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OcHoeoli _npu npogedeHuu aHanusa sie/isemcs opusuHars
UHCMPYKUUU Ha aHefulickoM 5i3blKe, 810XeHHOoU 8 Habop.
Homep u Qdama eepcuu opueuHana u nepesoda
_ UHCMpyKuUU O0/IKHbI cogrnadame.

Tonbko AnsA uccnepoBaTenbCKUX Lienemn
He Ans ucnonb3oBaHusA B AMarHOCTMYECKUX UMK TepaneBTUYECKUX

npoueaypax

1. HASBHAYEHUE

[aHHbIN MMMYHODEPMEHTHBIV MeToA MpedHas3HadeH Ans onpegeneHusi
KOHLeHTpaLumm pacTBopumOn MOSEKYIbI nirasga CD40
(BblcokouyBCTBUTENBHBIA).  HaGop npegHa3HavyeH Tonbko  Ans
nccnepoBaTeNnbCKMX Lened M He [OMKeH WCnonb3oBaThbCcs B
AVNarHoCTUYeCKUX UK TepaneBTUYECKUX NpoLeaypax.

2. BBEOEHUE

CD40 npuHagnexut cemenctay peuentopoB TNF. He cmoTps Ha To, 4TO
Ouornornyeckasi  3Ha4YMMOCTb  HEKOTOpbIX Map  NuraHg-peuenTtop,
OTHOCSILLMXCS K JaHHOMY CEMENCTBY, OCTaeTCsi HESICHON, st MONeKyrbl
CD40 pokasaHa ee BaxHas buonoruyeckasi poneb.

B3anmopgencteuio CD40/ CD40L npepackasbiBaloT KIOYEBYH pofb B
MMMYHHOWN akTuBauuu, B OCOBEHHOCTM npu akTuBaumm B-knetok T-
Knetkamu. OTa MoOnekyna, TakK Xe Kak W ApyrMe nuradgbl,
npuHagnexaiwe [OaHHOMY CeMeNCTBY, MNpOsIBNSieT CBOWCTBA KO-
cTumynsitopa nponudepaumn T-krneTok, W, Kak U BCe OcCTanbHble,
3KCnpeccupyeTcs aKTMBMPOBAHHbIMU T-kneTkamu. Bbino nokasaHo, 4to

npouecc 3anporpamMMpOBAHHON  KINeTOYHOW rvbenu BOBMeYeH B
SMUMUHUPOBAHWE  KIIOHOB  CaMOPEaKTWBHbIX  NMMAOLUTOB  Npu
HOpManbHOM  OYHKUMM WUMMYHHOW cucTembl. Bsammopencrene ¢

COBCTBEHHBIMW ~ @HTUIrEeHaMK, CBsI3aHHbIMKW C  MembpaHoW, MoxeT
3NMMUHUPOBATbL KMacc CaMOpeakTUBHbIX B-knetok nytem anontosa.
AHTUreH-penenTop onocpenoBaHHbIN B-kneTo4HbIN anonTos
6nokvpyeTcss npu nepepade curHana depe3 monekyny CD40 Ha
nosepxHocTb B-knetkm (10). Tak «kak nuraHg CD40 (CD40L)
3KCMpeccrpyeTCs akTUBMPOBaHHBLIMU T-XennepHbIMU KreTkamu, B-kneTkn
MOryT  ypansiTbCA MyTeM anonto3a W  akTMBMpOBaTbCsl  Mpu
B3aUMOAENCTBMN UMMYHHOW CUCTEMbI C BHELUHUM aHTUIEHOM, KOTOpPbIV B
HOpME MOXEeT aKTVBMPOBaTb T-XxennepHble KneTkn. Takum obpasom,
B3aumogenctene CD40 - CD40L wurpaeT ueHTpanbHyl0 ponb Ha
pasnu4HbIX pasax B-knetoyHoro otBeTa Ha T-3aBMCUMbIE @HTUMEHbI.
MoaBoas uTOr, MOXHO CKa3aTb, YTO B-kneTkm MoryT yyacTBoBaTb B
npouecce perynsuum ux cobCTBEHHOro paspylueHus. 3awmTta npoTus
Fas-3aBucumoro anonTosa, BO3MOXHasi 6narogaps cBA3N
VMMYHOIOBYNNH-peLenTop, MOXeT COCTaBNSATb HAAEXHbI MexaHu3Mm, ¢
NMOMOLLbHO KOTOpOro ANMMUHUPYIOTCSH cnyyanHble B-knetku,
aktmBnpoBaHHble CD40L, akcnpeccupylowmmmcs  T-knetkamu, HO
COXPaHsSTb aHTUreH-cneumdmnyeckne B-knetku.

CD40L akcnipeccupyeTcsi Ha MOBEPXHOCTU akTMBMpPOBaHHbIX CD4+ T-

Knetok, 6a3odunos, Ty4yHbIXx kneTok. CBsaAsbiBaHne CD40L c ero
peuentopoMm, CD40, Ha nosepxHocTu B-knetok, cTumynupyet
nponudpepaumnio, agreamto 1 guddepeHumposky  B-knetok. B

LUMpKynupytowen KpoBu Oblno MnokasaHo NpUCYTCTBME PaCTBOPUMMOW
n3ogopmbl CD40L. PacTtBopvMasi Morekyna npeacrtaBnsieT us cebs
romoTpumep 6Genka ¢ MonekynsipHon maccon 18 k[la, nposiBnstoLiero
NOMHYI aKTUBHOCTb B npoueccax B-knetouHou nponudepaumm wn
anddepeHumpoBkK, cnocobHa «cnacatb» B-kneTkm oT amonTtosa u
cBa3biBaTb  pacTBopumbii  CD40. O6cyxpgaetca  noTeHumanbHas
BcnomoratenbHas ponb CD40L npu B-kneToyHbIX Onyxomnsix, KpomMe Toro
6bINo 06HapYXXeHO, YTO MONEKYNAPHbIN AedekT npy X-CBA3aHHOM runep-
IgM cuHpgpome oTHocuTcs k reHy CD40L, ero cyHKUMK 3aTparmBatoTcs B
B-kneTouHbIx rubpngomax, Npu XpoHNYECKOM NUMOoLUTapHOM Nenkose,
a TaK >e Npu pasnuyHbIX ayTOUMMYHHbIX 3ab0neBaHusX.

Cnncok nuTepaTypbl AOCTYNEH HAa MHTEPHET-CTpaHWLEe NPOU3BOAUTENS:
www.bendermedsystems.com

3. MPUHUMIN METOOA

AHTUTENA K 4enoseyeckomy sCD40L Cop6upoBaHHble A4eiku

afcopGupoBaHbl B nyHKax
MUKpONnnaHweTa.
\l{ MOHOKITOHarbHble
aHTuTena
Yenoseyeckui sCD40L, MNepBas nHKy6auus

npucyTcTBylOWMIA B obpasuax  wunu
CTaHAapTax, CBA3bIBAETCS C aHTUTENaMMK,
afcop6GUpOBaHHLIMU B NyHKax. AHTUTena E.

kK  sCD44std, KOHblOIrMpOBaHHbIE C

nepokcupasoi  xpeHa (HRP-koHblorar),

CBA3bIBAIOT  MOMEKynbl  YeroBeYeckoro

sCD44std, 3axBayeHHble nepBbIMU <*-Crangapt wm o6pasey
aHTUTENaMK.

Mocne WHKyGauMM Npu nNpoMbiBke W3 — __ DTOPad wHkybauun
NYHOK  ydansTcs He  CBsi3aBLUMECs = o o
6uonoruyeckme KOMMOHEHTbI " P Dppud g}
pobaenstotca  aHTuTena Kk sCDA40L,

KOHBIOTMPOBaHHbIE ~ C  MepoKkcuaasoit Y
xpeHa  (HRP-koHblorat),  cBsi3biBalOT G 6
Momnekyrnbl  uYenoBeueckoro  sCD40L, Tanaapt uni obpasell
3axBaYeHHble NEPBLIMU aHTUTENaMU. 2 - HPR koHblorat

Mocne  wHKyBauum  HecsAsaBlumecs ~  TPeTbA MHkyGauns
aHTUTena, KoHblornposaHHbie ¢ HRP, n B = — =
TNYHKN nobasnsieTcs cybcTpaTtHbIv d ,“"'
pactBop. Peakumss  ocTaHasnvBaeTcs ? 7B
fobasneHnemM KUCnoThl. Q¢ é Y

=1 - Cy6cTpat
MHTEHCMBHOCTb OKpacku, M3amepeHHas Ha — —

anvHe BOJTHbI 450 HM, npsiMmo =]
nponopunoHansHa KOHLieHTpaLmn I S
YeroBeYecKoro sCD40L, $ $
NPUCYTCTBYIOLLEro B obpasuax. Y
KoHueHTpauus yenoseyeckoro SCD40L B pm  _ Mpopearvposasuwnii
obpasuax onpepensieTcs no cy6eTpar

KanMbpoBOYHOWN KPUBOWN, MOCTPOEHHOWN MO
7 NPUroTOBMEHHbIM pasBeneHusim
cTaHgapTa yenoseyeckoro sCD40L.

