MMMYHO®EPMEHTHbIW HABOP [N
KONWYECTBEHHOIO OMNPEOENEHUSA
YENOBEYECKOIO R-AMUIOUOHOI O BEMNKA
(AR42)

Kam. Ne: KHB3441 (96 TecToB)
KHB3442 (192 TecTa)
lMpouszeodumensb: Invitrogen, (CLUA)

BHumaHue: ocHosol npu nposedeHuUU aHanusa sensgemcsi opuauHar
UHCMPYKYUU Ha aHerl. s3bIKe.

Memoduka om 25-04-2013

Tosnbko Onsi ucnonb306aHUs 8 uccedoeamesnbCKUX Yessix
He Ans ucnonb3oeaHusi 8 duazHoCMUYeCKUX npoyedypax

XPAHEHUE
XpaHuTb npu Temnepartype 2 - 8°C.

PEATEHTbI, BXOOALUME B COCTAB HAGOPA

PeareHT Ha6op Ha6op

96 TectoB | 192 TecTa

CmaHdapm yernosedyecko2o AB42: 1 donaxoH 1 donakoH

NNOUNN3NPOBAHHbBIA CUHTETUYECKUIA NENTUA.

Ha aTukeTke drnakoHa ykasaHO KONM4ecTBo U

06bEM pacTBopa Assi pa3BefeHus

Bycpep 0ns pazeedeHusi cmaHOapma. 1 dnakoH 2 chnakoHa

Copepxut 0,1% asung HaTpusi; KpacHbIn

Kpacutenb; 60 M BO dhriakoHe

MukponnaHwem, nokpbIMbIt aHmumenamu K 1 2

NH_-koHUueBomy yyacTky AB42, 96 nyHOK B nnawer nnaHwera

O[HOM MnaHweTe

Hemekmupyrowue aHmumena k AB42. 1 cpnakoH 2 chnakoHa

CopepxuT 0,1% asug HaTpus; ronybon

Kpacuternb; 6 M Bo hnakoHe

KoHbro2zam aHmumen K Kposudybum 1gG ¢ 1 chnakoH 2 dnakoHa

nepokcudasol (aHmu-lgG-HRP), koHUeHTpaT

(100x). CogepxuT 3,3 MM Tmon; 0,125 mn Bo

chrakoHe.

Bycep Ons paszeedeHusi KoHbtozama aHmu- | 1 dnakoH 1 dpnakoH

1gG-HRP. Copepxut 3,3 MM Tumona; enTbi

Kpacutenb*; 25 mn Bo chnakoHe.

Bycgbep 01151 npomMbIgoK, KoHUeHmpam (25x). 1 dnakoH 1 dpnakoH

100 mn Bo hnakoHe.

XpomoeeH, cmabunu3suposaHHbIli pacmeop 1 chnakoH 1 conakoH

(TMB, TeTpameTnn6eH3nanH). 25 mn Bo

cdnakoHe

Cmon-pacmeop. 25 Mn BO (priakoHe 1 cpnakoH 1 conakoH

[TnéHKu aNsi 3aKnevnBaHns CTPUNoB 2 4

* Pacmeopsbi 6yghepa 0ns passedeHusi cmaHOapma, 0emeKkmupyrouux aHmumernt,
bygepa Onsi pasgedeHusi KoHbo2zama HRP nocmaensiomcs OKpaweHHbIMU, C
Uesbio yrpoweHUsi KOHMPOJIS Mpoyecca NUMNemupo8aHuUsi, U CHUXEHUS 803MOXHbIX
OWUBOK NpU 8HECEHUU peazeHmos 8 flyHKU. Omo HUKakuM obpasom He enusiem Ha
r1o/1y4aemble pesybmamai.

3AMEYAHUA MO YTUNU3ALUN

370T Habop copepMT mMaTepuansl, cogepxaiwime HebonbLune KonuyecTea
asupa HaTpus. A3ug HaTpuUsi MOXET pearvpoBaTh CO CBMHLIOM, MeAbl UIu
naTyHblo ¢ 0Gpa3oBaHMEM B3pbIBOOMACHbIX asnaoB MeTannoB. OcTaTtku
peareHTOB cnefdyeT CMbiBaTb GOMblWMM  KONMMYECTBOM BOAbl  AnA
npepoTBpalleHns obpasoBaHus a3naoB. M3beranTe KOHTakTa € rnasamu,
KOXe W Crnu3uCTbiMKM OBOmnoYkamu, He MpUHUMaiTe nuuly Tam, rae
npoBoAMTCA aHanus. B criyyae koHTakTa, 0GUIbHO NPOMONTE NopaxéHHoe
MecTo Bogon. CnefyiTe WHCTPYKUMAM, PerynvpylowmMm AesTenbHOCTb
nabopartopui.

KHB3441_3442, Human AR42

NMPEOOCTEPEXEHUA
Bce KOMMOHeHTbI KpoBWM W Buonoruyeckne Matepuansl MoryT ObiTb
NOTEHUManbHO onacHbl. Tak Kak He CyLLecTByeT MeToAa, AatoLero nosHyo
rapaHTUio OTCYTCTBUSI KakUX-NNBO MHMDEKLIMOHHbLIX areHToB, TO C AaHHLIMU
peareHTaMu Hafo obpawatbCs Kak C MNoTeHUManbHO MHMEKLUMOHHO
onacHbIM MaTepuarnom.

