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—. BRER

MEERZE (angiogenin, ANG) R—MMEERMIZNEILEREE, BEMIMMITFIED RIIEAERESBRENMR. HRIHBIAN
BB EEREF, SITEHENEKNEREX. Bal, ANGRIAAZEMMEEREF (BENERNRERKEF. Wt
AT KA F. BRIEMTAMRE KEFMEREKEF) FSMEERN—MIFRIEF. (FA—MDRERKREF, ANGT
REETANEBARNEERTD, REEENMENEHFBRTHEMENT M. HREAE, MBANGKTHSS SEMET
BV LA A SR R RN B E XK,

D RNEE
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AR VRIS RS DTS, INTMB
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=: FEHENKERSEM

3.1 BEFRY (BI3%2EX450 nmA1630 nmXLES);

3.2 BREES RIS R E Rk,

3.3 etRA (IR FEhisEiR) 5

34 EPE (BTRBIERRIFER);

3.5 KEMSIERE (BFHET);

3.6 I FIEME;

3.7 A FELISASEBAYEUR DTS HN ST (HFEISEINETE), M. Origin, ELISA Calc%,
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m: HF2AD R EF

HXETR B i 58
Microplate FREIMREBITAR - 96 FLIR 87l x 12% (13
Protein standard PR - ARTAIR ¢ 400 pg/#h 2
Detection antibody, HRP- AN e s

conjugated (100 X) HRPARIZHMITARSER (100 X) 120 pL/z 1%
Sample Diluent PT 4B1 FEAIRRR PT 4B1 30 mL/#R 2
Detection Diluent TUAHERR 30 mL/#R 1R
Wash Buffer Concentrate (20 X) I TTER (20X) 30 mL/#R 1R
Extraction Reagent R 30 mL/#R 14
Tetramethylbenzidine Substrate S@Ey TMB 12 mL/#E 145
(TMB)

Stop Solution £IER 12 mL/#R 1#R
Plate Cover Seals Ei 4 5K
R A

1: RABAFIEAIE2-8°CEMH TEFERONAREE-20°CEH FFRLE

2: BARRAFIEAIE2-8°CHERTX

3: BREEYERFTNINER,EREER

* FRANNAEARRRITERETES, EAMEREFESE
* HEIESO

R REFEEFEM

5.1 B RRRIEMAIER AR TMB E&R;

5.2 ERIEER, FRFENOAMFESE, WKER, FE, OSHFEE;

5.3 BB AERURIRFIEI TR, S mIF7IER;

5.4 TEEABERNEY, WRFMNAFRRZE, REVINZERER, LURSIITIEHRE,

N, BEXER

6.1 I35: £MAFAZEREERE 30 minf51000 X g Bi0x15 min, BB EMEREHEG-20°CIEK, #HRrE 5,

6.2 [M%Z: ATAEDTA FFERTATIRBRERENIUEST, iR4SRER 1000 X g Bi\15 min, SEMERRDEG-20°CIEM, Bk 255t
CER: HARBMEFINER, RWSMARRRE#ITIMN),

6.3 4HRE 137 WRER4BREIEFTR, 500X g B0S5 minBX L3F, IZBMEMAEI%GE-20°CTF, BRRE R,

6.4 HMREZRR: WEEHRRSS, T4 (2-8°C)BY1 X PBSHE3/R, 500 X gBita5 min. 4RI, B.OF _BiF ; IPMSF ERERMRR

o, ZGREAL mM;IRE1X10 TN, i1 mLARERARR(SPMSF), 7k £330 min, Hial - FEEERRE RS, B K
hEALER, 8000 X g-10000 X gB 05 min, 78 L&, 24/5-80°CER, HABCARRRENE X2 NEREERE, #ERE
/?Emﬁo
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+: HNES

7.1 %F& (1X) :

WMEFEFR (20X) BRENTH, 3T°CIMAERELIVAMR, R 20HREEHTHE: WERB0 mLIRGERER 20X) , MOAN
570 mL BAKHEBFK, BEEER (1X) o

7.2 HRPiRIZKWHE (1X)

FEFBENELD, RL100LGIHTHRE, HREAIMRIBIAITERIARMNSEEH] (100 uL/fL) , RPRECHIRY R 2 EC0%10.1-0.2
mL, #0110 pL HRPARZIMARZE®R (100X) H0 990uL HiikRE BB HITE S, BIRES,

7.3 A

NEIEAERBNAFAERRH TR, NREFAOIEBSITHESTE, PIRER#HIT - ENHRREEHEHITER, R
BB FARRSEERN, FREFEARRIEREHRFEETMN K.

