PSS, AH T IRR S

b7 !

SEE645Hu 96T

FK506 458 5 5 (FKBP5) Kyl A&

(R RR BB PR IR
TR A
i+

011 MR (2013 4F 07 A1)

[FRHEANH ]

AARF B0E A TAR I 0 ELTSA 2558 2 5 AL 2H 405 3% e A S B M A b FKBPS 5 &
AFI &N E]

WAL R BE WAL R BE
96FLHR (Tt 4%) 1 96FL R 75 i 4

FRUE N 2 B R R 1X20mL
R 7 A 1X120u L 400 R VA 1X 12mL
Ko 75 B 1X120u L 400 s TR VB 1X 12mL
TMBJEE ) 1X 9L 21 1 X 6mL
W (30X) 1 X 20mL A5 156 9H 13 1

(7% B & H 8 & K]

1. 4504 10nm JE' v AROBERR AN (TSN 235 A i iy Pt
2. FATE B T IR A Sk

3. MRERE AN ) EP

4, ZEMKER BTk
5
6.

v K 4R
B I 22
[ﬁﬂﬁm%ﬁ&ﬁﬁ%]
1. ARIFHERAE: Fra RSP E L Fs R A Wl R, BB & 7 RO ARAE S . A

WAL #‘(DTIJ{%F@ B LA 96 LR PRAFT-20°Co
2. MR EAR G AT 75 3 O RS 2 s R B R AT, TF 35 (P BRAR A L N T8 50 5 2 B R A7 T
-20°C, B .
HE:
A SN BEAR TR ED, $SLi0m sk nT a2 A AR G IRR RS E T IR G 1N 5 5.
72 ek B TR) DA S B RRR A, AR5 P I 4 o A R R AR E 1

(A HIRE S RA]

Iy i B T 2 B4 10 A bR A e =R 2 /N ER 4°C 17, #RJ5 1000 X g 2540 20 43%h, B LigRA
T,ﬁ%iﬁﬁ?ﬂﬂf%%%%ﬁ,mﬁﬁ%&ﬁﬁ%

2+ : FH EDTA BUFF S AE N BB FRIR R A, FERARATE RS 30 2344 T~ 2-8°C 1000 X g #.L» 15 434,
WL@wT@%,ﬂhi@%?ﬂm:%%c%ﬁ,mrﬁ%&ﬁ%ﬂo



3 S Qﬂé/\/j ;K

D BUEEALH, T PBS (0.0lmol/L, pH7.0-7.2) HnEvERMRIMM, HEE&H (HAPRKFHLIWE
HAHD

2) AT (R B 22 R AT DT VR BB IR AR s B S A RS NS A SR A, NN 5-10mL ¥4 PBS HHAT 7
SIWTES, AR TR VK FHHT CHAARSER S v E NSO 5 15 200050 2900 nT FR) RS 75 il i i 52 VR il
B0 AbH GRS B AR AP i B UK IR, IR VRRE TR 2 10

3) ARGl RIS HRICT 5000 X g @0 5 23, B EXEE BTG

4. HEEWbRA: 35 1000X g @0 20 2080, B EIE R I, BeR BTG E T -20°C 8-80°C fRAF, H 38 )
=R

HER:

1. L EWABTERMEE, ACAREN/NT 18, -20C AN 1AH, -80°C AN 2 M.

2. ARAUS I S e B e R 2 R, DRI AR A AN B AT I IUAS DN

3y ARAAE I H N 22 M A 2 I, AN InE Al 2

[ FIHE#]

Lo ATFHTRE A IR R RS A S48 1)1 28 =50 (18-25°C) , I AUANRE BLEEAE 37°C ifi .

2. RS (R0« BEEPRUE S I PR AR BRI 1oL, % 46 J5 IR S KL 10 20 8h, W s S HE) /950 DA
Bhsfi, TORE N 10ng/mL. HE 7 NHRARAE G BP 27, AR EP A I 500 u L AR HERFRERR, WK
B~ kA LGB i), 10ng/mL, 5ng/mL, 2.5ng/mL, 1.25ng/mL, 0.625ng/mL, 0.312ng/mL, 0.156ng/mL, ¥x
{1 o 7 BE W (Ong/mL) HAEAE N2 AL, ARIEERSGRAERE, BRERFEFRFTOARERER.

