96 Well

1 [FCBIC

FIVINAI—FHEDEBZEDREBHBEEZHBHE DT TNDIDIE. BAHEHRRBHE
kD2DTHY. ZAMOERDEITT 570, CNHVERETHD EEZZSNATH
Y, ZABRT I OA RRTF R (AR) OEBEFEICLVEREINDZ I LpMENATY
£7, ABRZTF RZ7 IO ReikRiEs > /X0 8 (APP) 13214 D ¥ /N G5 1REE
RICL>TUIMIENTELE T, RVDOUIES 5> DB L4 —F (BACEL)
THY. 2BEHOYIHZEELE >0y I LS —tFTT, CNSDOBEEHIFLVERS
BTIVINAR—BEREICAVUEBILEEZSNTVET,

IRE, BEHEHOESKICEDL 2EGBESR (02, 6-Sialylransferase, a2, 6-> 7 JLEEIRE
B#3%) HBACELICKAYIMEZITH I EMBHONICEINE L, REICYIEMIARE
Eh, HRELTS Yy FTIIYIEIRA2, 6-2 7 )L BLIRISEER (E41 Form) 24X T3 C
ENASHICEINhELE,

AR IV S LIV RIDOE b, Sy b, DU RAD a2, 6-Sialyltransferase %
BEATREE LAZBIEF v T,

2. REBIUVNESHE

AERZ. ¥ B v FikICK B EIA (Enzyme Immuno Assay)¥ v b TY., 1ik$ik
. Z7V—FCEEESNTOWETOT, RESIVEEYEZMZ., 1 RRIGES Z /&0
HEE HRP R ENA 2 RBENZ 2 RREESZAHAVET., Kbk, BFIO 2]
MiEZxBRELE T, Tetra Methyl Benzidine (TMB) [CLURBEHEY. ZDEE
. a2, 6-Sialyltransferase MEICLEFHIL £7,

3. AEHH

1.09 ~ 70 ng/mL

4. EABEM
Ebk. Sy b, IUROME. EDTA-MEE LPEELEEFFD
a2, 6-Sialyltransferase #ETEE T,

5. #EREE

1 k7L —b (a2, 6-Sialyltransferase (C) Rabbit IgG A.P. E48) 96Well x 1
2 EHMGRWER

(30 152 HRP 541 a2, 6-Sialyltransferase (M2) Rabbit IgG Fab’ A.P.) 0.4mL x 1
3 E#EYE (Recombinant Rat a2, 6-Sialyltransferase (E41 Form)) 0.5mL x 2
4 #mRBRER 30mLx 1
5 EHENERABRER 12mL x 1
6 TMBEHRK 15mL x 1
7 fFL®&* 12mL x 1
8 IRiSEER" 50mL x 1

6. BB LXURE (BFHE)

(1) BELHL - B
FU—hU—5— (MEHS : 4500m) TAHAERY NBLUF v
HFRATANF2 -7 ARVY T —-BLUPE—-H—
HIK 557 At (@)

R==5 4 P 1=
AR (4°C £LT) RIRARS (FRORHRERL)
{EiR% (37°C1C)
@) %
BT RORR A
BRI 40 FRETT. BRACHECRLTAICEBRNLET, &
HESBTR SOML (XL TR E 1950mL MARAMLET, CNERSRE
LExd. AERHEL 2EBMLAICERL T LSO,
B RARORRA &
R RIER L 30 (HRETT,
RICAELARBASSRICT. PERCHU TRBAGREREBRABRAE
BT 30 EAERL T LSV, ChEmBABLELET,
ARG
LRUy k@D zl) EAT BHE=000 ul LE(RIES)
(REAGRARE 300 £V, BEMGAAER 870 1L ZMAREAL,
100 yL FOREALET )
SQEEE. BREMERIOBRICE Ao TSLEL,
ERAGRREORY 1. BELohUBDARIE TRELT S, B3
WA ICBEERTEET,

ZEMBEDHFRAE
EENENA T IVHRICHIRBEEHRZ OSMLINA TELICERLET,
CORHEEYEEE (L 140 ng/mL LRV ET,

FRATANF2—T7 28 KA LARARERE 230 L FDEBURVET,

BL2DTAMNF1-TIC

70 ng/mL, 35 ng/mL, 17.5 ng/mL, 8.75 ng/mL, 4.38 ng/mL, 2.19 ng/mL, 1.09
ng/mL, 0 ng/mL OXRRZELET,

70ng/mL OERAT R M F 21 —7'(C 140 ng/mL DELEYE R K% 230 uL Nz
BMLUZDBK 230 uL % 35 ng/mL OFRAT A Fa—TICMARMLE
T, IER 2 BEGRHRES /AL 70 ng/mL~1.09ng/mL £TD 7 SE2HFRE

EmEOngmML 2GBTS 0ELET. (HQ) )

(1) FEERFRIRIES
R 230 pL
SAVAVAVAVAYA
FMAEER
2501 BISISISISIS
O @ ® @ & ® @
B (ng/mL) 70 35 175 875 438 219 109 0
BREDOHRAE