4. NOCTABNAEMbIE PEATEHTbI
4.1 PeareHTbl B Habope YenoBeueckun sCD40L Platinum ELISA
(BbIcOKOUYYBCTBUTENbLHBLIN) BMS293 (96 TectoB)

MukponnaHweT,  MOKPbITbIA ~ MOHOKMOHaNbHbIMM 1 NnaHweT
aHTUTenamu K Yyenoseyeckomy sCD40L

HRP-KoHblorat  aHTM—sCD40L  MoOHOKNoHanbHbiXx 1 cpriakoH
aHtuten (150 mkn)

Crangapt sCD40L, 20 Hr/mn, NModunnu3npoBaHHbIN 2 cpnakoHa
BbICOKMIA KOHTPOIb, NMMOMUNN3NPOBAHHbIN 1 donakoH
HWU3Kui KOHTPONb, NMOMUIN3NPOBAHHbI 1 cbnakoH
PazbaBuTtenb o6pasuos, 12 mn 1 donakoH
(BameyvaHue: 8 HekomopbIx cryqasx Pasbasumerns

0bpasuyos codepxum Hepacmeopumbili 6erbili 0cadok,

KOmOPpbIl He 8/iusiem Ha Xxapakmepucmuku mecma.

Wcnonb3ylime 8 coomeemecmesuu ¢ MpoMmoKoioM.)

KoHueHTpaTt Pabouero 6ydepa 20x (PBS ¢ 1% 1 donakoH
Tween 20 n 10 % BSA), 5 mn

MpombiBatowmn pacTeop, koHueHTpart 20x (PBS ¢ 1 donakoH
1% Tween 20), 50 mn

Cy6cTpatHbin pactBop (TMB), 15 mn 1 donakoH
Cron-pactBop (1M doccopHas knucnota), 15 mn 1 donakoH
Fony6on kpacutens, 0,4 mn 1 conakoH
3enéHbin kpacutens, 0,4 mn 1 donakoH
MnéHku ansa 3akneMBaHUA CTPUNOB 4

4.2 PeareHTbl B Habope YenoBeueckun sCD40L Platinum ELISA
(BbicokouyBcTBUTENBHBLIN) BMS293TEN (10x96 TectoB)

MukponnaHweT, MOKPbITbIN  MOHOKMOHanbHbiMM 10
aHTUTEnamm k yenoseveckomy sCD40L nnaHweToB
HRP-KoHblorat aHTu—sCD40L moHoknoHanbHbix 10 cornakoHoB
aHTuTen (150 mkn)

Ctanpgapt sCD40L, 20 Hr/mn, NModunu3npoBaHHhIN
BbICOKMI KOHTPOSb, NMMOMUNN3NPOBAHHbIN
Hu3kuin KOHTpPONb, NMOMUNU3NPOBAHHbI
Pa36aBuTtenb o6pasuos, 12 mn

(3ameyaHue: 8 Hekomopbix criydasix Pazbasumerb

10 cbrnakoHoB
10 donakoHoB
10 cpnakoHoB
10 cbrnakoHoB



0bpa3yoe codepxum Hepacmaopumbili 6enbil
ocadok, Komopbil He 8/1USIeM Ha XapakmepucmuKu
mecma. Vcnonb3ylime 8 coomeemcmauu ¢
rIPOMOKOJ/IOM.)

KoHueHTpaT Pabouero 6ydepa 20x (PBS ¢ 1% 2 chnakoHa
Tween 20 1 10 % BSA), 5 mn
MpombiBatowmit pacTBop, koHUeHTpaT 20x (PBS ¢ 4 dnakoHa

1% Tween 20), 50 mn
Cy6cTpaTtHbin pactBop (TMB), 15 mn
Crton-pacTtBop (1M docdopHas kucnota), 15 mn

10 donakoHoB
10 conakoHoB

Fony6ou kpacutensb, 0,4 Mn 6 pnakoHoB
3enéHbin kpacutens, 0,4 mn 6 dpnakoHoB
MnéHku ans 3akneMBaHUs CTPUNOB 20

5. MHCTPYKLUMUU NO XPAHEHUIO — HABOP MDA

XpaHuTe KOMMOHeHTbl Habopa npu TemnepaTtype 2-8°C,
KOHTporew. XpaHuTb nMMoununsnpoBaHHble KoHTponu npu -20 °C.
Cpasy nocrne WCnomnb30BaHWs BEpHUTE peareHTbl B  XONMOAMUIbHUK.
XpaHuTe [0 AaTbl, yKa3aHHOWM Ha ynakoBKe peareHToB.

CtabunbHOCTb Habopa KOMMOHEHTOB MOXeT ObiTb rapaHTUpOBaHa
TONMBbKO MpWU  HagnexalwlieM XpaHeHun, W, B Ccrny4yae MOBTOPHOrO
MCMONb30BaHNS OJHOrO KOMMOHEHTa, €Clnv 3TOT KOMMOHEHT He O6bin
3arpsi3HeH Npu NePBOM MCNOMb30BaHUN.

CraHpapT AormKeH ObiTb MCNOMb30BaH cpasy Xe nocrne pa3BefeHus 1 He
MOXeT ObITb OCTaBINEH HA XpaHEHUE.

Kpome

6. 3ABOP U XPAHEHUE OBPA3LA

KynbTypa Knetok cynepHaTaHTa, cbiBopoTka® u nnasma (EDTA,
uuTpaTHasi, renapuHoBasi) OblnM MPOTECTUPOBAHbLI C MOMOLLLI0 3TOrO
aHanusa. [lpyrue 6uonoruyeckne obpasupl MOryT ObiTb NpUrogHbl Ans
1cnonb3oBaHus B aHanunse. OTAenuTb CbIBOPOTKY UMK NnasMy OT CrycTka
UK KNETOK, KaK MOXXHO CKOpee Nnocne CBEPTLIBAHUS U pa3feneHust.
O6pasLbl, cogepxallme BUAMMbIA 0cagoK, He06X0AMMO OYUCTUTL Nepes
MCMNoNb30BaHNEM B aHanuse. He ucnonb3ynte CUnbHO
reMonM3NpoBaHHbIE UMK NUNeMUYEcKke obpasuibl.

O6pasubl A0MmKHbI OblTb anMKBOTUPOBaHbl W OOMKHbI XPaHWUTbCA B
3amopoxeHHom Buae npu  -20 °C, 4toGbl wM3GexaTb noTepu
buonornyeckn akTneHoro Yyemnoeyveckoro sCD40L. Ecnu obpa3supbl 6yayT
TEeCTMpoBaTbCsl B TeyeHne 24 4acoB, OHW MOTyT XPaHWTbCA Mpu
Temnepatype oT 2 fo 8 °C (ctabunbHocTb obpasua ykasaHa B pasgerne
135

M3beraiiTe NOBTOPHbLIX LIMKIOB 3aMopaxuBaHusi-oTTauBaHus. [epen
aHanu3oM 3aMOpOXeHHble o6pasubl AOMKHbI ObiTb AOBEAEHbl [0
KOMHaTHOW TEMMEPaTypbl MEANEHHO M OCTOPOXHO NepeMELLaHbI.