HA3HAYEHME

HaHHbin Habop Human AB42 ELISA npeaHasHayeH Ans KOMMYeCTBEHHOro
onpenenenunst in vitro 4enoseyeckoro fB-amunougHoro 6Genka (AB42)
metogom M®PA (ELISA) B obpasuax pasnuuHbiX MaTPUKCOB (CbIBOPOTKE,
nnasme, BycepHbIXx pacTBopax MNu KynbTypanbHOW cpede, romMmoreHartax
TKaHen, cnuHHomosroson xwugkoctn (CMX), n T1.4.). [aHHbIM MeToAoM
OMpefensioTcad Kak ecTeCTBeHHas, TaK W CuHTeTu4yeckass dopma
yenoeyeckoro AR42. AHTuTena k YenoBeyeckomy AB42, ncnonb3oBaHHbIe
B [OaHHOM MeTode, MoOryT cneuududecks pacnosHaBaTb AB42, a He
AB40/AB43.

OaHHbIM Habop Obin pa3paboTaH TONMbLKO ANA MccreaoBaTeNbCKUX
uenew n He MoXeT 6bITb UCMONb30BaH ANA AUAarHOCTUKW Y Nnioaen unm
XXUBOTHBbIX.

BHMMaTenbHO NpouYMTanTe MHCTPYKLMIO Nepea MCNoNb30BaHMEM.

NPUHUWN METOOA

[aHHbIN  TECT OCHOBaH Ha «C3HABMY» MeTode  TBepaodasHoro
UMMYHOhEPMEHTHOIO aHanu3a (ELISA). Cneunduyeckmne
MOHOKINOHanbHble  aHtutena Kk  NHp-koHueBomy yyactky Hu AB
copbrpoBaHbl B fyHKax MUKpOMaHLLeTa.

Ha nepBom 3Tane crtaHgoapTbl C W3BECTHOWM KOHUeHTpauuen Hu AB42,
KOHTpOn~ 1 obpasubl BHOCAT B MyHKM MUKpPOMMaHLWIeTa U WHKyOupylT co
cneundndeckummn kponuibumm aHtutenamm k COOH-koHUEBOMY y4acTKy
nocrnenoBaTenbHOCTUN 1-42 AB. Ota COOH-koHuUeBas
nocnegosaTtenbHocTb  obpasdyetca B pesynbTate  paclienneHvs
npepLwecTBeHHMKa.

CBs3aBlUMECA KPONMUYbWM aHTUTeNna BbIABMSAT C MOMOLLBIO KOHblorata
aHTuTen K IgG kponuka ¢ nepokcmaason (aHTu-IgG-HRP). Mocne npombiBkM
BHOCAT aHTU-IgG-HRP (chepmeHT). Mocne BTOpoOW MHKYGaLMN 1 MPOMbIBKU
ONA yaaneHns He cBsA3aBluerocs pepMeHTa, a NyHKU BHOCAT pacTBOp
cybctpata, B3avMOAENCTBYIOLWIMIA CO  CBsidaBwuMmcs cybcTpatom ¢
obpasoBaHneM LiBETHOro OKpaluMBaHWs. IHTEHCUBHOCTbL OKpacku pacTBopa
MpPsSIMO NponopuuoHanbHa KoHueHTpauum Hu AB42, npucyTcTeyiollero B
ob6pasue.

OBLUME CBEOEHUA
Mentng 6Geta amunoug (AB) coctout m3 40 - 43 aMMHOKMCIOT,
OTWIennseTcs OT aMWIIOWZHOrO  NPEeALecTBEHHUKa depMeHTom  fB-

cekpeTason (Hanpumep, BACE) wu npegnonoxwutensHo vy (ramma)
cekpeTason (3). NoBblweHVe penu3a «yAnuHEHHbIX dopm»nentuga AB,
AB42 unu AB43, Bonee CKMOHHBLIX K arperaumun, yem ABR40, npoucxogut y
niogert nNpu  onpefernieHHbIX  MyTauusix, 3KCMpeccun  onpefeneHHbIX
annenen ©Genka ApoE, wunu npu yyactum Apyrux, noka HEW3BECTHbIX
hakTtopoB. MHorne wuccnegoBaTenu o6CyXdalOT Teopulo, 4YTO Takoe
noBbllleHne obpasoBaHus ABR42/AB43 npuMBOAMT K NaTONIOTMYECKOMY
AenoHunposaHuio AB (4).

HEOBXOOUMBIE,

OBOPYOOBAHUE

1. OuctunnupoBaHHas Unu eMOHM3NpOBaHHasa Boaa

2. bydep ansa pactBopeHusi ctaHgapTa [55 MM HaTpun-6ukapboHaTHbIN
6ydep (NaHCO;, ynbtpauuctbii), pH 9.0]

3.  4-(2-amnHO3TUN)-6eH30NCcynboHun  dnyopua
KOKTennb nHrmbntopos npoteas ¢ AEBSF.

4.  MwukponnaHweTHbIN pugep C BO3MOXHOCTbIO M3MEPEHUN MpU AnNvHe
BOJHbI 450 HM 1 He06Xx0aAMMbIM NporpaMMHbIM obecrneveHnem.

