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3.1 BetRY (ATIREN450 nmA1630 nmXUE ) ;

3.2 SHEEBREN—RIEEREEIEK;

3.3 FeARA (FRRIFEhEAR) 5

3.4 EPE (BT HEANERRIFE);

3.5 kEMSGEL (BTHT);

3.6 RMFNER;

3.7 BT ELISASSRRIEIE AT BISE NS I (HWEFINS NG 737%), 0t Origin, ELISA Calc.
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m: HF2AD R EF

XA e i 58
Microplate FREIMREBITAR - 96 FLIR 87l x 12% (13
Protein standard RS - AT 10000 pg/ih |2 #h
CDS;?E;LT;;[(T:;S();, HRP HRPIMEKMFTARIER (100X) ** 120 pL/x% 1%
Sample Diluent PT 3 BAHER PT3 (BT NRIUEMIIERE) 30 mL/#R 1R
Sample Diluent PT 4B1 zg;igiﬁ)ﬂ 4Bl (FATF4ERE LA, HRRAARRANALR 30 MU/ L
Detection Diluent AR 30 mL/#R 1R
Wash Buffer Concentrate (20 X) RIEIER (20 X) 30 mL/#R 1#R
Extraction Reagent R 30 mL/#R 1R
(T_I(_ehtdr;)methylbenzidine Substrate S@EY TMB 12 mL/#E 146
Stop Solution Kb 12 mL/#R 14
Plate Cover Seals HIRAR 4 5K
&R

1: RABRFAEAE2-8° CR A TEFR6 T BHEE-20°CHR A TFRIE
2: EFBEFEZAE2-8°CFRTR

3. BRKEHERMBITER EREEF

* AN RFERRTERHITER, ERIEREESR

* FERIERID

h: RRAETFEM

5.1 B R RRIEMAR IR AR TMB 2ER;

5.2 ERIndiE R, ERFEOAMFESE, WKER, FE, OSHPEE;

5.3 BIRAERURRNHFIHITER, SEFmIs/0ER;

5.4 EEABEARNEY, RIMNFAFRZE, RESWENZEER, LURSIITEEHE,
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N BARES

6.1 MVF: £MARAERERE 30 min/51000 X g Ei0\15 min, B EFIZAMERARDEG-20°CHER, Bk EHq.

6.2 IM3K: ATAEDTA FFRSTIERERELE LT, ARAREE/G1000 X g B/ 15 min, ZBMEASIHE/E-20°CTFM, B Rk 2%
(CER: MAMSRMNER, RS MARRAREHTRM),

6.3 4AfE_L3E: WnSERRIEFTAR, 500X g Bi05 minBY L&, IZBMERMEIEE-20°CIF, #RRkEFR.

6.4 ARERARR: WERARRSE, A2 (2-8°C)BI1 X PBS#%3/R, 500 X g&i5 min. 4RI, B/0F EiE; IMPMSFEZRRERARR

h, ZIRENL mM;IRE1X10 "IN, IINL mLZEREZARR (& PMSF), 7k L3230 min, Hisl - FEMEIERRE 7S, BN
FERALEE, 8000 X g-10000 X gBS/5 min, & _EiE, HEEE-80°CTEH, HABCARRRENE R ENESERRE, BERE
R

6.5 BLRKMRR:

1) ERTULHIL X PBSIEFRAR, T 7K /E, B TIS0HE, INEERRERR (MPMSFEZRRF, ZIREN1 mM, §100 mg
ALRMANL mLIRAER, TRFEAFBEITNNL);

2) BIBBFULIIBLIKEER, SKL920-30T. IRMRESMEEEMNABRLAER, FEARKBRRFRSRREEFHRTE, F
BITM;

3) 53%20-30/R[FER492-3 ULABREAAR SR BBTERI A EHE RHERE TR, NN ZBREZ A IR s B MRRAZA, W BRZBRE()
e, WNRBT0-80%NMITIZE M TTHEMRAS, RBARELT R, W#EHTF—P L, [N, JFSIK10-30%
BRI EDI0%E LM,

