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Introduction Data/Results
Human Hematopoietic Prostaglandin D2- Concentration  Estimated Specific Activity
Svnthase (h-HPGDS) EC.5.3.99.2 is an isomerase Post Column Fraction Volume (mL) (mg /mL) amount (mg) Aeo/As e (um/ml/min)
y T m T T ' Crude lysate 200 20.20 4039.48 0.61 10.2
that converts PGHZ to PG D2, In patlents with Post Ni 500 0.41 207.03 1.16 20.6
muscular dystrophy, muscle cells where H- Post Q column 35 3.59 125.51 1.64 38.9
. . . Post Size Exclusion 12 6.32 75.85 1.73 44.12
HPGDS is localized undergo necrosis [1]. For the
purpose of neutron crystallization, purity of h- . Nickel Column T f e o th
HPGDS is critical for the formation of a large | oS Pulrl |cat|onhw?.s per orme. IL:S:ng ? senesr:) t rEe
crystal. To improve crystal quality, the = | columns. T el |rstdwa§ a Nicke _go urlnn where the
purification protocol needed to be optimized. y ° pro;em wa; elute léls'nff an imidazole colncentra’;]lon
Anion-exchange chromatography was focused on ° g;a |en.t. T edseCOE ;0 umn was a Q-column, where
specifically in the purification process due to lack Nickel column purification chart the OPt'm'Ze met Ic(:' t(d) removde urlmece;sary
of effective separation of the desired protein. A l. Q-Column proteins was a combined pH and salt gradient.
pH and salt gradient was established for more i
effective separation. -
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The final purification step was size exclusion

Il. Purification chromatography. S100 was used for a higher

1. Nickel Column Chromatography “ - e ° i) . FESO|UtIOn. The quallty and quantlty Of the
Start buffer: 50 mM sodium phosphate buffer, pH 8.0 Lysate . .
300 mM Nacl Size Exclusion Chromatography Chart Sample Was determIHEd after COmp|etIOn Of
00 mM midazale 3 IV. Activity Assay each consecutive purification column. A
Wash b'_"ff?r: SPB Start Buffer 'ﬂ\l[#%l Post Column Fraction Activity Assay . o .
10 mM imidazole Glutathione S-transferase (GST) activity
; £ 2 assay was performed in order to determine
Post Ni 3 . _ . . . [
— the activity of purified h-HPGDS after each
| ™= column chromotography. High activity
Protem bound at s 7.5 bt did not bnd t 1 6.5 whi Ve w e indicates presence of h-HPGDS in the sample
1o highet To riigate his e, & pand et i as well as purity of the sample.
gradient was established. GST Activity Assay for Post Column Fractions
Start buffer : 20 mM sodium phosphate buffer,
ptH 7t.5 ot a b .
05 mcor | Impact/Conclusions
1 mM PMSF v
00 o N e 2 Start Bufter p“6'8 Optimizing the purification protocol removes impurities that may hinder
the quality of h-HPGDS crystal for neutron crystallography purposes.
3. Size Exclusion Chromatography ] Neutron crystallography allows for a higher resolution, and therefore
ephracyl was used for high resolution . . . . ., o .« .
muffer: 20 1M HEPES NSO, ph 75— - better structure determination, which is critical for determining a more
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