5. PyyHOe nnu aBToMaTnyeckoe npomMbiBatoLlee yCTPONCTBO

6. MukponnaHLweTHbIN LWenkep (C BO3MOXHOCTBIO LUEWKMPOBaHUS Npu
HM3KOW N CPefHEN CKopOoCTH).

7. KanubpoBaHHble NUNETKM MNEpeMeHHOro obbema C OOHOPa30BbIMMU
HaKOHeYHVKamu.

8. CrTeknsiHHble MNWM NONMUNPONMUIIEHOBbIE NPOOWMPKM ANA pasBefeHus
peareHToB

9. ®unbTpoBanbHas 6ymara

10. KanubpoBaHHble cTakaHbl WM rPagyMpOBaHHbIE UWUAMHAOPbLI PasHbiX
pa3mepoB.

HO HE nNOCTABNAEMbLIE MATEPUANBI WU

(AEBSF), unn



3AMEYAHUA NO NPOLEAYPE

1. XpaHuTe BCe KOMMOHEHTbl Habopa npu 2-8°C. He nossonsiite
peareHTam HaxoauTbCs npun KOMHaTHOM Temneparype
npogorxuTensHoe Bpemsi. Bce peareHTbl  OOMKHbI  JOCTMYb
KOMHaTHOW TemMnepaTypbl Nepes UCNosb30BaHNEM.

2. He oTkpbiBanTe nakeTr co cTpunamu cpasy, AOCTaB ero wus
XonoAunbHUKA: Npexae YeM Bbl OTKpoOeTe NakeT co CTpUnamm, oH
[OMKeH HarpeTbCA [0 KOMHaTHOW TemmnepaTtypbl. Bbibepute
HeobxoauMoe Ans aHanu3a 4yucno ctpunoB. OcTaBlUMeCs CTpuUMbI
HeMeaneHHO BepHWTe B MakeT, 3aTeM 3aKpowuTe nakeT U NoMecTuTe
€ero B XONOAWMbHUK npu Temnepatype 2-8 °C Ons coxpaHeHust
KavecTBa Habopa.

3. O6pasubl JOMmxHbl ObITb CcOOpaHbl anvporeHHo B CBOGOAHbIE OT
3HOOTOKCUHOB NPOBMPKMU.

4. [OobaBbTe B 0bpasubl KokTennb MHrMbutopoB ¢ AEBSF (MHrmbutop
CEepVHOBLIX NpoTeas), pasBedeHns cTaHgapTa BbIMOMHSANTE B TOM Xe

6ydepe, KOTOpbIA  UCMOMb30BaH Ans  MNOATOTOBKM  06pasuos.
CepuHoBble mnpoTeasbl Mory ObiCTpo paspywartb nentug AR,
cnegoBaTenibHO ucnonb3oBaHne  AEBSF (BOAOPACTBOPUMbIV
MHMMBUTOP, MeHee  TOKCUYHbIKN 4Yem PMSF) ¢ KoHeuHOM

KOHUeHTpauuenn 1 MM o4eHb BaxHO. XpaHuTe o6pasupl BO Nnbay A0
MOMEHTa BHECEHMS B MMYHKN MUKPOMMaHLIeTa.

5. Ecnu o6bpasubl He aHanuaupyloTcs cpasy, WX Heobxogumo
3amMopo3nTb. M3beramte MNOBTOPHbIX LUKIOB  3aMOpaXkMBaHUs-
oTTavBaHusA 06pa3suos. MNepe aHanM3oM MOSHOCTBLIO Pa3MopOo3bTe U
TWaTenbHo nepemeLuaite obpasupl.

6. MaTtpukc obpasua oOka3blBaeT O4YeHb CWUMbHOE BRWUSIHME Ha
n3sneyerHve AB. Ona rapaHTuM TOYHOCTU M3MEPEHUS CTaHgapT Ans
NOCTPOEHNS KanMbpOBOYHOW KPMBOW HEOOXOAUMO pa3BoAMTb B TOM
xe Oydepe, KoTopbld Obln  WMCMNONb30BaH Ans  MNPUrOTOBIIEHNS
obpasuos.

7. He ucnonb3ynte TMMON WM TUMepO3an B KayecTBe KOHCEPBaHTOB
ans o6pasuoB. TK areHTbl MHMIMBMPYIOT n3MepeHue nentuga Ap.

8. MWUsberante ucnonb3oBaHusi 06pasLOB C CUMbHLIM F€MOMU3OM UNx
nunemuen. Ecnn obpasupl cogepxat 6onblUOe KOMMYECTBO YacTul,
LEeHTPUdYrupynTe nx unu otTunbTpynTe 4o aHanusa.

9. PekomeHgyeTcs  Bce  cTaHgapTbl,  KOHTponu U
aHanusupoBaTb B gybnukatax.

10. [Ons BOCNpOU3BOAMMbIX pPe3yNnbTaTOB OYEHb BaXHO, 4TOObl Bpems
peakumm BO BCex NyHkax Obino opuHakoBbiM. CregoBaTernbHO,
BHECEHVME peareHToB [OMKHO MPOBOAUTLCS B OAMHAKOBOW
nocnefoBaTenbHOCTU U C OAMHAKOBOW CKOPOCTbIO OT MYHKM K JNyHKe.

11. He cmewmuBanTe pasHble NOTbl U He 3aMEHAnTe peareHTbl
peareHTamMm U3 pasHbIx JIOTOB.

12. He ncnonb3ynte peareHTbl C UCTEKLLNUM CPOKOM XpaHeHWs.

13. AGcopbums B nyHkax AOSKHA OblTb CYMTaAHa HEMeOSIeHHO, UK He
nosgHee 2-x YacoB nocre 3aBeplieHuss aHanu3a. [lpy 3TOM
MWKPOMNMaHLWET AOMKEH ObITb 3aKPbIT U XPAHUTBLCS B TEMHOTE.

14. BHYTPEHHWII KOHTpPONb HEOBGXOAMMO CTaBWUTb B Kaxdow cepuun
aHanusoB. Ecnn koHTponb oka3ancd 3a npegenamu [onycTMMOro
AvanasoHa 3Ha4YeHWn, NPaBUNbLHOCTb aHanM3a COMHUTENbHA.