500uL 5004L 500uL 500uL 500pL 500uL

f\/\(\

Stock
Standard

Tube 4 8
ng/mL 10 5 2.5 1.25 0.625 0.312 0.156 0

3. KM IE A R MYEI B: Detection A % Detection B AT FHRTIE T FEJL Fab/b it B0 kb B, DI EEal
5 P VBRAR DU B TS o I FH AT 20 7] LRS- B9 A B8 B1: 100 4 (4n: 10 1w L ASIIA Y A/990 n L S I B¢
WA, FRATTRAT, BB R M 005G VIS U A A R S5 BT T I R R (100w L/4L) » SEBRTC il i Y. 22 1ic 61
0. 1-0. 2mL,

4, VRVEEIE: H 580mL ZEIR /KL L BT /KK 20mL R GREFERE S 600mL, HEAT 30 5 HiRE

5. JRYIBEH: I H KBS BES W SK IR IR 75 AR TMB 28 5 — i 8 as A A, 588 TP R X RPN T & 57
AN [H] TMB R

HE:

Lo briE S IR e ELEE AU AT

2. FRAESRIE TG AT 15 2-Bh RG] SRR SR R B — IR,

3 ARYES. IV A TR, AWIVEYR B TAREWBOE AN AR BC ], AR . TSI ZREE 70 TR
AY, R . N PRIIE S0 45 S B MERA T 8 TR R #ﬁ@ﬁ%Mﬁ% TR BT T A AL, R
AT (R DR A B, —IRABUNT 100 L), DUk b dd ik FE 1R 72 o



THVER AN MR L AR . KRR A TR B TR,

WYRBRI T A 45, IR T B, BRREIRY, B RIGREAEEETRCH

WA P R AL B WGBS CARMBUR A, ARG E R b A 4ok s 22 B Fdg e, B
LS T RIRE M 22, P REIE RS 2 RN HER, LR Se e, K.

[hRA< b2 ]

1\

7,
[#

1\

9\

Cloud-Clone AR RXHAGEA L 513, AR REA M ST ERNHFRBERAT, HEHEFERRS
ERIFANTREEHNE, WETLHHEE.

SCRTT N RIS A S, WRAR AR e, OO ARASREAT AR, AR i AR AR 1R G PR G i

TSI 37 LU L PR R A 4o

A PTRAEA NS AU FTIIREA L, EUGEAT ISR I A 2, IR B AAAEA

A A2 PR 26 PRI AL ) SR el Al I S DOV PT RE = ol T2 8L W B 5 TN B ELTSA S0 45 R A 7%

BREA N AMLE R B, PIZBEA TN ER 82, W GRS, R8cE . REERE S, P LLATREfF
FERL A RS DL o

FEERRE A SNEA R, WG LR EAE A, TRER 527 B A A oA S i SR PR AN L
Fic, AN o

EEVE DB EEREAS,  RAFIN TAD K TT RE A7 A H 1 B AR 1 3 B I 25 R 2

YEPR]

INFE: o3 AIRERRAEL FRlAE AL 28 A 9Le BARTEAL 7 4L, KU 100 w L A [F) 3 88 ¥y bt i (AR 704t
7% 2) o AESLM 100w LOLRFIMER S a5 —8) , RAMGIFES 1000 L, Ebstiom B, 37°C i
B 2 /M,

FEWE, BT, AHEE.

FEAL AU A TAEW 100 1 L O A AUECHD » B bsbOn &R, 37°CHLE 1 /M.

FEFLNAR, AL 350 1 L IIVERTRDESS, B0 1-2 40 5h, W2 AN fi 2o B R 5P 4t A A P (0044,
FE550 & FARSRTLEWOKAS, BEFSBCEA T 030 LR (B T B fL N R T) . SRR 3 K. e —Ik
Vel a, BHEALN PR e R T . AL .

FEAL IR B LA (s FH TS D 100w L, bn B7ERE, 37°C T 30 204,

F LA, BT, PRI 5k, JIERIS IR 4.

REFLINEYIEIR 90 v L, FEASHR N BAZE, 37°C YR B A (I B R F il 4E 15-25 40%h, ANELEERL 30 434k

YARAEFLIET 3-4 LA BB (0, S5 3-4 FLBEEA BB, BInTZb) .

FEFLINZ IR 50 0 L, kB, SIS R 3 (0, A a3 N AN I S R L5 JES 8 18 I N W A
[Fo WHIBEAS] —, HRRE RSB LT BRIR 515

LR PR TR e TG /K A LN S, 7 BB RRAAE 450nm Y8R i 4L 1 ) 2 5 (0. D. {HD)

EE:

1\

BRI H L br 4%, JLERM AR B4R T, BE, SRR, DT
AL o

e SEIGERAE AT — PRk, R A T DRI AN I U, KRR SN T RS AR
A K ALBE, BB SERA . ISR, 28— AL S im — AN FLARE 22 1] R i 1) 1] B 4 SRR
B FEONFR “T T IR, AT B b e 20 A e R R . R, — O RE I TR] (R 45
PRl b BT AT RE ) Bl IAE 10 2B o HERR B E R FLIEAT 5L