7. TPEBYEMBbIE, HO HE NOCTABJTAEMbIE MATEPUATbI

. KannbposaHHble nuneTkn Ha 5 mn n 10 mn

. KannbpoBaHHble NMNeTkn ogHoKaHanbHble NepemMeHHoro obbema c
O[lHOPa30BbIMU HaKoHeYHUKkamu Ha 5 — 1000 mkn

e MHorokaHanbHble NUNETKN C OAHOPa30BbIMW HAKOHEYHUKaMn Ha 50
— 300 mkn

e  BaHHOYKa Ans peareHTOB AN UCMOMNb30BAHWUSA C MHOrOKaHanbHOW
nuneTkown

e  KanunbpoBaHHble CTakaHbl
NPUroTOBMNEHNS PEaKTUBOB

e PyyHoe unu aBTOMaTU4eCcKoe NPOMbIBaloLLIEe YCTPONCTBO

. MukponnaHweTHbln  pugep ¢ dunbtpom Ha 450 HM w©n, no
BO3MOXHOCTU, (PUNBTPOM CpaBHEHUSA = 620 HM

e [lucTMnnupoBaHHas Unv AenoHU3NpoBaHHas Boda

e CTaTMUCTMYECKWiA KanbKynAaTop C NMporpaMMHbIM obecnedeHnem gns
06paboTkM pe3ynbTaToB (NMNMHENHas perpeccust)

n  unnnHapebl, Heobxoaumble Ans

8. MPEAOCTEPEXEHWA NO UCMNOJIb3OBAHUIO

1 Bce xumMmukaTbl cuMTaTh NoTeHuMarnbHO onacHelMKU. PekoMmeHayeTcs
MCMNONb30BaHME [OaHHbIX PEeareHTOB TOMbKO KBannUUUPOBAHHbLIM
nepcoHanoM B nabopaTopHbIX ycrnoBusx. cnonb3oBaTh 3aLUUTHYIO
ogexay, o4kv 1 nepyatku. M3beraTb KOHTaKTa C rmasamu U KOXew.
B cnyyae koHTakTa, NpOMbITb C 6OMbLUMM KONMYECTBOM BOZAbI.

2. Habop npegHasHayeH TOMbKO AN UCCreaoBaTeNbCKUX Lienen u He

OOMKEH  WUCMOMb30BaTbCA B PYTUHHBIX  AWArHOCTUYECKMX

npotenypax.

He cmelumnBanTe pasHble NOTbl U peareHTbl U3 pasHbIX NTOTOB.

He vcnonb3ayiiTe peareHTbl C UCTEKLLUUM CPOKOM XPaHEHWsI.

M3berante obnyyeHuss peareHTOB CUMbHbIM MCTOYHUMKOM CBeTa BO

BpEMS XpaHeHUsi 1 nHKybauum.

He nuneTtupywite pTtom.

Henb3s ecTb Wnu KypuTb B MeCTe, FOe XpaHSATCH peareHTbl U

obpasLpl Unu B MecTe, rae NpoBOAMTCS aHanma.

8. W3bBerainTe KoHTaKTa peareHTOB C KOXeW U CIIM3NUCTbIMU.

9. Tlpu pyyHOM MeTOode aHanusa MoNb3ynmTecb JaTeKCHbIMU
nepyaTkaMmu Ans 3awmTbl pykK.

10. WsberaiTe KOHTakTa cybGcTpaTHOro pacTBopa C MeTannamu wu
OKUCTIUTENSIMUA.

11. W3beranTte pa3bpbi3rnBaHnsi 1 0b6pa3oBaHnsi aspo30sen.

aorw

No

12. Yt06bl M36EXKaTb MUKPOOHOro 3arps3HeHUs Wnu  3arpsi3HeHust
peakTBamMu W TMNOMyYeHUs B  pe3ynbTate HeOOCTOBEPHbIX
pe3ynbTaToB, NONb3yWTECh OAHOPA30BLIMU HAaKOHEYHMKaMW.

13. Wcnonb3ywnTe 4ncCTylo, cneuvanbHO BbIAEMNEHHYD nocyay Ans
KOHBIOraToB 1 cybcTpaTHOro pacteopa.

14. 3arpsisHeHVe KUCMOTON MHAKTUBUPYET KOHbIOraT.

15. [Ons NpuroToBreHWs1 peakTUBOB WCMONb3yWTe AUCTUNNNPOBaHHYIO
UM AEVNOHN3NPOBAaHHYIO BOAY.

16. CybcTpaTHbI pacTBOp OOMMKEH MMETb KOMHAaTHYyl TemnepaTtypy
nepepn ncnonb3oBaHNeM

17. O6es3apaxwuBavite nocne paboTbl 06pasupbl, Tak Kak OHW MOryT
ObITb MHULMPOBaHbI, MPEANOYTUTENBHO aBTOKMNaBUMPOBaHMEM He

)

MeHee 1 4aca npu 121.5 C

18. 2Kupgkve oTxogpl, He cogepxallne KUCMOTY, U HeWTpanuM3oBaHHbIe
HeobxoaMMOo cMellaTb C PacTBOPOM TUMOXMOpUTa HaTpUsi TakUM
obpasom, 4Tobbl Mmonyunnca B utore 1% pacTBOp rMnoxnopuTa.
OcTaBbTe nonyyeHHyl cmecb Ha 30 MUHYT Ans 3ddEKTUBHOrO
obeszapaxuBaHusa. Kuakme OTXoAdbl, cogepxalime KWCMOTY,
HeobxoAMMO HenTpanm3oBaTb [0 00e33apaxuBaHUs PacTBOPOM
runoxnopuTa HaTpusi.

9. NOArOoTOBKA PEATEHTOB

BydbepHble KOHUEHTpaTbl NPUBECTM K KOMHATHOW Temnepatype W
pa3BecTu nepej Ha4yarnom aHanuaa.

Ecnn B BydepHbIx KOHUeHTpaTax obpa3soBanucb
aKKypaTHO NoAOrpeTb MX A0 NMOMHOrO PacTBOPEHUSI.

Kpuctannbl,

9.1 MpomeiBatowmn pacteop (1 x)

Pas6aBbte 50 Mn KOHUEeHTpaTa  AUCTUNMPOBAHHON unm
[OEVOHM3NPOBaHHON BOAON B MEPHOM UMAMHAPE A0 KOHEeYHOro obbéma
1,0 n. NepemeLuarte, n3beras BCNeHNBaHWS.

o
Xpanute lNpombiBatowmin pacteop npu 2-25 C. MNpombiBaoLwmini pactsop
ctabuneH 30 gHen.
MpombiBatoLwmin pacTeop (1 x) Takke MOXeT ObITb NPUrOTOBIEH COrMacHoO
cnegywolen tabnuue:

Komuuecteo menmone- | Konuertpet Ilpomer- | JucTHnngpoBaHHad
3VeMBIX CTPHIIOB BAKIIETO PACTEOPA, MI BOIA, MIT

1-6 25 475

112 50 950

9.2 Pa6ouun 6ydep (1 x)

Xopolwuo nepemellainTe koHueHTpaT PaGoyero 6ydepa. PasbasbTe 5,0
MI KOHUEHTpaTa AUCTUMNUPOBAHHON BOAOW B MEPHOM UMNMHAPE [0
KOHeuyHoro obvéma 100,0 mn. MNepemelsarnite, usberas BCNEHWBAHUS.

o
Xpanute PasbaButens obpasuoB npu 2-8 C. Pasbasutens obpasuos
ctabunen 30 gHen.
Pabounn 6ydep (1 x) Takke MoxeT ObiTb NPUrOTOBMEH COrMacHO
cnegywollen Tabnuue:

Komauecreo mcnmons- | Koumentpar Pasbasurena | Huctunnmposas-
3YeMEIX CTPHIIOB 06pAa3IoE, M1 Hadg BOZA. MI

1-6 2.5 475

1-12 3.0 93,0

9.3 HRP-KoHblorar

3ameTbTe, YTo HRP-KOHBlOrar gonxeH ObiTb UCNONb3OBaH B
TeuyeHune 30 MUHYT nNocre pa3BeAeHuUs.

MpoBecTtn pa3basneHne 1:100 ¢ pabounm Bydepom (1 x) Kak ykasaHo B
Tabnuue:

Kon-Bo cTpunos HRP-koHblorar (mn) Pabouuin 6ydep(1x) (mn)

1-6 0.06 5.94

1-12 0.12 11.88

9.4 CraHpapT yenoBeyeckoro sCD40L

PactBopute nuodwunuampoBaHHbil cTaHaapT Pabouum Gydepom
(TOYHbIN 06BEM CTAaHAAPTHOrO pacTBOpa, KOTOPbIV AOIMKEH NOMYYUTLCS B
pe3ynbTaTe pacTBOpPEHWs, ykasaH Ha 3TukeTke dnakoHa). OcTtaBuTb
CraHgapT Ha 10-30 MuHYT. AkKypaTHO nepemeluaiite (KOHUEHTpauus
ctaHgapTta = 20 Hr/mn).