15. MonHocTblo yaansinTe NPOMbIBOYHBLIA Gydep n3 sveek acnupaumen
UNW  BbITPSIXMBaAHMEM MNnaHweTa Ha QunbTpoBanbHyto 6Bymary.
Hukoz2da He ponyckaiTe nonagaHusi unbTpoBanbHoOM Gymaru B
TNYHKK.

16. WV3beranTe KOHTaKTa pacTBOpa XPOMOreHa C MNPSMbIM COSIHEYHbLIM
CBETOM, T.K. OH YyBCTBUTENEH K CBETY, U He JonycKanTe ero KoHTakTa
C MeTannamu, MHa4ye pacTBOP XPOMOreHa MOXeT OKPacuTbCs M CcTaTb
HenpurogHbIM ANt aHanuaa.

ob6pasupl

PEKOMEHAALIMU MO NPOMbIBKE

. HenonHas npomMmbiBKa HeraTMBHO BIMsieT Ha TOYHOCTb
pe3ynbTaToB. Bce onepauuv nNpoMbIBKM [OOMKHbI  BbINOMHATHCS
Oydepom 4ns NpoMbIBOK, NOCTaBNsAeMbIM B Habope.

. PekomeHayembli MeTOA AN PYYHOW NPOMbIBKM:
MonHoCTblO yAanuTe XWAKOCTb M3 JIYHOK acnvpaumen, akkypaTtHo
norpyxas HakOHEYHWK MUMeTKM Ha [AHO Kaxaow nyHkn. He
nouapananTte BHYTPEHHIOI MOBepxHOCTb nyHok! [lone acnupauum
BHecuTe He meHee 0.4 mn rotoBoro (passegeHHoro) Bycepa ans
npombiBoK. OcTtaBbTe Ha 15 - 30 cekyHa (3amauvBaHue), 3aTem
acnupupymnTe XWUAKOCTb M3 JyHOK. [oBTOpWTE CTONBKO pas, CKOMbKO
ykasaHo B pasgene «[lpouegypa meTtoga». [locne OkOHYaHWs
NPOMbIBKM MEPEBEPHUTE MMUKPOMMAHLLET U NOACYLUUTE €70 Ha YMCTOMN
dunbTpoBanLHom bymare.

KHB3441_3442, Human AR42

e AnbTepHaTWUBHO, roTOBbIN Bydep NS NPOMbIBOK MOXET ObITb HanuT B
ckumaemyr  OyTbinb. pyu  UCMOMb30BaHWM  CXMMaemon ByTbinu
MONHOCTbIO 3aroSIHANTE NYHKU MUKPOMIaHLLIETa roToBbIM OBycepom
Ons NpoMblBOK.  [locrne  OKOHYaHWs  MPOMBIBKU  MepeBepHUTe
MWUKPOMMaHLLIET W MOACYLUMTE €ero Ha YUCTOW (pUNbTpOBanbHOM
bymare.

e [lpy ucnonb3oBaHWN aBTOMaTUYECKOrO BoLlepa cnefynte MHCTPYKLMM
npoussoanTens npubopa.

NPUrOTOBNEHUE N XPAHEHUE PEATEHTOB

PacTBopeHue ctaHaapta AR42

PactBopute 2.31 rpamma OukapboHata HaTpusa B 500 wmn
[enoHnsupoBaHHon Bogpl. [Hoseante pH go 9.0 ¢ nomowbio 2 N
rugpokemaa Hatpus. MNpodunbTpynte pacteop Yepes hunbTp 0.2 MKM.
3ameuanue: OToT  Oydep  ucnonb3lyeTcs  ANS PacTBOPEHUsI
nnomnuanpoBaHHoro crtaHgapta. He wcnonb3ywte atoT Oydep ans
pa3BefeHus cTaHgapTa unm obpasuos.

Pa3BepeHue ctraHaapTa AR42
3ameuanue: [nsi pasBefeHus cTaHdapta MoryT OblTb UCMOMb30BaHbI
nonMnponuneHoBbie NPOBMPKU.

CrtangapT Hu AB42 npokanubpoBaH no BbicokounmctoMy npenapaty Hu AR,
n macca 6bina CKOpPpPeKTMpOBaHa B COOTBETCTBMM C aMUHOKMCIIOTHOM
nocnefoBaTenlbHOCTbHO.

1. [HoctaHbTe ¢nakoH co ctaHgaptom Hu AB42 n painite emy HarpeTtbcs
[0 KOMHaTHOM Temnepatypbl (RT).

2. PactBopute craHgapT B Oydepe Ans pasBegeHus cTaHgapTta, 40
KOHe4HoWn koHueHTpauun 1.0 mkr/mn (55 MM 6ukap6oHat HaTpus, pH
9.0). WHcTpykumm no pasBefeHuto OaHbl Ha 3TUKeTKe drakoHa.
TwartenbHO akKypaTHO nepemellanTe M octaBbTe Ha 10 MUHYT Ans
nonHoro pacteopeHusi. KopoTko nepemeluanTte Ha BOpTekce nepeq
NMPUroTOBNEHNEM Pa3BELEHWIA.

3. TlpurotoBneHve pasBedeHui ctaHgapta nentuga AR [OMKHO ObiTb
BbINOMTHEHO C MOMOLWb Tex e Oydepos, koTopble Obinn
MCMoNb30BaHbl AnNs NpuroToBneHusi obpasuoB. Hanpumep, ecnu
9KCTPaKT mo3ra 6bin pa3segeH B 10 pas Gydepom Ans passedeHust
cTaHgapTta, To Oydep, ucnonb3yembln AN pa3BeaeHus cTtaHgapTa,
pomkeH coctoaTb 13 90% bydepa ans passegeHuns craHgapta u 10%
6ydepa, ucnonb3oBaHHOrO ANs 3KcTpakumum (Bknoyas AEBSF c
KOHe4YHOW KoHueHTpauuen 1 mM).