RGN T . AMUEMMIRIFA1:320051:6400#%%F; A0 EHFARL 2147, MIONARIFA1:325 164158, HmE
& WIENEENER T SEIERN .

7.4 BEBRENIEM:

fEM2 mLPT 4Bl 4IRS AN Em, BIFIEENT:

500 pL 500 pL 500 pL 500 pL 500 L 500 BL
jm
| | | | .

e \ | \ " \ " \ / \ / \ /
tandard d 1

200 pg/mL 100 pg/mL 50 pg/mL 25 pg/mL 12.5 pg/mL  6.25 pg/mL  3.13 pg/mL

Add # pL of Standard
diluted in the previous = 500 pL 500 pL 500 pL 500 pL 500 pL 500 pL
step

# L of Sample Diluent

2000 pL 500 pL 500 pL 500 pL 500 pL 500 pL 500 pL

PT 4B1
"Sd7" Ilsd6II "Sd5" "Sd4" “Sd3" “Sdz" "Sdl"
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J\: LT E

KRE, RERAMBANEZEFE20-30min (HRPIFEZEMHAERERFIREFEHER, AN ; EHTIRE
may BFALRABEFIMER, SEifiesk, SRR IRNAKE, FRNEF, ERAFRNMEE,

8.1 RIEXILAE, MEFTEMRINIITIRTE, MRRFMATEIBNSERESREFRTAC, AT —AZRAR;

8.2 1A%, D ANKZFLATAEFL FEUEEASFL. SR ARRRR100 UL, RFLDH IS ERRRAANERBERNAFEZAR100 pL/FL, >F
EAEFESE (BWNERMIEREBET, REMEIWIRE, WERLLFREM, 5-10 minFepiifs) ;

8.3 Etrim LR, 37°CHFE2 h;

8.4 ik

1) BAERE GHFER, SRMEIASEREEHSEF) , FRIF, BT

2) FFER (1X) FHRS, SFL350-400 uL, #FGE, BERERTIRE, EERTBAR, BREVENMRILUNRFTIE;
8.5 &FLiN100 pL HRPAREMFHA (1X) (BRIAFIEEEHT.2), ZEHRER, 37°CHFE40 min;

8.6 EESES8.4;

8.7 BESFLINTMBE®EK100 uL, 37°CEHEE 15-20 min QIRENER%, PIEHEK E B8, FEI30 min,(RFE®
YRR TR, ERRYENFFINELTESEN, IEZe, B7ER) ;

8.8 &ik: BFLMALKRIOO L, EeTEt, KILRSTMBEERNMFINF—2;, CIE: IREEMRLKEREMLIER)

8.9 33K L1630 nmARIERAS, FESHRHMYAEA50 nmiB B R FLBIEE (ODME) o AL LERIFS minfA##1Ti5EK, £H7630
MK, BAJEREMRA50 nmik IR

8.10 HiENH: S MIERMFARRODEFHEZFLHIODE, IKREE L, ETIIE DANEmMBVRE NEEIT, ODENHEL
15, EATWERHE (WOrigine ELISACalcs) #H{THSHIE (4-PL) , RIEFANODEMINEMLAHELINGRE, TRUFFE
BIREIF AN TNRE,

BIERIEWT:
=N TTERIRER BeRE
1 | PEREEFA 100Ul [120 9% 4.; BEE3T°CIHE
2 | HRPARIZEMGUA (1X) 100 uL |40 9% 4R BEE3TCHE
3 |E&TMB 100l [15-20 /% TEEHA BEG3T°CHE, Bt
4 | &R 100 UL [0 72%F FRELF -
5 | MAZIBREL630 nmARERFEK, £450 nmNE0DME, I ERINFEE5 28
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h: KBS
9.1 & triiE
Four Parameter Logistic (4-PL) Curve Fit
10 4
L
.‘i
g
a
3
g 014
=)
0.01 —

| o o 200
Human Angiogenin Concentration (pg/mL)