PasBecTu cTaHgapT eue pa3 1:2 Takum xe konuyectsom Pasbasutens
Ans 06pa3sLoB (KOHLEHTpauus nonyyYyeHHoro ctaHgapta = 10 Hr/mn).
[Mocne ncnonb3oBaHUsi OCTaBLUMIACA CTaHAAPT HE MOXeET OblTb OCTaBneH
Ha XpaHeHNe 1 AOMKEH ObITb YHUUTOXEH.

Pa36aBneHHble CtaHAapTbl MOryT ObiTb MNPUrOTOBMEHbI MPSIMO Ha
nnaHwerte (Cm. nyHkT 10c) unm B npobupkax (9.4.1).

9.4.1 BHewHee pa3BegeHue CtaHgapTa

MomeTnTb 7 NPOBMPOK, O4HY ANst KaXKAOoW ToYku cTaHgapTa. S1, S2, S3,
S4, S5, S6, S7.

3ateM noaroToBUTb CeEpUNHbIE pasBefeHns 1:2 gna  craHgapTHOW
KPMBOW KaK yKka3aHO HUXe:

MunetuposaTtb 225 mkn Pa3baButens O6pasLoB B kaxayo Npobupky.



MunetupoBaTtb 225 MK BOCCTAHOBMEHHOro cTaHgapTta (KOHUeHTpauus
ctaHgapta = 10 Hr/mn) B nepByi0 MPoOOMPKY, MOMeYeHHyl S1, wu
nepemMeLuathb (KOHUeHTpauus ctaHgapTa 1 = 5 Hr/mn).

MunetupoBaTb 225 MkN 3TOro pacTtBopa BO BTOpylD Npobupky,
noMeyeHHylo S2, u TwaTenbHO nepemMellaTb Mepes CreaylwmM
nepemMeLLeHneM.

MoBTOpWUTb cepuiiHble pasBedeHust ewe 5 pas, Takum obGpasom
opMMPYS TOYKMN CTaHAAPTHOM KpnBOM (CM. PUCYHOK HIXE).

PasbaButenb 06pas3uoB CrnyXuT B kadyecTse brnaHka.

[MepeHocutb no 225 mkn

S1 S2 S3 84 - S7

HepasbaBneHHbI Pas6asuTenb Ypanutb 225 mkn

CraHgapT YenoBeyeckoro obpasuos

sCD40L 225 mkn

9.5 KoHTponb

PacTtBopute NMoUnNU3NpoBaHHbIe KOHTPOSKn B 200 MKI

OVCTUNNUPOBaHHON BOAbl. TLATENbHO NepeMellanTe [0 MOMHOro
pactBopeHus. lMpu npoBegeHun aHanusa obpallaniTecb C KOHTPOMSAMMU
Kak ¢ obpasuamu. [luanaszoH KOHTpOnewn ykasaH B cepTudumkate aHanmsa
NN Ha 3TukeTke dnakoHa. XpaHuTe pasBefeHHble CTaHAapTbl Npu -
20°C. U3berante NOBTOPHbIX LIMKIOB 3aMOPaXMBaHNS-pa3MopaXnBaHus.

9.6 [lo6aBneHue okpalMBaloLWMX peareHTOB: rony6oro, 3eNieHOro
Ona  ucknodeHnss ownbok B MuNeTUpoBaHuu npu paboTte cC
MMMyHOodepMeHTHbIMU Habopamn cdupma Bender MedSystems Tenepb
npegnaraeT SOMOMHUTENbHOE CPeACTBO ANt KOHTPONS NUNETUPOBaHUS
Jaxe oYeHb ManeHbknx o6bEMOB peareHTOB — Kaxabl peareHT byget
oTNM4aTbCs OT APYrNX LIBETOM.

OTa npouepypa Heobsi3aTenbHa, OHa He BNWSET Ha pesynbTaThbl
aHanuMsa W npegHasHadeHa pAans obnerdyeHus paboTbl nabopadTa,
NO3TOMY MOXHO 3TOT LUAar MHCTPYKLUUW NPOMYCTUTL (HE BbINOMHATD).
AnbTepHaTVBHO, MOXHO MCMOMb30BaTb OCHOBHbIE PAcTBOPbI Kpacutenemn
(ronybon, 3enéHbii), AobaBnss WX K COOTBETCTBYWLIEMY peareHTy
COrnmacHo npoTokorny (cMoTpy Tabnuubl HUXe).

1. PazbaBuTtenb obpa3uoB: nepeq pasbasneHvem obpasLoB gobaBbTe
ronyb6on kpacurtenb B cooTHoweHun 1:250 (Cm. Tabnuuy) B pabounii
pactBop Pa36aButens o6pa3uyoB (1x) ¥ BbiNOMHAWTE Aanblue
vccnegoBaHue, cnegyst UHCTPYKUUK.

5 mn Pasbasutensi o6pasuos 20 mkn _ony6o20 kpacumensi

12 mn Pasbasutens obpasuos 48 mkn _Fony6o20 kpacumensi

50 mn PasbaButens obpasuos 200 mkn Fony6020 kpacumensi

2. Konblorat-HRP: nepep paszbasneHnem koHueHTpata HRP-koHblorata
nobaBbTe 3enéHbIN  KpacuTenb B CooTHoweHun 1:100 (cmoTpm
Tabrmuy) k Paboyemy Oydepy, uvcnonbdyemomy Ana pasbaBneHus
KOHBIOraTa, oKpalleHHbI GUOTUHOBBIN KOHbIOraT UCNOMb3YWTEe COrMacHoO
VHCTPYKLMW.

3 mn Paboyero 6ycepa (1 x) [ 30 mkn 3enernozo kpacumens

6 mn Paboyero 6ydepa (1 x) | 60 mxn 3enreHozo kpacumens

10. MPOTOKOJ1 AHANU3A

a. [HoctaHbTe Tpebyemoe pAns mnpoBeAeHUss aHanmu3a 4mucno 8-
NYHOYHbIX cTpunoB. MomecTnTe TpebyeMoe KOnMyecTBO CTPUNOB B
nepxatenb (kK Heobxogumomy uucny nyHok ana  O6pasuos
nobasbTe nyHkn ana brnawka n CranpgaptoB). Bce CtaHgapTthl,
BnaHk n O6pa3ubl HeobxoaMmo aHanusupoBaTb B Oybnsx.
Hewncnonb3oBaHHbIe CTpunbl cpasy yoepute B NakeT ¢ ocylunTenem,
3aneyaravite NakeT n xpaHuTe ero npu 2-8°C.

b. TpomonTe nyHkn 2 pasa, ucnonb3dyst no 400 mkn Gycdepa ans
NPOMBbIBOK, Ha OAHY INYHKY Ha OAMH LMKI NPOMbIBKWA, MOMHOCTBIO
yAansas XuakocTb Mexay npombiBkamn. OctaBbTe Oydhep B NnyHkax
Ha 10 — 15 cekyHA npen yganeHveMm («3amaudvBaHuer). N3beravite
LapanuH Ha MNOBEPXHOCTM NyHOK. [locne OKOH4YaHWsi MPOMbIBKM
NnepeBepHUTE  MUKPOMMAHLIET M MOCTyYMTE€ UM MO  YUCTON
dunbTpoBansHon Oymare. Mcnonb3ymte CTpunbl HeMeasIeHHO
nocre OKOHYaHWs NPOMBIBKM UMW He Mno3gHee YeMm vepes 15 MuHyT
Npu YCrOBUM, YTO CTPUMbI YIIOXKEHbI HA OUIbTPOBanbHY Gymary B
nepeBépHyTOoM Buae. He no3BonsinTe nyHkam BbiCbIXaThb!

c. MpuroTtoBneHue pasBegeHum cTaHaapTa B nyHKax
MUKponnaHweTa (anbTepHaTUBHO pa3BefeHus cTaHhapta MoryT
6bITb MPUroTOBNEHBI B NpobupKax — cM. 9.4.1):

BrHecute no 100 wmkn pabouvero Oycepa BO BCe MYHKM,
npegHasHayeHHble  Ans  cTaHgaptoB.  Buecute 100 mkn
NpuroToBneHHoro cTtaHgapta (cMm. pasgen  «[lpurotoBnexve
peareHToB», N. 9.4, koHUeHTpaums = 10 Hr/mn), B Ay6nsix, B NyHKu

A1 un A2 (cm. Tabnuuy 1). MNepemelnante cogepxmmoe nyHok A1 u
A2 NOBTOPHbLIM NMUNETUPOBaHNEM (KOHUEeHTpaumsa ctaHgapta 1, S1 =
5.00 Hr/mn), n nepeHecute no 100 mkn pactBopa u3 nyHok A1 n A2
B nyHkn B1 n B2, cootBeTcTBEHHO (cM. puc. 7). Bo Bpemsi aTux
MaHUMYNAUUA  NocTapanTecb He  nouapanate  BHYTPEHHIOH
NOBEpPXHOCTb  NyHOK. [loBTOpMTE mnepeHoC W  pasBefeHue
cTaHOapToB eue 5 pas, nony4sB B uTore 2 psida pasBefeHuit
CrtanpapTta venoseveckoro sCD40L B gnanasoHe 5.00 - 0.08 Hr/mn.
Ypanute no 100 MKN XWMOKOCTU M3 MOCAEOHUX WCNOMb30BaHHbLIX
nyHok (G1, G2).