4. BuHecute 0.1 Mn pacTBOPEHHOro cTaHgapTa B NpobuMpKy, coaepxallyto
0.9 mn Oydepa ana pasBegeHus craHgapTa. Hagnuwute aty
npo6upky «100,000 nr/mn» Hu AB42. Mepemeluaiite.

5. BHecute 0.1 mn crangapta 100,000 nr/mn Hu AB42 BO cnakoH,
cogepxawui 1.9 mn  Oydepa pans passBedgeHus  cTaHgapTa.
HagnuwuTte a1y npobupky «10,000 nr/mn» Hu AB42. MepemeluaiiTe.

6. BHecute 0.2 mn 10,000 nr/mn ctaHgapTta B Tpy6Ky, cogepxatyto 1.8
mn Bydepa ans passBegeHus ctaHgapta. Hagnuwwurte oty npobupky
«1,000 nr/mn» Hu AB42. NepemelariTe.

7. Bnecute no 0.3 mn 6ydepa Ans pa3BeaeHUs ctaHOapTa B Kaxayro u3
6 npobupok, 0603HaveHHbIX kak 500, 250, 125, 62.5, 31.25, 15.63, n 0
nr/mn Hu Ap42.

8. BbinonHuTte cepuiiHoe pasBegeHWe cTaHOapTa, Kak ykasaHo B CXxeme
Hwke. TwatensHO nepemMeluMBanTe Mexay nepeHocamu U3 OfHOW
npoGupKkn B Apyryto.

3aMeuaHue: OCTaBLUMIACS PACTBOPEHHLI HepasBedeHHbI cTaHdapT Hu
AB42 MOXeT XpaHUTbCA 3amopoXeHHbiM npu -80°C po 4x Mmecsues, B
anuksotax. be3 noTtepb MMMYHOPEaKTMBHOCTM CTaHAApPT MOXET ObliTb
3aMOPOXEH U Pa3MOPOXKEH TONbKO OAWH pa3.

:jl!‘ulllple 300 W 300 i 300 pl 300wl 300 pl 300 W
ilutions
R YA

[

Resisperoed
= ' ' l ‘ 7
1 pg/mL 1.000 500 250 125 62.5 31.25 16.63 0
pg/mL pg/mL pg/mL  pg/mL  pg/mL  pg/mL pg/mL pg/mL



MpurotoBneHne BTOPbIX aHTUTEN

3ameuaHue: [purotoBbTe He paHee, 4Yem 3a 15 m™MuHYT po
MUCnonb30BaHUs. KoHbloraT aHTU-KpOnmybn IgG-HRP (100X)
nocraensetca B 50% rnvuepuHa, 310 BA3Kast XWAKOCTb. [N BbINONHEHNSA
npasunbHOro passefeHuss aHtTu-IgG-HRP  (100X) pgomkeH [ocTuyb
KOMHaTHOW TemnepaTypbl. AKKypaTHO nepemellante. [uneTupyiTte aHTu-
IgG-HRP  (100X) wmegneHHo. Ypanute u30bITOK KOHLUEHTpata ¢
HaKOHeYHVKa C NMOMOLLIbI0 YUCTON (hUNbTPOBanbHOM Bymaru.

1. Passegute 10 mkn KoHueHTpaTa 100X B 1 mMn Gydepa ans
pasBefeHns koHbtorata HRP gnsg kaxgoro 8-my NYHOYHOro
cTpuna, WCMonb3yemoro B TeKyllen nocrtaHoBke. Hagnuwumte
nony4YeHHbI pacTBop kak «pabouunii pactBop aHTU-IgG-HRP».

2. BepHute Heucnonb3oBaHHbIA KOHbtorat aHTu-IgG-HRP (100X) B

XONOAUIBbHUK.
Koz-so Obpen  aETH-IgG-HRP Volume of
CTPHIIDE (100X) Dilven:

2 20 MEI pacTBOpa 2 M1

4 40 MEKI pacTBOpa 4 M

6 60 MET pacTBopa 6 M1

8 80 mEcT pacTBOpa 8Mm

10 200 M pacTBOpPa 10 ma

12 120 MxT pacTBOpa 12 M1

PasBeneHune Bydepa aons npombIBOK

1. Tepep ucnonb3oBaHMEM KOHLEHTpaT Gydepa Ans npombiBok (25X)
OOMKEeH  [OCTMYb  KOMHaTHOW  Temnepatypbl. [lepemeliante
KOHLEeHTpaT nepef passefeHveM, yoeautecb, YTO KpUCTanbl conu,
BbiMaBLU/e B OCafoK, MOMHOCTbIO pacTBopunuck. Pa3seaute 1 yactb
25x  koHueHTpaTa Oydhepa ans npombiBOK B 24  vacTsx
OUCTUMNUPOBaHHOW BoAbl (Hanpumep, 50 MM KOHUEHTpaTa MOXHO
passectu go 1,25 n auctunnuposaHHon Bogon, 100 Mn KoHUeHTpaTa
MOXHO pasBecTu Ao 2.5 n guctunnupoBaHHoOM Bogon). Hagnuwute
nakoH C MpPUroTOBIEHHLIM PacTBOpoM kak «loToBbln Bycep Ans
NPOMBIBOKY.