REZELTHRRABERCTABULEICHERUAEL T LS,

(3) RERIEAE
HEQEAFICEERICRL. #EEL CEERMLELCORVWEEEIOTILEE
(AW
REDOAE LRBFICHMEERENT LKREREREL TKEZ L,
1 73 oo7m LIER (2) 28)
HET SV OERELERARERZ 100 L ANET,
2 ik FREEROTM
]k 100 pL B LUFREFELERSE 100 pL ZSUTRET S > & 100 UL 2 AN
£7.
3 FU—hrHAN—-%LT37°C60 FRERI
VI DORISEERELEY, REREMZIRELES, *
5 ZHEIEORM
wrik, BE RET SV OICEHNGER 210 UL FMLET.
6 FL—bhAN—%LT4°C30 DRERIS
VI ORISEERELEY, REREMZAIRELES, *
8 TMB EERD RN
HONLHREEZHRMARBICEY. TIHS5TXTOY /LI TMB BEE
&% 100 pL ML £ 9. TMB BERAME. RICKISHR2 [CHERICEVET.
COBDRBIFELL TS LS, e RIARS(CHE -2 TMB 2ER(L.
AV ZORAICEYETOTRICRERZNVTLSIEE,
9 EN%ELTHIE 30 SERMG
10 {EIERDZIN
FTRTOY o)VICELEKRZE 100 pL FmIMLET . FL— bOAIEZELS 20
TRMLEY, REREBBEENSEHEBICE(LLET.
11 WRERERE
ZV—bhFEAOLINPKBEERHERYREICKBHRNC EEER LA,
30 FLUANICHET SV 0 EMBE L TREBBLIVEERSTICKRET S >0
DK 450nm [CHEIFB/MAEEZREL T LS,

IN

~

(2 AERE—E

% & B % ®&757 ST/
2B ik HRELER HRBARER HHRARER
100 yL 100 pL 100 pL 100 yL
TL—hhN—%LT37°C60 SERIE
4B (%350 wl LLE)*
Zdg | 100 L 100pt | 100w | —
T L— RH/N—%LT4°C30 SRR
5[ (#i%i& 350 wl LLE)*
TMBEE® | 100yt | 100p. | 100pL | 100uL
S EE 30 SRR
#it& | 100u | 100 | 100pL | 100uL
TU—hEEEVTRIEREZENML. 30 RLUAICHET S o &0
B & LT A50nm [CHI(F 5%k, BE. RET S IORKEZERE

7. BF LOEEHEIR

1 #H®EEF. ERBERCHICAELTLSEZN, RETIHEEF. REFREFEEL. K&
DREMBERYBREIANTLEZZN, £, BBIERTE ZAVAERICTS
BMLTSEEW,

2 BREBEFIVEICIHELCHERABBRICTHERLTIES,

BRECEEMEIL. —EATTE22L28TTHLET,

4 BREEL. PHBOBDEFEALTEZEN, £z, BEABREDORADRIGICEE
BHYVETOTEELTSEZ,

5 AT L — bOERFEILTHEORSFREFERAL TSI, FTH2%SE. A
EREDREELRYETOTERICE A>T EXL,

6 HFBEE. TUV—FER=-N=FFINDOLETEEOVTERICKBRELTSEZ, R
—N=FFINEITINDORICANDEFLILRNTLSEZL,

7 TMBEERZIE., KICHLTHETT., BXRFLTSESN, £ LDEMBE T
TLEZLY,

8 WRAEAEIE. FIERRME 30 FELRNICE A>T EEL,

w

8. AEBROBEMAE

M ST OREEICRIEZE, HEMICREREZ &V SRENEREDORAEMED S
BRET S ODORAEEZSIWVEEZEVIRERERELET.
FAEMRABDORNAEED SRET S 2 O DRIEEBESI W EEZIRBRICHTIIDO, &
BREEZZHEVETS,

