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2121 1. The HisTALON Cartridges (1 ml) provide highly efficient and specific method for purifying his—
tagged proteins.

E |, Comparison of HisTALON Cartridge (1 ml) Protein Yield & Activity to that of Competitor
Cartridge'

Starting Sample  Flowthrough Wash Eluate
Vendor Protein  AcGFP1 Protein AcGFP1 Protein AcGFP1 Protein AcGFP1
(mg) (RFU) (mg)  (RFU) (mg) (RFU) (mg) (RFU)
Clontech 223 202,167 211 9,363 01 292 11 198,114
Vendor G? 127 82,845 12.2 4,980 01 215 0.6 81,111

Vendor @ 124 88300 113 4,560 02 3,600 0.7 78,320

Vendor P° 206 201,174 186 10,304  0.14 653 1311 193,214

! Extraction and chromatography were performed according to the respective vendor s recommendations(see
the Figure 2 caption for the Clontech sample extraction procedure).

2 Extraction in presence of lysozyme.

3 Extraction with the product-specific recommended extraction buffer.
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212! 2. HisTALON Cartridges provide highly reproducible and rapid his-tagged protein purification. Pro—
tein extraction and chromatography were performed according to the User Manual, with 0.4 g pellets of E. coli
cells expressing his-tagged AcGFP1. These cells were extracted in the recommended volumes of extraction
buffer and centrifuged at 10,000 x g for 20 min, at 4°C. For each run, extract from 250 mg of cells was con—
sequently applied to the cartridge using the recommended loading buffer and flow rate, on an FPLC system
from GE Healthcare (used for all the purifications described in this article). After the wash and elution steps
were completed, all fractions, as well as the original samples, were analyzed for protein content” and relative
fluorescence (from active AcGFP1) on a 96-well fluorescence spectrophotometer. A high level of reproducibility
was observed between runs, with differences of less than 5% in both protein content and fluorescent signal (data
not shown). The entire process, including extraction and purification, was completed in less than 1 hour.

12 3. HisTALON Cartridges yield higher purity than a competitor. Fractions from the purification of his—
tagged AcGFP1 on respective HisTALON and Vendor P cartridges were compared via electrophoresis on a
4-15% SDS polyacrylamide gel stained with Coomassie Blue. Lanes M: Bio-Rad Precision Plus Protein All
Blue Standards. Lane 1: HisTALON extract, Lane 2: HisSTALON flowthrough, Lane 3: HISTALON eluate, Lane
4: Vendor P extract. Lane 5: Vendor P flowthrough. Lane 6: Vendor P eluate. A contaminating high molecular
weight band appeared in Lane 6 (Vendor P eluate), but not in Lane 3 (HISTALON eluate), indicating that the
HisTALON eluate was of higher purity—consistent with the data in Table |,
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continued...

2 4. HisTALON Cartridges effectively purify mammalian samples. A 200 mg HEK 293 cell pellet sample
was extracted with our TALON xTractor Buffer. The extract, spiked with 25 ug of AcGFP1 and containing more
than 10 mg of mammalian proteins from the HEK 293 cells, was loaded on a HisTALON cartridge. Fractions
were analyzed via electrophoresis on a 4-15% SDS polyacrylamide gel and visualized with a silver staining kit
(both from Bio-Rad Laboratories). Lanes M: Bio-Rad Precision Plus Protein All Blue Standards. Lane 1: HEK
293 extract spiked with 25 ug of AcGFP1, Lane 2: flowthrough. Lane 3: eluate. The single band in Lane 3
demonstrates the high purity of the eluate.

m I4HNE

HE=EH 2at TaKaRa Code
HisTALON Cartridge 5x1ml 635650
HisTALON Buffer Set 20 purifications 635651
HisTALON Cartridge Purification Kit' 5x 1ml 635649

1 The HisTALON Cartridge Purification Kit combines the HiSTALON Cartridge (containing 5 x 1 ml cartridge)
and the HisTALON Buifer Set.
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