2. XpaHuTe u KoHUeHTpaT Bydepa Ans NpoMbIBOK U roToBbIN Bydep Ans
NPOMBIBOK B XONnogwunbHuKe. FoToBbIM Bydep Ans NPOMbIBOK AOIMKEH
ObITb MCMONb30BaH B TeYeHne 14 gHen.

noaroToBKA OBPA3LIOB

MpurotoBbTE OOHO MMM HECKONMbKO pa3BefdeHuin kaxporo obpasua. OTu
pasBefeHusi [OOmkHbl ObiTb BbINONHEHbI Bydepom Ans  pasBeneHus
cTaHgapTa, a KoadduuueHT passBedeHuss nogobpaH  AMIMpUYEcKU
(Hanpumep, pasBegeHnss B 2 u 10 pa3 [aloT pasyMHbl AUanasoH).
PasBegeHne HeobGXoAMMO  BbINOMHATb, Tak Kak  onpefenieHHble
KOMTMOHEHTbI, MPUCYTCTBYIOLWME B 06pasLie, MOryT BNUSTL Ha onpeaeneHne
nentngos AR, unu Onst NpvBeAeHWs KOHUeHTpauui AR B obpasue B
OManasoH uM3MepsieMblX 3HaveHuii metoga. AEBSF  pgomkeH ObiTb
nobaBneH B pasBefeHHble o00pasubl M cTaHaapTbl A0  KOHEYHOW
KOHUeHTpaumn 1 MM c uenbio npeaoTBpalleHUs NPOTEeoNUTUYECKOro
pacLuenneHusi nentnuaos AR.

Mpouenypa romoreHnsaumMm TkaHu Mo3sra YenoBeka Wnu Mbllin onucaHa B
pasgene «Vcnonb3oBaHue B-amunongar.

3ameyaHue: npu aHanuse o6pas3uoB Nnasmbl
npepsapuTensHas noAroToBka obpasLos
B3aumozaecTus AR 1 6enkoB ero MackvpyHLLMX.

MOXeT noTpeboBaTbCA
ans pa3pyLueHus

NPOLEOYPA AHAJTU3A
MNepea BbINONHEHMEM aHanW3a BHMMaTeNlbHO O3HAaKOMbTECh C
pasagenom «3AMEYAHMA MO NPOLIEAYPE».

Bce peareHTbl 1 06pasubl AOMKHbI 4OCTMYL KOMHATHOI TeMnepaTtypbl (18-
25°) nepepn ucnonb3oBaHumeM. Bce peareHTbl HEOOXOAUMO TLATENBHO U
OCTOPOXHO NepemelLnBaTh, He Aonyckas 06pa3oBaHWs NeHsbI.

3ameuaHue: KannBpoBoyHasi KpuBasi OOSHKHA CTPOWUTLCS MPU  KaKaon
nocTaHOBKe aHanu3a.

MeToauka
1. [HoctaHbTe Tpebyemoe Ans nNpoBeAeHWs aHanmM3a 4YUCno CTPUMOB.
Heucnonb3oBaHHbIE CTPUMbI XpaHUTE B MaKeTe C OCylInTenem npu 2-

10.

11.

12.

13.

14.

15.
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8°C. [lNomectute TpebyeMoe KONMMYECTBO CTPUMOB B AepXaTerb.
BepHute ocTaBlwmMecs CTpunbl B MakeT W nakeT nomectute B
XONOANIbHUK.

BHecute no 50 mkn 6ygepa 0ns passedeHusi cmaHOapma B NYyHKW
«CtaHpapt O». JlyHka ans xpomoreHHoro bnaHka gomxHa octaBaTbCcs
nycTon.

MpuroTtoBbTE pasBefeHus obpasuos " cTaHgapTa B
cooTBeTcTBYylOWEeM Bydepe. BHecute no 50 mMkn kaxporo ctaHgapTa
AB, KOHTpONsi 1 06pa3sLoB B COOTBETCTBYIOLME FTYHKW, KPOME FyHKM
bnaHka.

BHecuTe no 50 mkn Hu AB42 geTekTupyowmx aHTUTEN BO BCE JTyHKH,
KpoMe nyHku bnaHka.

3akpoinTe nnaHLWeT NNEHKON 1 MHKybMpyiiTe 3 Yaca NpPU KOMHaTHOM
Temnepatype Ha Llieiikepe unu B TeyeHue Houm npu 4 °C 6Ges
LLENKNPOBaHWSI.

MonHocTblo  yganuTe  coaoepXuMMoe  NyHOK — acnvpauuen  unm
nekaHTupoBaHueM. [pomonTe nyHkM 4 pasa, Kak 3TO yKa3aHo B
pasgene «PEKOMEHOALIMN MO NMPOMbIBKE».

BHecnte no 100 mkn pabouero pactBopa aHTu-IgG-HRP Bo Bce
TNYHKK, 3@ UCKMoYeHneM GnaHka.

3akpoviTe nnaHWeT nNNEHKON U  WHKYOupyinTe 30 MUHYT npwm
KOMHaTHOM TeMmneparype.

MonHocTblo  yganuTe  coaepXuMMoe  NyHOK — acnvpauuen  unm
[ekaHTupoBaHueM. [pomonTe nyHkM 4 pasa, Kak 3TO yKa3aHo B
pasgene «PEKOMEHOALIM MO NMPOMbIBKE».

BHecute no 100 mkn Pacmeopa XpomozeHa BO Bce mnyHku. LiBeT
pacTBopa AOMKeH U3MEHUTLCS Ha ronyoboii.