3. WH: WPIIEFER R, SERTER N b o R B MEAR R TR A, DU A R, WA R R
AT R DA, AT I BRI G MEARARAL T TROIRAS,  TR) I A% TR~ 0 5 POt 73 I TR R o

4. ek ROMVEERIRWEL, ARG T, IS AT . Yelkid R R BAL ik B R
BNAEDEAR LT Z0RE AR BRI S N FLAHIRK (R IN2430 BRAR SRR B ARV R TR B, 3l S S de i
IR R . WERAT BShVEL, AR SRS A R IESSE Kl R

5. RIIFTRIERIFRR]: IS5 3 E LS S N FLI B A AL (bb i, BERG 10 7B —20) , I R,
THEERTINAZ AR N, 88 G S L 5 M T 5 0 I e A3 ' 8 B2 1540

6. R JRYHROCRAT, LEREAFAIEL F N S o AR Y .

Ty WIRSZEG E PR EER T 60%, R NG A4 i i KT

(525 R 3 ]

K FKBPS HUA L1 96 SLIMSLIR T, e AH A, i ffL b 20 I AR HE i BbR A, JLrp ) FRBPS SR T
W AHBAR EIRPUARSS &, REIMAEYIZAL M FKBPS HLk, KR &S & I EM R AHUAYTE, A HRP ARd (5%
AZ, FHXMIRVEE A I TMB JIRY) it . TMB 7ERL AL IR AL T HAL B 0, JFAERR IR T P AL i &%
ISt UE R AL il ) FKBPS S22 IEAHSC . FIBEARIXAE 450nm et I E RO (0. D. {H) » THEEAESHIREL
[vHE]

BRrE S RFEAS 0. D. AE4NER 22 4L 0. D. fE R/ (L), e B R AL, WINPT DOARHE S AR
A PAERR (O EABAR) 5 0. D. B R ARAR (O B A Az ), 2 i brvfE ith 2k (le 07 R BAR [TV 7 R v 53 REAEDRSE
LARMEDBGELT T 1 4 %F) o HEAAAE T bR M2 PR EAT 730, W curve expert 1.30, RAuFES 0.D. 8, bk
A 2k A AN B, SRURBE G B s AR EMI IR 55 0. D. (B VS AR vE M 2 ([0l 05 RE 2, OREFE 1
0. D. fEARA T RES, THELHFERLIREL, PR LARREAE AL, B RE dh 1 SE BRI

(SR %]

A TAEFIHEE, R B AR 0. D. {10 A, FRATI2: I 73R AR HE AL 1 0. D. A AT A B ARAR (X 4, Fnif
b (R BE g P AR RR (Y 3D o RN O TR 2 R A ELM A L v S 10 o st s 0 v A o B o 8 72 40 P S 5

AR HE M o TSI BAE ORI CInERAE . BECR . Ve BRI BEZ 55D, ARAE 2 (1
0.D. HEAMZESR. PritftiibrdeihZ IS, SCi A i 2R B O Seie @ T ARHE 2L .

- 12
%10-
e
-
g °
E 6f
I
@ 47
g
e 27
@
u 1 1 1 1 ]
0 0.5 1 1.5 2 2.5

Optical Density

A FK506 54 H 5 (FKBP5) Ryl RF SAn v ph2k



(A0 s 1

0. 156ng/mL-10ng/mL

[ B AEA I FR ]

0. 061ng/mL

BEAE A 20 A28 AR i (RIBRHE S V80 DU 5 1100 1 BRI A5 b v 22 T 6 2 [P B
[4r ]

ARG TN FRBPS, - e il -5 g MBS e B S A8 SO o
1152 BB BFEARIE AT BRI, AN 0T RE 5 Ot B A A R BB o s SO Rt I, DRI ARG AT vl e R
A P L e ST A8 XY

[l ]

3T ARG A AR A I — € #1 FKBPS CInFsAEdh ), FRNE I oA ILE, [N E S #e
HRLE,

FEA [ 2 (%) SPE [ (%)
1135 (n=5) 79-93 85
EDTA I3 (n=5) 90-101 97
JH# 12K (n=5) 82-95 89

[kit]

LE 52 AH LTS MM FEA PN NIE & Y FKBPS, JRFLEARek 1:2, 1:4, 1:8, 1:16 FIRRMAEAS, ZeEyE RN A H
FEJ5 BEAS R FKBPS 2 i (N e 1 5 B I HL R

FEA 1: 2 1: 4 1: 8 1: 16
135 (n=5) 80-97% 92-103% 90-102% 86-99%
EDTA IfiL.3% (n=5) 92-107% 80-92% 87-99% 95-105%
JH 2 1 (n=5) 85-95% 90-104% 83-94% 90-99%

DR#E ]

K5 B L RE B2 (E AR 5 R B CV Kok, CV (%) = SD/mean X 100

e 25 BRI FI GG Py RS (R A AT & S A, SR FEAIE LT 20 Ik, 40 AvE AN [k B
AHP41H K SD 1H.

feMA) 22 EH 3 MAFEHER ARG DG ey e e EREAAT e BE, BAFEARMEH R AR EES
W5E 8 I, J3 AITHEAS IR BEAEAS IR~ 2448 f SD i .