4) ZBREEKEF/E8000Xg-10000 X gBS min, 3B _LF, 93/5-80°CHEH, HABCAZERRENE XHENE SELQRE, &R

R E R

+: WHNES
7.1 %K (1X)
MRFFR Q0X) BRETE, 3T CIMAERESENAMR, RI20HRMEHHTHRE: B30 mLRGLEER (20X) , A
570 mLBAKSERFK, BEHEER 1X) o
7.2 HRPARIZE MR (1X)

SRR, RL100LLFIHTHE, HRERIRIEMIITE LIRS ERE (100 uL/Fl) , KRFRECHIBY R 2 E0%10.1-0.2
mLo 4010 pL HRPARZAIHMASREER (100X) 10990 UL FiikR B R H( TS, BEES.
7.3 FFRNEEA:
TERIEAE AN AFERRHTRRE, NREQIERIITHRSTE, AT ENHEREEHTRR, R
R MES FATESEER, FRERHNHRESRE BT,
WL T DNRIDE. MR DEEARL2ER, MIENERIEARL 205140/, ARRMBRIEARL3251:64155F, =
fRREE. MERIMEERESRATRESBUNIERRE.,
7.4 BERBRNINES:
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M NRILERMEFEA, B2 mLPT 3FAHRREAER; N LS. ARRERNARRERIFD, A2 mLPT4B1#F
FHRRE B ER. BEEIRFNT:

500 pL 500 pL 500 puL

500 pL 500 pL 500 pL

PTG | I“ ‘I |‘\ "I‘ I‘\ / \\ / \ :
e v v v -

5000 pg/mL 2500 pg/mL 1250 pg/mL 625 pg/mL  312.5 pg/mL 156.3 pg/mL 78.1 pg/nmL

Add # pL of Standard
diluted in the previous — 500 pL 500 uL 500 pL 500 pL 500 uL 500 pL
step
# pL of Sample Diluent
2000 pL 500 pL 500 pL 500 plL 500 pL 500 pL 500 pL
PT3 or PT4B1
Ilsd7ll "Sd6" "Sds" "Sd4" IISd3II Ilsdzll Ilsdlll

J\: LT E

KRET, FERAMBHANEEETFTEH20-30min (HRPIFZERMAEKRBRARTEFTHER, AN ; fEHTindE
fa. BARURAEAAIMEN, Sigiesk, BB IRNARE, FRNEF, EARRNMEE,

8.1 IRIELNAE, MEFEMAINIITIRE, FRRFMATFIENMNEERERNEFRT4C, HF—AZRAR,;

8.2 NNH¥E, DRNEZFLARETL FENREATL. SFLINEAHIFRL00 pL, RILA BN ERBRARERIFENREZA100 uL/7L, E
EREFESE (BT ESTEASBMET, REBTIWIRE, WRLFERERT, 5-10 minFemN&E) ;

8.3 EgtriR = LR, 37°CHFE2 h;

8.4 ik

1) BFHIRE GHERR, BRMEIASEREGEESET) , 7RI, B8F;

2) HER (1X) HRRSE, §71350-400 uL, FRE, BEREBTIRE, EEHSRAR, EBREYIENRILUSAMRETIE;
8.5 &FLI1100 pL HRPARICAMUA (1X) (BRIAFIESEEHT.2), HLEHRE, 37°CHFF40 min;

8.6 EEFIR8.4;

8.7 2 SILIMTMBE&K100 uL, 37°CEHXEE 15-20 min GIREAGERE, A& HIEK E GEYE], AEE30 min FEEE
MR TRARES, BERYEIERNELTESENE, 1626, B7ER) ;

8.8 &1k: B|FLMAIKI0 L, BEaTHEE, KIBRSTMBEEBRMNMEINFE—;, CIX: REMEKEREMLIER)