MHky6upyiTe 30 MUHYT NpYM KOMHaTHOW TeMnepaType B TeMHOTe.
3amevaHue: He Hakpbiealime MuKpomniaHwem astoMuHueeol
¢osibeoli unu Memanau3upoeaHHol Ma2HuUmHolU nnéHkou.
Bpemsi HKy6aLmm ¢ XpoMoreHHbIM cybcTpaTom onpeaensieTcst TMnom
MCMOMb3yeMoro  MUKpOMNMaHweTHoOro pugepa. Muorne pugepsl
cnocobHbl cuMTaTb OMNTMYECKYD NMOTHOCTL Tonbko gdo 2,0 Epn
onTUYecKkon NNoTHOCTU. [ns nogo6HbIX OTOMETPOB peakumst 4OIHKHA
ObITb OCTaHOBMIEHa A0 [AOCTUXEHWUS SIPKO OKpaLUEHHbIMU JyHKaMu
npegena u3MepeHus WHCTpyMeHTa. Onpegensinte  ONTUYECKYHO
NMOTHOCTb B MyHkax npu 450 HM TONbKO MOCne BHECEHWs CTon-
pactBopa. Ecnn y puaepa BepxHui npegen cuutbiBaHua 2,0 Epn
OMNTMYECKON MMOTHOCTW, OCTaHOBWUTE peakumio 4veped 15-20 MuHYT
MHKy6aumm ¢ cybcTpaTHbIM pacTBOPOM.

[o6aebte no 100 mkn cron-pacTBopa BO Bce nyHku. [octyuute
OCTOPOXHO MO AepxaTento CTpUNoB AN NepemMeLuMBaHns peareHToB.
LiBeT pacTBopa B NnyHKax JOSKEH UBMEHUTBCS C ronyboro Ha XENTbIi.
OnpegenvTe ONTUYECKYD NMIOTHOCTb B NyHKax npu 450 HM npoTms
«XPOMOreHHoro GnaHka», npeacTtaenstollero cobon cmecb 100 Mmkn
XpomoreHHoro pactBopa TMB un 100 mkn cTon-pacTBopa.
OnpepenvTe ONTUYECKYHO NIIOTHOCTb He No3fHee YeM yepe3 30 MUHYT
nocrne BHeECEeHUs1 CTon-pacTBopa.

Wcnonb3yiite crneunanbHoe rnporpammHoe obecneveHne — Ans
NOCTPOEHNs1 KanMbpoBOYHOW KpuBoW. OnTuManbHble pe3ynbTaTbl
normy4arTcs npwu Ucnornb30BaHUm 4-napameTpuyeckon
annpokcumaumm.

OnpepenvTe KOHLEHTpaLuUM B KOHTPOMsiX U obpasuax U3 cTaHgapTHON
KpuBON. [Na KOPPEKTUPOBKU pasBedeHusi, COeflaHHOro B npolecce
aHanusa HeobXOoAMMO YMHOXWTb 3Ha4yeHusi, MonyyeHHble Ans
06pa3uyoB Ha COOTBETCTBYyOLMI KO3ddULUMEHT pasBedeHus. Bce
obpasupbl Cco 3HayeHusiMK, BONbLUIMMK, YeM Yy CaMoro BbICOKOrO
CTaHAgapTa [JOMmkHbl ObiTb pasBedeHbl Oydepom Ans passedeHus
CTaHgapTa M npoaHanuavpoBaHbl elle pas. [pyu 3ToM ymHOXanTe
3HayeHne HaNaeHHOW KOHLIeHTpaLum Ha koaduLmMeHT passeaeHus.

Mpumep pe3ynbTaToB M3MepeHus ctaHaapToB Hu AR42
B ananasoHe 0-1,000 nr/mn

Standard Optical Density
Hu AB42 pg/mL (450 nm)

1,000 3.060
500 1.848
250 1.018
125 0.510
62.5 0.266
31.25 0.187
15.63 0.146

0 0.199




XAPAKTEPUCTUKU AHAJIN3A

YyBCTBUTENBLHOCTbL aHanusa

MuHumanbHO onpefensiemas koHueHTpauus Hu AB42 coctasuna < 10
nr/Mn u GbiNM paccunTaHa Mo KanubpoBOYHOW KPUBOW, KaK YpPOBEHb,
COOTBETCTBYIOLMA CyMMe 2X CTaHAAPTHbIX OTKIIOHEHUA W CpegHero
3HauveHuss Ol1, nonyyeHHoro ansi ctaHgapta O nr/mn B pe3ynbraTte 64
onpeaeneHui.

BOCNPOM3BOAUMOCTb

1. BocnpouzBoauMOCTbL BHYTPpU O4HOW cepun

BocnpounsBoaMmMocTe BHYTPU OAHOW cepuu onpegensanacb nytem 16
onpeneneHuii kaxgoro obpasua.

O6pazeu 1 O6paseu 2 O6paseu 3
CpepgHee 3Ha4veHue, (nr/mn) 63.0 293.7 884.6
CraHpapTHoe OTKINIOHEeHMue, 31 78 26.7
(nr/mn)
KoaddmumeHT Bapuaumm, (%) 5.0 2.7 3.0

2. Bocnpou3BoauMMOCTb MeXay cepusamMmm
BocnpoussoauMocTb Mexzay CcepusMyu  UCCrefoBaHuii  onpefensinacb
aHanM3om o06pasLoB CbIBOPOTKM 48 pa3 B HE3ABUCUMbIX aHanm3ax.