2.2 KREE

RARREE: 3T FRIREFREIRNEENE 8 'X;
RIEWEE E: 3T ARIREFREIRIEEENE 16 Ko

(pg/mL) 0.D Average Corrected
0 8:8?;; 0.0339 -
3.13 8182?;‘ 0.08435 0.05045
6.25 g:iig? 0.1443 0.1104
125 [ 329001 026135 0.22745
25 g:zg‘l’i 0.4808 0.4469
50 g:gggg 0.8555 0.8216
100 11'_6515338 1.5834 1.5495
200 ;:22;2 2.65225 2.61835

RPIFEEEE (CVA)

IRIEWEEE (CV i)

AR W&  PYE(pg/mb)  WEE BRRICV% wE TYE (pg/mL)  EE
1 8 118.3 33 2.8 16 122.8 5.7 4.6
2 8 324 1.0 2.9 16 332 11 33
3 8 17.2 0.4 22 16 17.9 11 6.0

9.3 MNtxEI Y=
BAERE, ETHECEREES. B /K31KRE, #1TAAngiogeninfVIIAREIMEESLR, FARIT:

=i R EER FE (%) SEHE (%)

A& 1:12800 96 89-104

4R 5% 1:16 96 94-98

RARAER 1:256 98 97-100
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9.4 B &{E

AI7E - MAZEFE, WA mMmBEEDH AAngiogeninB iR E,
EFie it ¥E (ng/mL) SEE (ng/mL)

AIERZA (n=16) 478.9 349.0-575.0

M _EE - BEH10% A4 M. S5uM B-3REZE. 2 mM L-a&EZ. 100 U/mLEBEHEM100 ug/mLESRRIDMEMIEFRELS

FAIMNE M MEAAE(1 x 108 cells/mL) o FBS5 pg/mL EHIILERZEPHA F110 ng/mL IL-2F 87K, UEMR B35, A
AngiogeninBJiRE,
RIS

RIER 169.9

HepG2 A FF4REEAIRETE S 10%RRF ME. 2.5 mM [ -A&EEE. 100 U/mLBEEE100 pug/mLARES ZHIDMEMEZFEHEEFFL
Ko WL L3E, HiQMAAngiogeninfg&kE#50.1 ng/mL,

HT-29 ALEIRAIRTES 10%BF A, 2.5 MM [-AEEEZ. 100 U/mLEBEHEF100 ug/mUREREEZMDMEMIZFEFRIEFA3
Ko WL LiE, HiQMAAngiogeninBg&E#1105.0 pg/mLo

AR ER

AAngiogenin (ng/mL)

HepG24HRE3LfRR& 5.0 1.1
9.5 RYE
20 EENZFLYODEN EREBEERZINODERNTEMLING B NVAREE, RFIEH AAngiogeninlI RBE S
0.4 pg/mL.
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9.6 £

X NAF AR, ERERIIERTIRCER, SMEiEDT:
(NIERFAFTSTHREL6001E, ARRRRIFATLHRL6/E. )

HE (%) 100 100 100
v SEE (%) : : i
BE (%) 104 102 107
e SEE (%) 103-105 101-103 107-108
' WE (%) 108 106 122
e SEE (%) 103-114 103-109 121-124
WE (%) 107 107 128
1:16
BE (%) 103-111 107-108 126-130
9.7 $5 5
AR EIF R MIRFIRAMELR AAngiogenin, JIN50 ng/mUA TABEAF, TEAERXX KR,
Human: Mouse:
EGF GM-CSF
G-CSF IL-1B
GM-CSF
IL-1a
IL-1B
TGF-B1
+: SFZ XM

1. Miyake, M et al. Oncogene vol. 34,7 (2015): 890-901.

2. Hartmann, A et al. Cancer research vol. 59,7 (1999): 1578-83.
3. Kishimoto, Koji et al. Oncogene vol. 24,3 (2005): 445-56.

4. Barcena, Cristina et al. Scientific reports vol. 5 (2015): 7916.
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