MepeHocuTb no 100 mkn

S1 S2 S3 S4 - S7
Pasb6aButenn
obpasuoB
100 mkn

HepasbaBneHHbin Ypanute 100 mMkn

CraHgapT YenoBeyeckoro
sCD40L

PucyHok 7. lNpueomosneHue cepuliHbix pa3gedeHuli CmaHOapma
sCD40L

Ecnun pasBegeHve crtaHgapta 6bino  BbINOMHEHO B Mpobupkax
(cm.n.9.4.1), BHecute no 100 mkn pasBegeHun 3 npobupok S1 — S7 B
NYHKX MUKpONnaHwieTa, npegHasHayeHHble ANs CTaHO4apToB, COrNacHo
Tabnuue 1.

Tabnuua 1: MpumMep pacnonoxeHus o6pasLo., 6naHka U cTaHO4apToB Ha
nnaHwere

1 2 3 4

A ([[CT#1 Ct#1 01 o1
(5.00 Hr/mn) (5.00 Hr/mn)

B |[Cr#2 Ct#2 02 02
(2.50 Hr/mn) (2.50 Hr/mn)

C |[CT#3 CT#3 03 03
(1.25 Hr/mn) (1.25 Hr/mn)

D |[CT#4 CT#4 04 04
(0.63 Hr/mn) (0.63 Hr/mn)

E [[CT#5 CT#5 05 05
(0.31 Hr/mn) (0.31 Hr/mn)

F || CT#6 CT #6 06 06
(0.16 Hr/mn) (0.16 Hr/mn)

G ||CT#7 CT#7 o7 o7
(0.08 Hr/mn) (0.08 Hr/mn)

H || Bnank BnaHk 08 08

Ct — CraHpgapT, O — obpaseLn

d. Bnecute no 100 mkn 6ydepa ansa pa3segeHnsa o6pa3LoB B NyHKU
«BnaHk».

e. Bnecute no 80 mkn 6ydepa ans pasBeaeHUsi ob6pasLOB B NyHKU,
npeaHasHavyeHHble AN CbIBOPOTKU M KOHTPONbHbIX 06GpasLioB.
[obasbTte 50 mkn 6ydepa gns pasBepeHusi 06pasLOB B IYHKM,
npeaHasHaveHHble Ans o6pa3LoB nnasMmbl.

f.  BHecute no 20 mkn 06pasuoB CbIBOPOTKM U KOHTPOMbHOrO obpasua
B Ay6nsix B NyHku, npeAHa3HayeHHble Ans 06pasLos.

Bruecute nmo 50 mkn o6pasuoB nnasmbl B Aybnsax B MyHKM,
npeaHasHaveHHble Ans o6pasLoB.

g. 3akponTte nnaHLweT NIEHKON N MHKYOMpyWiTe 2 yaca npyu KOMHaTHOW
Temnepatype (18-25°C), ecnum BO3MOXHO, TO Ha opbuTanbHOM
Luenkepe, yctaHoBneHHOM Ha 400 06/MUH.

h.  TpurotoBbTe HRP-koHblorar (pasgpen
peareHToB» 9.3).

i. CHumuTe nnexky. [lonHoCTbIO yAanuTe COAEPXMMOE FyHOK
acnupauven unu aekaHtTupoaHnem (cnveom). NpomonTe nyHku 3
pasa kak ykasaHo B wware «b» HacTosLwero npoTtokona. NepexognTe
HemeaneHHo K cneayioLiemy Luary.

j.  [Nob6aebTe no 100 mkn HRP-koHBlOraTa BO BCE MyHKM.

k.  3akpoWiTe nnaHwWweT NEHKON N MHKYOUPYINTe 1 Yac Npu KOMHaTHOM
Temnepatype (18-25°C), ecnu BO3MOXHO, TO Ha opbuTanbHOM
Lenkepe, yctTaHoBNeHHOM Ha 400 06/MuH.

I CHumunTe nnexky. [lonHOCTBIO YyAanuWTe COAEPXMMOe MyHOK
acnupauvein unu aekaHtTupoaHueM (cnveom). MNpomonTe nyHku 3
pa3sa kak ykasaHo B wware «b» HacTosiwero npoTtokona. Nepexoaute
HemeAneHHo K crneayoLiemy Luary.

m. BHecute no 100 mkn TMB cy6cTpaTta Bo BCe NMyHKM.

MHkyGupywTe npu komHaTHOM TemnepaTtype (18° to 25°C) B TeueHune

npubnuantensHo 10 MuHyT. WN3Geravite BO3AeWCTBUSI CONMHEYHOrO

cBeTa.

3a pa3BUTMEM OKpackM Heobxoaumo Habnwgatb u

cy6cTpaTHasA peakuus [ofkHa ObiTb oOcTaHoBNeHa (cm.

cneaylowWwMin  NYHKT NpPOTOKOna) Ao TOro, Kak 3HavyeHue

«[Mpurotosnenve

>



OMNTMYECKOWU MIIOTHOCTU B MOSIOXUTESNbHbIX JIyHKaX NpPeBbICAT
npeaen onpeaerneHusi npuéopa.

PekomeHgyeTcs ocTaHaBnuBaTb peakuuio fgobaBneHuem cron-
pacTBopa Torga, Korga camblii BbICOKWA CTaHgapT OKpacuTcst B
TeMHo-ronybon LBeT. AnbTEpHATMBHO, pPa3BUTME OKpaLUUBAHWSA
MOXHO Habniopatb ¢ nomowbio WPA ananmsatopa npu AnuvHe
BonHbl 620 HM. Cy6cTpaTHas peakunst AomkHa GbiTb OCTaHOBIEHa,
kak Tonbko OM S1 gocturHet 0.9 — 0.95.

0. [ob6aebTe no 100 mkn cTom-pacTBoOpa BO BCE IyHKW, BKIOYas
«BnaHk», 4Tobbl NONMHOCTBIO MHAKTUBMPOBAaTb (PEPMEHT B FyHKaXx.
BakHO BHOCUTb CTOM-peareHT GbICTPO U C TOW e CKOPOCTbI, YTO U
cybeTpatHeii  pacTBop.  OnTuyeckyld  NMNOTHOCTb — cyuTaTh
HeMe[reHHO Nocne BHECEHUsI CTOM-peareHTa unm B TedeHve 1 yaca
npy YCNoBUW, YTO CTPWUMbl HAXOOUNNCb BCE 3TO BpeMsi Mpwu
Temnepartype 2-8°C B TemHoTE.

p. Onpegenute onTUYecCKylo MMOTHOCTb BO BCeX fyHKkax npu 450 HM
npotmB «bnaHkay, >xenatenbHO WCNOMb30BaTb AJIMHY BOJSHbI
cpaBHeHus 620 HM (monycTuMa [AnWHa BOMHbI CpaBHEHWS B
avanasoHe 610-650 HM). BnaHkupyiTe MUKpoONNaHWeTHbIA puaep
Tak, Kkak 9TO OMUCaAHO B WHCTPYKUUW MPOU3BOAUTENS, C
MCrnonb3oBaHMeM NyHoK «bnaHk». Abcopbumio onpegensanTe kak B
TecTupyembix obpasuax, Tak U B CTaHgapTax 4erloBe4eckoro
sCD44std.