ke RELEYVWHATHR
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533 EER{E (ng/mL) | HAIZE(E (ng/mL) %
9. AEELIREBRIERG 15.33 12.75 83.2
— m#E (SD v )
o B (KEDTA) x8) 10.96 10.23 93.3
(ng/mL) (450nm) o ; 8.77 7.13 81.3
70 2.055 i i e 19.21 16.90 88.0
- =]
35 1.256 . - (BALB/c % ) 10.46 9.46 90.4
175 0.718 2 o (x8) 6.0 5.37 88.2
8.75 0.429 g 3 e 18.36 15.61 85.0
01 | s R
4.38 0.254 : . (BALB/Ic ¥ R) 9.61 8.13 84.6
(EDTA) (x16)
219 0.179 | 5.24 4.98 95.1
1.09 0.135 0.1 1 10 100 1000 (3) AREEIRM
0 (8BTS b) 0.087 a 2, 8-Sialyltransferase (ng/mL) AZEfE (ng/ml) SD f& CV & (%) n
31.00 2.23 7.2 21
% FRBREBREERHTT, NTCSL> TREOBERBREARL T LS, 749 0.63 84 21
3.26 0.24 7.4 21
10. v MO
(1) HIREHR (EEMBEFMLAY TV EEALTVEY) (4) MEBBRE
= BIE & B B (9
s AREE | WEE | mwE o AEfa (hgmb) Sbfa | cviE (%) i
(x) (ng/mL) (ng/mL) ° 29.12 251 8.6 45
2 16.33 17.50 93.3 7.05 0.78 111 45
Z#h (10%FCS . . .
t#h (10% 4 827 8.75 045 3.10 0.42 13.5 45
AN RPMI-1640)
8 4.77 4.38 108.9 (5) REEE
4 22.08 24.27 91.0 0.20 ng/mL
A+ v FORE(Z. NCCLS (National Committee for Clinical Laboratory Standards)®&E
m#F @EEAN) 8 13.84 13.98 99.0 fEAEICH VKD E LA, (National Committee for Clinical Laboratory Standards
16 6.28 6.61 95.0 Evaluation Protocols, SC1, (1989) Villanova, PA : NCCLS ZRg)
4 12.49 14.90 838 11 EAEEERRYEDLOEE
5
% EOTA) 8 5.85 719 81.4 1 B, 2~8CELT<LE L, RAOAILECORERBRICRLC<LE L,
(=) " s 200 o0 2 EEWHE. FRERRTT. BHE. THEELOo<YEBIR> TR,
: ; ’ 3 EL&RIEEEEME (IN HE) TT. KR EESEANOERBLVREEICEI+TFEELT
8 9.98 11.44 87.2 <EZL,
- _ 16 6.21 6.54 95.0 4 FERZOMGET L — L OHEER, ZEOKTROVFELTHSREEL TS LS,
;& (SD 5 v k) i i i 5 FRABERSLIVESBNAEBRBRIE. ENCHLHERDIGENHY ETH. i
32 3.21 3.06 104.9 ICHEEH Y £ A,
6 BREERCEIEBYMOLERSZESTYNHY ET. RUKWITERLERREFEREVG
8 9.66 11.39 84.8 . _ R
3% (SD S v k) EEB IO TLSEEY,
= 16 5.16 5.86 88.1 7 Oy rPERGZZIHERBOBRARLCMOF Y FOBREEZRE LY., BLUTERT
(EDTA) -~ 235 15 _ B EFBITIEEL,
: : : 8 BMERTINDOHEL. FALANTIEZ,
8 5.06 5.99 84.5 9 AFvy I HAEAHEETY. BMEFCAVSILETEEEA,
ZE
- 16 3.06 3.14 97.5 .
(BALB/c ¥ R) 12. REAEELCEHHR
32 1.27 1.49 85.2 2~8°C 27%
- 8 4.13 595 69.4 EFEARR SV FE (C RO
R
(BALB/c ¥ R) 16 2.87 3.07 93.5 13, AEEGELUNEES
(EDTA) 32 1.44 1.46 98.6 96 Well
HRRS 27762
(2) ZhnEREER R,
14.
£4{E (ng/mL HAEE (ng/mL % - - <
ialis ) e ey - L M LoX Bl BE, B4 Rk 7AUNIY— B oL —COHLOE
o 17.50 15.95 91.1 HARDRER B €L —EICLIBEREBEROVIMEZOESE 4L £ 74
5t (L0%FCS # § 95 1180-11839 A 2002 &
RN RPMI-1640) 8.75 8.08 92.3 = i '
(x2) 4.38 4.11 93.8 2.  Kitazume-Kawaguchi S, Dohmae N, Takio K, Tsuji S, Colley KJ. The relationship between
ST6Gal | Golgi retention and its cleavage-secretion. : Glycobiology. 1999
19.34 18.34 94.8 Dec;9(12):1397-406.
mE @@EA) (x4) 17.15 16.34 95.3 3. Kitazume S, Tachida Y, Oka R, Shirotani K, Saido TC , Hashimoto Y.
Alzheimer's beta-secretase, beta-site amyloid precursor protein-cleaving enzyme, is
16.05 15.87 98.9 responsible for cleavage secretion of a Golgi-resident sialyltransferase. : Proc Natl
Acad Sci U S A. 2001 Nov 20;98(24):13554-9.
10.72 9.29 86.7
mig (EDTA) 4. Kitazume S, Tachida Y, Oka R, Kotani N, Ogawa K, Suzuki M, Dohmae N, Takio
@A) (x4) 8.53 8.35 97.9 N, Saido TC, Hashimoto Y. Characterization of alpha 2,6-Sialyltransferase Cleavage
3 88 06 by Alzheimer's beta -Secretase (BACE1l). : J Biol Chem. 2003 Apr
74 7 106.1 25:278(17):14865-71.
10.81 9.25 85.6 N
mi#F (SD>v b) 8.62 8.0l 92.9 15. M&HE%
(x8) : i i Bt RELEYIMRR
7.52 6.89 91.6
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