O6pazeu 1 O6paseu 2 O6paseu 3
CpepHee 3Ha4yeHue, (nr/mn) 63.1 293.7 884.6
CraHpapTHoe OTKIIOHEHMe, 35 93 36.6
(nr/mn) ) ) )
KoaddmumeHnt Bapuaumm, (%) 5.5 3.2 4.1

JNIMHENHOCTbL PA3BEQEHUS

O6pasey 4yenosedeckor CSF, copepxawmin Hu AB42, Gbin cepuiiHO
pasBeneH 6ychepom Ons passedeHus cmaHOapma B npegenax gvanasoHa
naveperHma metoga. Cpega RPMI, cogepxawas 10% Tensaybew
CblBOpPOTKK, Obina oboraweHa HatueHbiM Hu AR42 n3s CSF un cepuiiHo
pa3BefeHa 6ychepom Onisi pazeedeHusi cmaHOapma B npefenax aAvanasoHa
n3MepeHuss metoaa. JIMHEWHbI PEerpeccuoHHbI  aHamnmMa U3MepEeHHbIX
3HayeHun B oOpasuax MpoOTMB  OXWOAEMbIX KOHUEHTpauuih gan
KoadbprumneHT koppensummn 0.99.

PasBe- Llepe6pocnuHanbHas XuaKoCTb
AeHue U3mepeHHoe, Oxupaemoe, % oT
nr/mn nr/mn Oxugaemoro
1/4 127 127 -
1/8 71 63.5 112
1/16 37 31.8 116
1/32 18.7 15.9 118
1/64 7.6 7.95 96
U3BNEYEHUE

M3Bneuenne Hu AB42, nobaeneHnHoro B CMXK, coctasuno B cpeaHem 80%.
M3Bneyenne Hu AB42, pobaBneHHOro B  KynbTypanbHyl — cpeay,
copepxaluyto 10% Tensyben CbiIBOPOTKK, COCTaBWUmo B cpeaHem 86%.

NAPANNENU3M

HaTueHbin Hu AB42 6bin nobasneH B Oydep Ansa pa3segeHus ctangapTa u
M3MEPEH MO OTHOLIEHW K CTaHZapTy, WCMONIb30BaHHOMY B [JaHHOM
MeToge. [lapannenbHOCTb 3HAYeHWd, MOMYyYeHHbIX AN HaTUBHOMO U
pekoMBuHaHTHOro 6enkoB, NokasaHa Ha PUCYHKe, NPUBEAEHHOM HIKE.

Abeta1-42 new format ELISA
parallelism
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CNEUMNPUYHOCTb
Cepusi  BychepHbIX  pacTBOpOB,  coAepXaliuMx  uccrenyemble  Ha
nepekpécTHoe BnNusHWe BellecTBa, bbina npoaHanMavpoBaHa C NOMOLLBIO
naHHoro Habopa. Cnepytowme BelecTsa 6biny NpoaHanM3vpoBaHsbl, U Ans
BblLLIeyKa3aHHOW KOHLEHTPaLUMN y HKX He Bbina obHapyxeHa nepekpécTHas
aKTMBHOCTb!

AB [1-12] (100 ng/mL), AB [1-20] (100 ng/mL), AB [12-28] (100 ng/mL),

AB [22-35] (100 ng/mL), AB [1-40] (100 ng/mL), AB [1-43] (10 ng/mL),

AB [42-1] (100 ng/mL), a-Synuclein (200 ng/mL), APP (250 ng/mL), and

Tau (40 ng/mL).

XYK-QODEKT
O6pasupl, oboraweHHble nentugom Hu AB42 go ypoHs 1 Mkr/mn, gaBanu
OTBET BbllLIE CaMOro BbICOKOro CTaHaapTa.

OFPAHUYEHUA METOOA

He akcTpanonupyvite pesynbTaTbl Bblll€ 3HAYEHUS MaKCMMarbHOro
cTaHgapTa, T.K. 3aBUCUMOCTb KOHLEHTpauusi/onTuyeckass MroTHOCTb
HenvHelrHa B 9TOM AuanasoHe, U TOYHOCTU U3MepeHust TPyAHO AOCTUYb. B
3TOM cnyyae BcCe o00pasubl AOMmKHbl ObiTb pa3BedeHbl Bydepom ans
pa3BefeHuss cTaHgapTa W MpoaHanvM3vpoBaHbl ewé pas, a pesynbraT
HeobX0AMMO YMHOXWTb Ha COOTBETCTBYIOLLMIA KOIPDULMEHT pa3BeaeHus.
BnusHue pasnuyHbix nekapcts, abeppaHTHbIX (OTKIMOHAOLWMUXCA OT HOPMbI)
CbIBOPOTOK (remMomnu3, runeprnunuaemus, xenTtyxa n T.4.) U UCNOnb3oBaHne
apyrux 6uonormyecknx obpasuoB He A0 KoHua uccnepgoBaHo. CTeneHb
perpagauun  HatmueHoro Hu AB42 B pasnuyHbIX MaTpukcax He
uccnegosaHa. B nutepatype, nOCBAWEHHOW WMMMyHOAHanu3y, 4acTo
codepxXaTCsi CCbIfIKM Ha MOMEXM CurHana B HEKOTOPbIX CbIBOPOTKAX,
npuUNUCbIBaeMble BIUSHUIO reTePOdUIbHBIX aHTUTEN. XOTS HamMu U He
6blNM  3amMeveHbl Takue o6pasupbl, Henb3s WCKMYaTb BO3MOXHOCTb
nogo6HOro BO3AencTBuS.

NINTEPATYPA
(CM. B opurnHane MHCTpyKuun).
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