3ameyaHue: ecnu MHKY6aumsas npoBoaunacb 6e3 BCTpsIXMBaHUA,

3Ha4YeHUss MOryT ObITb HUXe, YeM B npumepe, NPUBEAEHHOM HMXe.

Tem He MeHee, 3TU pe3ynbTaThl TaKXXe CHATAKTCA [JOCTOBEPHbLIMU.

11. PACYET PE3YJIbTATOB

. Paccuutante pesynbTatbl. [ns 3TOr0 paccuuTanTe cpegHee
3HayeHVWe MOrMoLWEeHNss AN Kakgoro cTaHgapta u  obpasua.
OTKNOHEHWE OT cpeaHero He JoImkHO BbiTh 6onee 20%.

. Mcnonb3ysa rpaduyeckyto BGymary, OTMETbTE TOYKM CHMUTAHHbIX
3HaYeHW MOrnoLeHnss CTaH4apTOB Ha BepTuKanbHyl ocb Y, a
cooTBeTCTBYyOWMe KOHUeHTpauun sCD40L Ha ropnsoHTanbHyl0 OCb
X. MpoBegute oNTUManbHY KPUBYHO MO TOYKaM.

. Onpepenute koHueHTpaumm sCD40L B obpasuax u3 cTtaHgapTHOWM
KpuBoW. [Ons 3Toro HanWguTe 3HadeHne Ha ocu opguHat (Y)
COOTBETCTBYIOLLEE CPEAHEMY 3HAYEHUIO MOSNYYEHHON AN KaXOoro
obpasua Ofl u npoBeauTe TrOPU3OHTAmNbHYK MUHWIO [0
nepecevyeHuss Cco CTaHdapTHOM KpuBoW. 3aTeM U3  TOYKU
nepeceyYeHust NpoBeaUTE BEPTUKANbHYIO NNHUIO [0 NEepeceyeHns ¢
ocblo abecumce (X). 3HadeHne Ha ocu X B TOYKe MNepeceveHust u
6ynet COOTBETCTBOBATb KOHLIEHTpauumn sCD40L B
CoOoTBeTCTBYIOLLEN Npobe.

= [OnAa o6pa3uoB CbLIBOPOTKM WU KOHTpONeW, KoTopble Obinu
pa3BeAeHbl cornacHo AaHHOW MHCTPYKLUM B COOTHoweHun 1:5
nepej uccrnegoBaHMeM, KOHLEHTpauus, NonyyYeHHas ucxoas us
cTaHAapTHOW KPUBOW, AOMKHa ObITb yMHOXeHa Ha dakTop
pa3BefeHus, (x5).

Onsa obpa3uoB nna3mbl, KOTOpble OblNW pa3BedeHbl COrfacHo
AaHHON WHCTPYKUUKN B COOTHOLIEeHUMN 1:2 nepen
nccneaoBaHMeM, KOHLEHTpauusi, nonyyYeHHas wucxoas u3
CTaHAapTHON KPUBOW, AOMKHA ObITb YMHOXEHa Ha dpakTop
pa3BefeHus, (x2).

. PacueT KOHUeHTpauum B o6Gpasuax, rge O.I. npeBbiwaet Ol
CraHpgapta 1 MoOXeT NpuMBeCTM K HeBEpPHbIM pe3ynbTaTam,
3aHmkeHuo ypoBHAA sCD40L. Takve o6pa3subl AOMKHbI ObITb
npeaBapuTensHO pa3BefeHbl B COOTBETCTBUM C OXUOAeMbIMU
3HauyeHussMnM Pa3baButenem o6pa3uoB M NpoaHanu3vMpoBaHbI
euwle pa3 AanA  nonyYeHus Gonee TOYHOrO  3Ha4YeHus
akTyanbHoro ypoBHsA sCD40L.

L] MoopasymeBaeTcsi, UTO B KaXkKAyl CEpui0 aHanmsa BKIoYaeTcs
KOHTPOIbHbIV 0bpa3seL, C U3BECTHOW KOHUeHTpauuen sCD40L. Ecnn
3HaYeHWs1 KOHTPOMS He YKNaAblBalTCsi B OXWAAEMbIA [AManasoH,
pesynbTaTbl aHanu3a MoryT 6blTb HEAOCTOBEPHBI.

. Mpumep cTaHgapTHOM KpuBOW noka3aH Ha PucyHke 8. He
UCMonb3ynTe STy CTaHOApPTHYI KPWBYKD AONs pacyéTa Balux
obpasuoB. CtaHgapTHas KpuBas AOMKHa OblTb BKIIOYEHa B KaXayro
NMOCTaHOBKY.

PucyHok. lNpumep craHgapTHom kpuBon anst sCD40L. sCD40L 6bin
pasbaBneH B cepuu ABYKpaTHbIX NOCNeAoBaTENbHbIX LAroB TUTPOBAHMUS
PasbaButenem obpasuoB. He ucnonbayinTte 3Ty cTaHOapTHYH KpYBYHO
ansa pacuyéta Bawwux obpasuoB. CTaHgapTHas KpuBas AOIMKHA OblTb
BKITIOYEHAa B KaXKayt NOCTaHOBKY.

[T]] . .
am a1 4 Y

TununyHble pe3ynbTaThbl, NONyYeHHbIE C UCMonb3oBaHneM Habopa Human
sCD40L ELISA:
MamepeHune Ha 450 HM, AnMHA BONHbI CpaBHEHNS 620 HM.

c KoHnen Tpanpa QI O.II. CV (%)
TAHAAPTE | CD4OL. mrier | (450 HM) cpegHee V- L)
1 5.00 2189 2,163 1.2

2136
2 2.50 1.013 1017 0.4
1.021
3 1.25 0483 5.2
4 0.63 0,257 1.2
5 0.31 0,138 2,5
=] 0.16 0.079 1.3
7 0.08 0,049 2.0
Baamx 0 0,019 13,8

Ofl, nony4yeHHble ANS CTaHAAPTOB, MOTYT MEHSITbCA B 3aBUCUMOCTU OT
YCrOBWUIA BLIMOMHEHUST aHanu3a (Hanpumep, TeMNepaTypHbIN Pexum).
Kpome TOro, Ha MpoOTSPKEHUM CpoKa rogHocTM Habopa aH3uMaTuveckas
aKTUBHOCTb, W, CrefoBaTeNlbHO, MHTEHCMBHOCTb OKpaluMBaHWUs, MOryT
usmeHaTbcA. [pu  3aTomM  pesynbTaTbl  TECTUPOBAHWS  OCTAOTCSH
[OCTOBEPHbIMM.

12. OFPAHUYEHUA METOOA

. Tak Kak ycnoBusi MOIYT MEHATbCS OT aHanu3a K aHanuay,
cTaHgapTHast KpuBasi JOIbkHa ObiTb BKIOYEHA B KaXayl cepuio
aHanwusa.

] BaktepuanbHoe uWnu rpubkoBoe 3arpsi3HeHne obpasuoB  unu
peakTVBOB MOXEeT NPUBECTM K HeJOCTOBEPHBLIM pe3ynbTaTaMm.

. MpeanoyTUTENbHO MCMONb30BaHWE OOHOPa30BbIX HAKOHEYHUKOB,
bnakoHOB, MHOropasoBasl CTEKMsHHasA nocyaa QfJofkHa ObiTb
TWaTenbHO BbIMbITa U Criefbl AeTepreHTa AOMKHbI ObITb MOMHOCTbLIO
yaaneHbl nepes UCrnosb30BaHNEM.

] HenonHas npombiBka Ha noOOM 3Tane HeratMBHO BNWSET Ha
TOYHOCTb pe3ynbTaToB " MOoXeT npuBecTu Kak K
TNOXHOMOMNOXUTENBHLIM, Tak U K  NOXHOOTpULUATENbHBIM
pesynbTtatam. [lonHocTblo ypansanTe [poMbIBOYHbIN Oydep u3
syeek Mexay uvKnamu npoMbiBKM. HanonHsnte nyHku Gydhepom
[Ans NPOMbIBOK Kak 3TO yKa3aHo, Arsl KaK4oro Uukna npomelsku. He
No3BOMANTE SYekaMm BbICbIXaTb MM OCTaBaTbCsl HE3aKPbITbIMU
[OnNrin NepUoA BpEMEHM.

