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Biomarkery alkoholu

Nepfimé Prime

« AST - Ethanol

e ALT - Ethylglukuronid (EtG)
. GGT + Ethylsulfat (EtS)

- MCV

« CDT

« Total serum sialic acid (TSA)

« 5-hydroxytryptophol (5-HTOL) * Acetaldehyd
- N-acetyl-beta-hexosaminidaza * Fatty acid ethyl esters (FAEE)
(Beta-Hex)

o * Phosphatidylethanol (PEth)
« Plasma sialic acid index of
apolipoprotein J (S1J)

. Salsolinol :SPADIA
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Karbohydrat-deficientni transferin

— Vsoucasné dobé nejvice specificky biochemicky marker pro
detekci nadmeérné a dlouhodobé konzumace alkoholu

— (DT roste po nadmerné konzumaci alkoholu (=50 -80 g
ethanolu/den) v obdobi dvou nebo vice tydnu

— Prinasledné abstinenci dochazi k navozeni fyziologické hodnoty
béhem 2-3 tydnU (v zavislosti na délce a intenzité predchozi
konzumace alkoholu)

— Diagnosticka ucinnost stanoveni CDT muze byt jeSté zvySena
kombinaci stanoveni CDT spolecné s vySetfenim GGT a MCV

s SPADIA
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Karbohydrat-deficientni transferin ve SPADIA LAB

Od 02/2010 stanoveni na HPLC systému VARIANT (Bio-Rad)

Reagencni sada Bio-Rad :

Reagencie 1, 2, 3,4, 5
Mobilnifaze 1, 2, 3
Predkolona (100 nastrik()
Vialky pro pfipravu vzorku
CD-ROM

Analyticka kolona (600 nastrikU)

Aktualné vySetfujeme cca 130 vzorkud / mésic

s SPADIA
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Karbohydrat-deficientni transferin BIO-RAD

%CDT by HPLC - 2009

ZjednodusSeni pripravy vzorku - dodavané vialky predplnéné
reagencnim mixem

ReadyPrep %CDT by HPLC - 2011

Novy typ analytické kolony

Zména chromatografickych podminek: pratok 1,4 ml/min —1,8 ml/min,
lehce modifikovany gradient

Doba jedné analyzy pfiblizné stejna (cca 8 min)

ReadyPrep %CDT by HPLC - 2017 sSPADIA
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BIO-RAD konci s %CDT

Cerven 2019 - informace o ukon&eni produkce kitu
firmou BIO-RAD pravdépodobné z divodu stafi pristroju
HPLC Variant a ukonceni jejich podpory

Posledni dostupna sarze kitu meéla expiraci 6. 11. 2019,

Nakoupeni nékolika kitt na sklad.

Jak dal?

| RIP

ReadyPrep %CDT

by BIO-RAD

2010-2019

:SPADIA
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Dostupné metody pro stanoveni CDT
HPLC (RECIPE, CHROMSYSTEMS)

«  Méreni privinové délce 460 nm je vysoce specifické a detekuje selektivné
zelezem saturované transferiny
« Umoznuje separaci jednotlivych izoforem transferinu

- Kvantifikace - pomér plochy piku DST k celkové ploSe pikl vSech izoforem

IMUNONEFELOMETRIE (N Latex CDT Siemens)
- Meérisoucet AST + MonoST + DST = nelze rozliSit jednotlivé izoformy
 ZvySena koncentrace %CDT u nékterych vzorkud s koncentraci celkového

transferinu < 1,2 g/l

CE (Capillarys CDT, MINICAP CDT Sebia)

- Nespecifické méreni absorbance peptidove vazby pri vinové délce 200 nm

~::SPADIA

+ NizSi analyticka citlivost nez HPLC = AST v nizkych koncentracic
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Jak dal?

HPLC RECIPE x CHROMSYSTEMS

RECIPE:
Ternarni gradient (20 min)
Objem nastriku 400-500 ul

CHROMSYSTEMS - vétsi vybér kitd:

Binarni gradient (22 min)

Ternarni gradient: Normal (20 min), Fast Elution (9,5 min) nebo One Step
Fast Elution (10 min)

Objem nastriku 100-200 ul

s SPADIA
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Jak dal?

Testovani DEMO kitu od RECIPE

HPLC systém Agilent 1100 s VWD detektorem a kvartérni
pumpou

Velky objem nastriku 400-500 ul

- Porizeni smycky 500 ul (Seat capillary)

- Davkovaci zafizeni max. 100 ul, do smycky davkuje 4-5 x 100 ul, potom
pousti vzorek na kolonu - prodluzuje analyzu na 23,5 min

s SPADIA
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CDT in serum, ClinRep® HPLC Complete Kit, RECIPE

HPLC Agilent 1100
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Stabilisation/Precipitation:

Vicekrokova pfiprava vzorku

150 pl
SErum

30
Stabilising
Reagent 5

10 pl
mixture of
Precipitants P1+P2

Ve druhém kroku pfipravy vyrazné redéni vzorkd x
velky objem nastriku???

1. incubate (30 min, 4 °C)

2. centrifuge

.

