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Tyrosinase [EC:1.14.18.1]
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WINDER, A.J., & HARRIS, H. (1991). New assays for the tyrosine hydroxylase and dopa oxidase activities of tyrosinase. European Journal of

Biochemistry, 198(2), 317—-326. https://doi.org/10.1111/j.1432-1033.1991.tb16018.x


https://www.kegg.jp/entry/1.14.18.1

Dopachrome protocol

L-Tyrosine > L-DOPA > Dopaquinone —> Dopachrome [475nm]
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Shuster Ben-Yosef, V., Sendovski, M., & Fishman, A. (2010). Directed evolution of tyrosinase for enhanced monophenolase/diphenolase activity

ratio. Enzyme and Microbial Technology, 47(7), 372-376. https://doi.org/10.1016/j.enzmictec.2010.08.008



MBTH

+N,N’ -dimethylformamide

WINDER, A.J., & HARRIS, H. (1991). New assays for the tyrosine hydroxylase and dopa oxidase activities of tyrosinase. European Journal of

MBTH protocol
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Biochemistry, 198(2), 317—-326. https://doi.org/10.1111/j.1432-1033.1991.tb16018.x



MBTH protocol
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Enwaon: 10min, 37° C

L-DOPA
or L-tyrosine
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WINDER, A.J., & HARRIS, H. (1991). New assays for the tyrosine hydroxylase and dopa oxidase activities of tyrosinase. European Journal of

Biochemistry, 198(2), 317—-326. https://doi.org/10.1111/j.1432-1033.1991.tb16018.x



Kowa xapaktnpiotika - NAcovektnuata

High throughput screening

Colorimetric readout =2 XapnAo KOOTOC =2 €UKOAO

Crude lysates =2 pelwWVEL XpOVo & KOOTOC

Direct screening petaAAaypatwyv

Selectivity



MBTH product

Metpael pio okovpa pol xpwotikn (505nm)

H avtibpaon eivat mANpng Kot EAEYXOUEVN

>taBep0o mpoiov o€ peyalo svpoc pH kol 6

Aev avtidpadel mepetaipw

YynAotepn evaoBnoia

Dopachrome

Metpael dopachrome (475nm)

YnioBeon ot n avtidpaon npoc dopachrome eivai
mANeng

Aotabgc o udatiko mepLBaAiov

MoAUUEPLOUOC LEAAVIVNG

XaunAn evatcbnoia pebodou



Chemiluminescence-based HTS assay
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MAcovekTipata: Melovektriparo:
* [pnyopn avaiuon (<1min/sample) e Anatteitat e€omAlopog aktivoPfoAiag UV
*  YynAnc evawoBnoiag chemiluminescence detection * To onua eival EUUeco
e  XapunAn katoavalwon avtidpaotnpiwyv * Artifacts oto onjua chemiluminescence
* Atlomotn pueBodog AOYw tTNC amopdkpuvong twv ROS

Abdel-Hakim, A., EI-Maghrabey, M., Tsubokami, A., Belal, F., Hommad, M. A., Kuroda, N., & Kishikawa, N. (2026). Applying pulse UV irradiation-

induced chemiluminescence approach for high-throughput screening assay of tyrosinase inhibitors. Talanta, 297.
https://doi.org/10.1016/j.talanta.2025.128560




Fluorescence method

(a) Recognition moieties (RM) ,
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(b) Design strategies for OFF-ON probes Real ti m,e monitori ng )
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Kataokeun i ayopa probes
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Fan, Y. F, Zhu, S. X., Hou, F. Bin, Zhao, D. F,, Pan, Q. S., Xiang, Y. W., Qian, X. K., Ge, G. B., & Wang, P. (2021). Spectrophotometric assays for sensing

tyrosinase activity and their applications. In Biosensors (Vol. 11, Number 8). MDPI. https://doi.org/10.3390/bios11080290


https://doi.org/10.3390/bios11080290

HTS assay yla tTnv eVpeon METAANAYLATOC LE auénNUEVN OPAOTLKOTNTO
oTnVv avtiidbpaon
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Thermostability protocol
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Plate map
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Euyoaplotoupe yia tnv npoooyxn oac!




	Διαφάνεια 1: 3ο Σεμινάριο Δημιουργία ενός high-throughput assay
	Διαφάνεια 2: Tyrosinase [EC:1.14.18.1]
	Διαφάνεια 3
	Διαφάνεια 4
	Διαφάνεια 5
	Διαφάνεια 6
	Διαφάνεια 7
	Διαφάνεια 8
	Διαφάνεια 9
	Διαφάνεια 10: HTS assay για την εύρεση μεταλλάγματος με αυξημένη δραστικότητα στην αντίδραση
	Διαφάνεια 11
	Διαφάνεια 12
	Διαφάνεια 13
	Διαφάνεια 14: Ευχαριστούμε για την προσοχή σας!