. Mcnonb3oBaHne pagMoMMMyHOTEpPanMu 3HaYUTENbHO YBENUYMIIO
YMCIO NALMEHTOB C YENOBEYECKUMM aHTUMbIWMHBIMK IgG (HAMA).
HAMA MoryT BNuMaTb Ha pesynbTaTbl aHanu3a, WCMonb3yloLero
MbILUMHBbIE  MOHOKIIOHAmNbHbIE  aHTUTEna, MpuBOAs K  JIOXKHO
MONOXUTESIbHBIM ~ UIM  JIOXKHO ~ OTpuuaTeribHbIM  pe3yribTaTaMm.
O6pasubl  CbIBOPOTKW, codepXalime aHTuTena K MbIWWHBIM
UMMYyHOrnobynuHam, MoryT ObiTb MpoaHanu3MpoBaHbl B cryyae,
Korga MbIUUHBIE  MMMYHOrMOOYNUHLI  (CbIBOPOTKA,  acuuTHas
XKMOKOCTb UM MOHOKIOHamNbHbIE aHTUTena ApYyrov cneunduyHoCTH)
pobaensitoTes k 6ydepy Ans passeneHust o6pasLoB.

13. XAPAKTEPUCTUKN AHATTU3A

13.1. YYBCTBUTENIbHOCTb AHANU3A

Mpepen wyscTtBUTENbHOCTM Ans Human sCD40I ELISA onpegensncs kak
KOHUeHTpaumsa aHanuta, agnsa kotopon O.[1., nonyyaemas B pesynbraTe
aHanusa, 3HauuTenbHo Bbiwe, 4em O.. cpegpl, ucnonb3yemon Ans
pasBedeHus (cpegHee nNMC 2  CTaHOAPTHbIX  OTKMOHEHus, 6
He3aBMCUMbIX MOCTaHOBOK) 1 cocTaBnsieT 0.01 Hr/mn.

13.2. BOCNPOMN3BOOUMOCTb

13.2.1 Bocnpou3soaMmMocTb BHYTPU cepun

BocnpoussoguMocTb BHYTpU OfHOW cepuu onpegensnac B 3
HE3aBUCUMbIX Cepuax aHanmsa. B kaxgbii cepun aHanmsa Obino



BbINOMHEHO 6 onpedeneHni Kaxgoro M3 8 00pa3suoB  CbIBOPOTKYU,
cofepXalluMx pasnuuyHble KOHUeEeHTpauum 4YenoBedeckoro sCD40L. B
KaXkabli MraHweT Obiiv BKMAOYEHbl NO ABe CTaHgapTHble KpuBble. B
Tabnuue npuBedeHbl cpedHve 3HadveHusi 4denoBedeckoro sCD40L u
KoadpduUmMeHT Bapuauum AnA  kaxgoro obpasua.  KoadbdwuumeHTt
Bapuaummn coctasun B cpeaHeM 5.5%.

Tabnvua 3. CpepHue KoOHUeHTpauum 4ernoBeveckoro sCD40L wu
KO3 (ULMEHT Bapuaummn Ans Kaxaoro obpasua

oo | 3 | Koo | C¥
1 1 284 9.5
2 25,8 9.3

3 233 52

2 1 228 4.2
2 20,7 34

3 21,3 3.0

3 1 15,7 6.9
2 122 g7

3 131 6,1

4 1 10,1 4.7
2 28 490

3 2.8 4.0

5 1 5,1 31
2 4,2 g4

3 4,5 2.0

6 1 129 ER |
2 12.6 31

3 10,3 2.2

7 1 99 1.3
2 9.5 31

3 10,1 6.3

g 1 6,2 3.2
2 6,5 7.0

3 6,7 1.3

13.2.2 Bocnpou3BoaMMOCTb MeXay cepusimm

BocnpousBogumocTb  Mexay cepusiMuM - onpefensnace B OA4HOM
nabopatopun B 3-X He3aBWCUMbIX Cepusix aHanusa. B kaxgbii cepum
aHanusa 6bino BbINOMHEHO 6 onpedeneHui kaxgoro n3 8 obpasuos
CbIBOPOTKM, COAEpXalUMX pasfinyHble KOHLEHTpauun 4enoBevyecKkoro
sCD40L. B kaxgblh nnaHweTt Obiny BKMOYEHbl MO ABe CTaHOapTHble
KpuBble. B Tabnuue npvBeneHbl CpefgHWe 3HAYEHUsS] YErIOBEYECKOro
sCD40L wun koadbcpuumeHTbl BapuauuMm Ans  Kaxgoro  obpasua.
KoachpmumeHT Bapuaumm O6bin paccuntaH u3 18 onpegeneHuin Kaxgoro
obpasua n coctaBun B cpeaHem 6.6 %.

Konuentpauns x o
Odpazen sCD40L, nr/sn C.v. (%)

1 25.8 8.1

2 217 ER:

3 13,7 10,3

4 9.2 6.8

5 4.6 8.7

6 12,0 8.8

7 9.3 2,7

8 6.5 33
13.3. USBNEYEHUE
MsBneueHne  oueHuBanu  TeCcTUpys  NynuMpoBaHHbie  o6pasLbl

YeroBEYEeCKOM CbIBOPOTKW, oOborawieHHble 4 pasfuyHbIMK  YPOBHSAMU
yenoBeyeckoro sCD40L. N3BneyeHne onpeaensnu B TpEX HE3aBUCUMbIX
aKcnepMMeHTax B 6 noBTopax kaxgoro obpasua. Konwuyectso
3HAOOreHHoro yenoseyeckoro sCD40L B He oboralleHHOW CbIBOPOTKE
BbluMTaNM M3 [BYX 3Ha4yeHun oboralleHus. V3BneveHue nexano B
ananasoHe 87% - 112% coctaeuno B cpegHeM 99%.

13.4 IMHEMHOCTb PA3BEAEHUA

O6pasubl CbIBOPOTKM C pasHbiMK YpPOBHSIMU 4YernoBedeckoro sCD40L
ObinM NpoaHanuavMpoBaHbl B Cepuu ABYKpaTHbIX pa3BegeHun B 4
pennukax kaxgas. Hwke B Tabnuue (Tabnuua 5) npuBeaeHbl
pesynbTaThl. MI3BneueHune coctauno 84% - 114% wnu B cpegHem 97%.

Oxuaaemas Ha6niopaemas | W3eneyeHue
KOHLEHTpaUusi | KOHLEHTpauus or
O6pasey Pa3BeneHne | 4enoBeveckoro | YenoBEYECKOTO | OXMAAEMOro,
sCD40L(nr/mn) | sCD4OL (nr/mn) (%)
1 1:5 - 252 -
1:10 12.6 14.3 114
1:20 7.2 6.7 94
1:40 3.4 3.5 104
2 1:5 - 23.5 -
1:10 1.7 12.0 103
1:20 6.0 5.1 85
1:40 25 2.3 92
3 1:5 -- 275 --
1:10 13.7 13.5 98
1:20 6.7 7.3 109
1:40 3.7 3.6 97
4 1:5 -- 281 --
1:10 14.1 1.7 84
1:20 5.9 5.5 94
1:40 2.8 2.6 93

13.5. CTABUJIIbHOCTb OBPA3LIOB

13.5.1 CTabunbHOCTb NpU 3aMOpaXMBaHUN- OTTauBaHUU

AnvKBOTbl CbIBOPOTKM (OBOralleHHble M He oboralleHHble) XpaHUNnch
npu Ttemnepatype —20°C un pasmopaxuBanucb 0o 5 pas, nocne 4ero
onpefensinucb ypoBHW 4enoBedveckoro sCD40L. He HaGnioganoch
3HaUUTENbHOW MOTEpM akTMBHOCTM 4enosedveckoro sCD40L nocne
KaXKAoro LyKIia NoBTOPHOIO 3aMOpaXvBaHWA-0TTanBaHus.

13.5.2 CTabunbHOCTb NPU XpaHEHUU

AnvKBOTbI CbIBOPOTKM (OGOralleHHble M He oboralleHHbIe) XpaHUIUCh
npu Temnepatype —20°C, 2-8°C, komHaTHoI Temnepatype v npu 37°C B
TeyeHue 24 vacos, Nnocre Yero Onpeaensinnucb YpoBHU YENOBEYECKOro
sCD40L. Habniopanacb 3HauuTenbHas MNOTeps WMMYHOPEaKTUBHOCTU
yenoseyeckoro sCD40L npu xpaHeHuu npu KOMHaTHoW TemnepaType (57
%) v npu 37 °C (4%).