Dilution:

= Dle vyrobce koncentrovanegjsi vzorky vykazuji horsi

100 pl
supernatant

1.0 ml Diluting
Solution D

separaci a zkracuji zivotnost kolony

.

HPLC Analysis:

Inject 400 - 500 pl

Predkolona: 50 vzorku (Bio-Rad 100 vzork()
Analyticka kolona: cca 600 vzorkU (Bio-Rad 600

vzork()

Lépe vypadajici chromatogramy (software)
Je mozna manualni integraci pikUd (nizky celkovy transferin)

s SPADIA
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Chromatogramy VARIANT

DST concentration =

Analysis comments:

Callbrated Retention
Peak Name Area % Area % Time (min.) Area

DST 1.96 3.328 3601

TriST 2.93 3.913 5302

TeST 82.65 4.645 152229

PST 12.47 5.236 22058

Total Area: 184,180

AST concentration = k-
196 9%

Callbrated Retention
Peak Name Area % Area % Time (min.) Area
AST 4.48 1.862 G865
DST 17.74 3.336 27205
TrsST 432 3.850 BEET
TeST B4.96 4.661 99627
PST 8.50 5.235 13039
Total Area: 153,362
AST concentration = 448 %
DST concentration = 17.74 %

Analysis comments:
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Srovnani metod RECIPE vs BIO-RAD
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HPLC Variant

4,00

12,10
1,00
0,90
1,10
1,00
1,10
2,20
0,80

HPLC Agilent 1100

CDT

10,69
0,96
0,98
1,20
1,00
1,16
2,20
0,74

y =0,8924x
R?=0,9984
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1,41
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0,06
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0,00
7,50
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[ Youden plots DT1/20, Participant No 9907484, page 1 of 1]
E H K Anaivte  Disialo-transferrin [ samplea %) ]
Method  all methods M Kit N Min 16P 50P B84P Max 05 1 15 2
Alle 82 0400 0600 0830 123 980 —f—
success rate 81,7 % out of range 3 3 2 90600 0900 123 137 148 el
3 47 18 0560 0700 0815 114 210 R
3 75 19 0903 0970 110 129 152 e
399 3 100 1.10 120 pT B
RfB cyklus DT1/20 " s
y 4 [ sample B [%] |
¢ . 50 M Kit N Min 16P 50P B84P Max 2 3 4 5
, 3
. Alle B2 140 393 438 501 558 = )
3 2 9 370 406 480 518 522 TR
H - 3 47 18 372 414 484 520 549 fa
. 5 a0 3 75 19 38 421 475 505 558 s
o T LR ' 3.9 3 4% 480 550 RENETERES
5101 30 140 390 410 420 480 AT
- & deviation of your results from the median of the & 0a%
L4 30 corresponding sub-collective (kit) is. B-12.04 %
Survey: DT1/20 Rf B Okt e,
month: March 2020
A Referenzinstitut 20
Participant-No: 9907484 for Bloanalytik
|
10
g 0.50 1,00 1,50 2,00 %
= A
Listing and Evaluation of all your results g No of participants 82
o sample/unit A % B
2 § mean 0.934 4.47
Explanations & standard deviation 0.314 0.493
3 coefficient of variation 336 11.0
Certificate ]
A certificate is issued (given) for an analyte only if the basis for an evaluation of the accuracy is given by the guidelines of the By
German Medical Association and/or if an evaluation is possible in analogy to these guidelines (see comments on the evaluation) = d
and, if both results for an analyte are within the given acceptance limits. (marked as '+ below C) 8 Anae  Judgement
g Method  all methods
8
8 sample 8 3 3 3 2 method
: _— z Ap 101 75 a7 2 28 Others all
Certificate of participation &
In the participation certificate all analytes which are included in the list on this page are listed. 3 39 19® 18 11 35 10 132 normal
If all analytes are listed on the certificate no participation certificate is printed. ;{ 1 1 R - 2 4 SRR
- g - - - 1 1 pathological
5
S
X Legend. C=Certffication, M=No of metnod, R=your result, D=difference (R-T) Certification:  + = fulfilled { quotient | D/Dmax | <= 10)
g Dmax= maximum allowable amount of difference in measurement, partly given by - = not fulfilied (quotient | D/Dmax | > 1.0
annax 1 of the guideline of the BAK (Dt. Arztebiatt 111, Heft 38, 12.9.2014) + = certification cancelied because of technical
b3 T = target value_either reference method value or assmnod value LL | UL = lower resp _upper limd and/or analytical reasons
2
8
| % c|M R |D/Dmax L A T P | gl | |
f Disialo-transferrin| +| 3|A  1.11 0.03 1.10 | 0.770 143
s (%) B 4.18| -040 475| 3.32| 6.18
| 5 3 3 3 2) method
g Judgement| +[ 3|A  nor. nor. | nor. | nor samplem 75 41 2 28 Others all
= [ohne] B path. path. | path. | path.
g - - - - - 1 1 norma
g - - - - - 1 1 suspicious
- —_ 40 20% 19 11 35 "oo138 pathologica

number of participants 138
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Dékuji Vam za pozornost

peter.loucka@spadia.cz :SPADIA



Jsme * SPADIA



