under gravity onto a 25mL (2.6 cm internal diameter_4.7 cm) column of SP-Sepharose Fast Flow resin...
2. So-Hee, 2007:

The reaction was carried out overnight in 0.1 M sodium acetate buffer (pH 5.0) at 37°C, and then 20 mM sodium cyanoborahydride was added. The molar ratio of the PEG to scFv was at 7-fold molar. The soluble PEGylated protein was then purified using immobilized metal affinity chromatography with a Ni2+-charged HP chelating column, as mentioned above.
3. Lee, 2003:
Freeze-dried EGF (10 mg) and PEG-propionaldehyde derivatives (Mw _ 2000, 10 mg; or 5000, 25 mg) were dissolved in 5 mL of sodium acetate buffer (50 mM, pH 5.5) in the presence of sodium borohydride (2.5 mM) as a reducing agent. The conjugation reaction was conducted for 1 day at room temperature. Dialysis (MW cutoff _ 10,000) was performed extensively using a Tris buffer (Tris-HCl, 5 mM, pH 8.0) to terminate the PEGylation reaction and to remove unconjugated PEG-propionaldehyde derivatives, native EGF, and other chemical reagents. The final concentration, determined by a BCA assay after dialysis, was 1.32 mg/mL for PEG2k-EGF and 0.95 mg/mL for PEG5k-EGF. 

4. Kinstler, 2002:

...to a solution of r-metHuG-CSF (5 mg/ml) in 100 mM sodium acetate, pH 5, containing 20 mM sodium cyanoborohydride and stirred in an ice bath, was added a five-fold molar excess of mPEG–aldehyde and the stirring of the reaction mixture was continued under the same conditions. The extent of the protein modification was monitored by size exclusion HPLC employing a Bio-Sil SEC 250-5 column (Bio-Rad) eluted with 100 mM so-dium phosphate, 150 mM sodium chloride, 10 mM  sodium azide, pH 6.8, at 1 ml /min...

5. Hee Na, 2003:

A solution of octreotide (10 mg/mL in 0.1M phosphate buffer, pH 5.5) was added to a vial containing equimolar amount of ALD-mPEG in the presence of 20mM sodium cyanoborohydride (NaCNBH3) in water. The reaction was stirred at 4°C for 12 hours. The PEGylation reaction mixture was loaded onto reversed-phase HPLC. 
6. Patent, 1998:
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Merjenje stabilnosti s fluorescenco:

· Humphreys, 2002: primer meritve (jaz bi lahko naredila enako!)