13.6. CPABHEHME OBPA3LIOB CbIBOPOTKU U NNA3MbI

O6pasubl cbiBOpoTkM 1 SOTA, uMTpaTHOM 1 renapMHOBOW Nna3mbl Gbiu
B3ATbl OAHOMOMEHTHO y 2 MauMeHTOB M NPOTECTUPOBaHbl AaHHbIM
meTogom. Bce nepeuncneHHble MaTpukcbl 06pa3uoB  MoOryt ObiTb
1cnonb3oBaHbl Ans aHanu3a AaHHbIM MeToAoM.

13.7. CNELUN®UYHOCTb

Bnusinne uupkynupyowmx ¢akTopos MIMMYHHON CUCTEMbI ObINO OLEHEHO
nytem fgobaeneHus k obpasuamM CbIBOPOTOK C M3BECTHOWM KOHLEHTpaumen
sCD40L  dm3vonormyeckM 3HauMMbIX  KONUYECTB  UCCredyeMblX
dakTopoB. He Gbina BbisiBNieHa NepekpecTHas peakTUBHOCTb.

13.8. OXKWOAEMbIE 3HAYEHUA

40 06pa3uoB CbIBOPOTOK WM Mra3mbl NPakTUYECKU 3O0POBbIX ntoaen
(MyXYMH M XeHWMH) OblNM  NPOTECTUPOBaHbl Ha copepXKaHune
yenoseyeckoro sCD40L. MNMonyyeHHble YpOBHM YPOBEHb YEroBEYECKOro
sCD40L moxeT BapbupoBaTbCA B 3aBMCUMOCTM OT WCMOMb3yeMOro
MeToaa 3abopa obpasua. Cm. Tabnuuy Huxe.

1 o IMomyaerroe
Oopaszen N ‘Hanas-?n - - SHATSHHE
(Er/MT) JeTeKTHDYeMBIR (aw /)
CrEopoTEa 40 nd® - 20.1 32,3 42
g 40 nd* - 106 725 29
| £ ’I
Hmasia 40 nd*- 75 80 2.0
(mETpaT)
[massaa, 40 nd* - 75 775 18
(remapum)

nd* - He AeTeKkTUpyeMble YPOBHYM

15. NOArOTOBKA PEAIEHTOB (KPATKOE U3JTOXXEHUE)

15.1 NMpombIBoYHbIN 6ydep (1 x)

[o6asnTe KoHueHTpaTt MpombiBo4HOro 6ycdepa 20x (50 mn) B 950 mn
ANCTUNNVPOBAHHOW BOAbI.

KonuyecTtBo KoHueHTpat PaGouyero OucTunnupoBaHHas BoAaa,
CcTpunoB 6ydepa, mn Mn
1-6 25 475
1-12 50 950

15.2 Pa6ouuin 6ycpep (1 x)

KonuyecTtBo KoHueHTpat PaGoyero OucTunnupoBaHHas BoAaa,
CcTpunoB 6ydepa, mn Mn
1-6 2,5 47,5
1-12 5,0 95,0

15. 3 KoHbrorat-HRP

KonuuyectBo KoHueHTpat HRP-koHBblorara, mn Pa6ouui 6ydep,
CcTpunos mn

1-6 0,06 5.94




| 1-12 [ 0,12 11.88

15.4 CtaHpgapT yenoBe4veckoro sCD40L

PasBectun NNOUIM3NPOBAHHbIV yerioBe4eCcKum sCD40L c
avctunnuposaHHon Bofo. (O6bEMbI pa3BefeHnsl yka3aHbl Ha 3TUKETKe
¢dnakoHa co cTaHgapTom). Pa3baButb pasBegeHHbl cTaHgapT 1:2
nobasneHvnem Takoro xe konuyectsa Pasbasutensa obpasuos.

15.5 KoHtponu
No6asute 200 MKN AUCTUNNMPOBAHHOW BOAbI K NMOMUIN3NPOBAHHbLIM
KOHTpORsM.

16. MPOTOKOJ1 TECTA (KPATKOE U3NOXEHUE)

1. OnpegenuTbCA C HeOH6XOOUMbBIM KOMMYECTBOM  MMUKPOIYHOUHbIX
MOoCOK.

2. TlpombITb A4eitku nnaHweTa Asaxabl IpoMbIBOYHbIM Gychepom

3. PasbaBneHwe ctaHgapToB Ha nnaHwete: [lo6asbte no 100 mkn
Pa36aButens o6pa3uyoB B sS4eliku, npegHa3HayeHHble [Ans
CraHpapToB (B Aybnsx). MNMunetnposate 100 MKN NpUroTOBMEHHOIrO
cTaHgapTa B NepBble NYyHKM W MPUrOTOBUTb  pa3BefeHHble
cTtaHpapTel nepemelleHvem 100 MK U3 NyHKM B MyHKY. YAanuTb
100 MKN 13 nocneaHnX NyHoK.

AnbTepHaTvBHOE  pasBedeHWe  cTaHgapta B npobupkax:
nuneTtnposatb 100 MKN 3TUX pasBedeHnin CTaHaapTa B MYHKU.

4. BuHecute no 100 mkn Pas6aButens o6pa3uoB B siyelikn «bnaHky,
B Ay6nsix.

5. BHecute no 80 wmkn PasbaBuTenssi o6pasyoB B AYeViku,
npegHasHayeHHble Ans o6pa3uoB CbIBOPOTKA M KOHTPOJIbHbIX
obpasuoB.

Oobaeute 50 Mkn Pas6aButensa o6pas3uoB B  SYeliKu,
npegHasHayeHHble Ans o6pa3LoB nnasmbl.

6. BHecute no 20 MK CbIBOPOTKM U KOHTPONbLHOro obGpasua B
COOTBETCTBYIOLLME SYENKM, B OyOnsx.

BHecuTe no 50 mkn ob6pasua nna3mbl B COOTBETCTBYIOLLUME SAYENKM,
B Ay6nsix.

7. 3akponte nnaHWweT NNEHKOM 1 MHKYOMpynTe 2 yaca npu KOMHaTHON

Temnepatype (18 — 25°C).

8. TpurotoBbTe HRP- kOHBblOraT.

9. TlonHoCTbiO yAanuTe COAEPXUMOE S4eeK U NpoMonTe avenkn 3
pa3a NMpomMbIBOYHbLIM Gycepom.

10. [ob6aebTe no 100 mkn HRP- koHbIOraTa Bo BCe SHENKN.

11. 3akpoinTe nnaHwWeT NNEHKOW U MHKYOMpYWUTE 1 Yyac nNpu KOMHaTHOM
Temnepatype (18 — 25°C).

12. TonHoCTblO yganuTe COAEPXMMOE siYeeK W MpoMonTe siYenku 3
pa3a NMpomMbIBOYHbIM Bychepom.

13. Bnecwute no 100 mkn TMB cy6cTpaTta BO BCe si4eliku.

14. WHkyBupywiTe npu kKOMHaTHOM TeMmnepatype npumepHo 10 MUHYT.

15. [HobGasbTe no 100 MK cTon-pacTBOpa BO BCE SAYENKU.

16. OnpepenvTe oNTUYECKYHO MNOTHOCTL siyeek npu 450 HM.

3ameyanue: [ins o6pa3lyoB CbIBOPOTKM U KOHTPOISbHbIX 06pas3LoB,
pa3BeAeHHbIX cornacHo MHcTpykuum 1:5 (20 mkn o6pasua + 80 mkn
6ycdepa ans pasBegeHusi 06pa3LOB), KOHLEHTPaLMIO, NOJNyYeHHYI0
U3  KanubpoBOYHOMW KPUBOMW, HEOGXOAMMO YMHOXWTb  Ha
CoOTBeTCTBYHOLWUIA Ko3adbuLmMeHT pa3BegeHus (x5).

Onsa obpasuyoB nna3mbl , pa3BegeHHbIX 1:2 (50 mkn o6pa3sua + 50
MKn Oydepa pana pasBefAeHuss 0OpasLoOB), KOHLEHTpauuio,
NOoNy4YeHHY M3 KanubpoBOYHOM KPUBOMK, HEOGXOAMMO YMHOXMUTb
Ha COOTBETCTBYIOLWMNA KOIPPULNEHT pa3BeaeHus (x2).
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