HEPZE: CV<10%

fElA 2. CV<12%

(35 % 1]

ZE, WA G A SO A AR AR TR A7, TR TEREAR AN T 5%

A INAI B A ZORH R G SR F R A B B, S S PR A A E i RO R — 8L UL SER = R i
FERE 5. FLR iR — 5256 GOREAT IR A rT b AR ZE



(L5 R ]

L SERGHTARAE S R SR I HE#S
2« INFE ChRUES JFEAD 1001 L, 37°CHFE 2/
3. WRFE, A MIARALOO w L, 37°CHER 1/
4. PeM3IK;
5. ISl MB100 u L, 37°CHEH 30434t
6. PEMR5IK;
7. JNTMBJE#I90 u L, 37°CHF & 15—25404k;
8. M50 L, S7.R1450nmiszEy
[iRA]
I T HA S RRFERAR K MASREX Fr A HE 52 i 4 A i) B OB e T A TR 58 508, ™ b n] Re A1
—E TR AR KRS .
2. ARSI E R SRR AR SER A B SRR AR DL A I B SEIG PR BB VIAR S, 1555 I fE % 78 L AR A
%
3v AR FE—r= T gesA DVEZE, W RrIRR . R BRE DR W N RIS, I A R P U B AT
SEIGHRAE, PSRRI BOUES %
4, RA A AT SIS A Ge R UL R, AN RETR A AR B 5 (077 b o A A s A R & )
S Ui A 13 B B L RR I 45 2R
5.  FEMEAF Sl A IR b i AR R R B A O o T R R R A K DA BT AR s B, RO EE A
KT 0K SO B R 45 R
6. WIFFE BGIEAR AL P r] R DV AKREYI BT, IO IER LS, A2nh Se5 45 Rt AR 5T . 18 20 B ik i
PRl N8 A
7. HTHAEEARI., ARG I A RSB v R S BUE D8 M4 o W80 A R 0™ i
HAT40 5 se it B, PR bR A, WA B2 450 & 10nm 36 7 B EEFR 13, H iZ B AR 4300 = Yo Bl AE
0.001-3.000 0.D. LA .
X7 ELISA BAEANZGRIF 0] LS A0 ( http://www. cloud—clone. us/homepage/operate. htm ).
8. [ FEAA A7 i, AR AT, ] Gess RIS [ b B 22 e e AE AN TR 5 L, BRI il
A8t F 2 A A5 A AT B AT RS 56
9. BURGAEL ) AR A, H i Tt S SR S A, RS A R S A RA
— BN A OGRS R 22 R A IG OL, O T aX  0 2x 17 AL B
10 ARG AR oAl FK R A G s [ D7 vk I [ — H B E ™ SO b, ~PAT R I AT B A7 AE A I &5
A B
11 AEAERFEE T 48T W&, 3 48T W& A imt- o
[(E&]

ARG AL TR GR IR AT £k, LR UR T, A R A 3 S i A R L T Ak Bk R R A



(1R AR AR ]

150 AT AR ERTTR
RIFE VR A AN I TEAT IERA B AE it B S R R
PREMILRZE | R A 7 5y T IR Stk
ARG R A ML IE S W s
Ve AN 7E 7 FAp W EOR 78 /X DL AT
P TRAIAN TR 53 R AAS 2 FEIT IR AIR I
LMWK A R AP IS 4 S T (R R S L A TR ) 5 s A
INFEA K R A ML IE B W A
BEFL NI ARG A KAERS WS, SR AL
U A I [ AN T DRAIE 78 A2 1 7 I 1]
0.D {81 Ut 7 AN IR BV 2 = RO ORAUE A Il 7 i
Wi 0 ) B R IR A BRI AR, P R R DR A A
B ML W SV AL AL I
AR ) 134 FE VG AHHERF T B8 ) A 132
ANIERAIRIREAAE A 7 30 IEFAEAAAEAS, AT TR REA AT S
FEAME ANIERARIREASC A AR B 55 RHUE R I FEAWCEE A AL Py 32

TP FAEREA 5 A

AR A, BRS