8.9 IFH: U630 nmARIER, FAESAMYAEA50 nmiEKNIEEFLAHEE (ODIE) o INALLERIE5 min#HTIEREL, EF630
nMi<, HATEEAERA50 nmigIREL

8.10 ¥UENIT: B MLESMEANODER HESFLIODME, KBS L, INEFE, DN ERIRE LT, ODEAMNL
1%, ALY (f00rigin. ELISACalcE) #{THUBEHIE (4-PL) , RIBHFAMODEMITEMELEEEINGIRE, TUBRE
ISR AR TNRE,
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BIEREBEWT:

EERYE HERIRER HERE
1 TEMEVEZS 100 pL 120 S 4% BRER3TCHEE
2 |HRPHRZEMA (1X) 100 uL |40 o5 4; BIEE37°CIEE
3 |B&TMB 100Ul | 15-20 9%d FEEE BIRE3TCHE, B
4 | &IER 100 pL 0 %F TEREOF -
5 | IIAZLIERER630 nmARIERFEK, F450 nmME0DME, I ERINABIIS 26
N KBS
9.1 & freh
LuE Sample Dilient PT 3 (pg/mL) 0.D Average Corrected
Four Parameter Logistic (4-PL) Curve Fit 0 8:883353 0.0072 -
g ) 781 | 0091 oours 0.0406
E 1563 | 09897 o088 0.0808
g o 3125 :6.118:; 0.1748 0.1676
625 oéggz 0.3651 0.3579
- ) - - s0 | 27728 07579 0.7507
10 100 — P00 2500 1.5322 1.509 1.5018
Mouse HO-1/Hmox1 Concentration (pg/mL) ;Zig;
5000 54009 | 24166 2.4094
10 Sample Dilient PT 4B1 (pg/mL) 0.D Average Corrected
Four Parameter Logistic (4-PL) Curve Fit 0 8883; 0.0065 i
e ] 78.1 g:gigg 0.0494 0.0429
E 1563 | oo | 00934 0.0869
E 3125 8:1%8 0.1938 0.1873
& . 625 | 2% | 03954 0.3889
1250 8:3232 0.8122 0.8057
001 T o g — 2500 igg; 1.7542 1.7477
Mouse HO-1/Hmox1 Concentration (pg/mL) 5000 22..5573883 2.5582 2.5517
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2.2 KEE

RARBEE: 3T ARIRENFRERNEENE 200%;
RENEEE: 3T ARIRENFREREEENE 24K

IRAFEEE (CVA) HRIEWEEEE (CV i8))
AR W&  PYE((pg/mb)  WEE BRRICV% BA HE  FYME(pg/mL) REE BRREBCV%
1 20 2,489.6 173.0 6.9 1 24 2,270.0 85.2 3.8
2 20 562.8 320 5.7 2 24 516.0 242 4.7
3 20 139.2 52 38 3 24 129.2 8.4 6.5

9.3 INAR[E Y=
REATRIE, MEITMSEEMEES. P, E3NKRE, #T)EHO-1/HmoxL IIFEMEESD:, LRINT:

P AR TH91E (%) B (%)
NRIME 1:2 111 102-127
AR EE 1:2 97 81-124
MBENARR 1:160 100 78-119
AR 1:256 98 79-123
9.4 B 1{E
NI - AR, M B IR/ EHO-1/Hmox 1 BRE.

EFieit] ¥I{E (pg/mL) SEE (pg/mL)

/NRINERZA (n=16) 547.1 297.1-1158.6

Mpa 55 -/ NERERARE (1 X 106 cells/mL) EE&E10%BR4ME. 5 uM B-FHEZEE. 2 mM L-AagBEER. 100 U/mL BSE
100 pug/mL FREREZEM RPMI IBFAEREA, WEMR LS, WIVNEHO-1/Hmox LERE /225.2 pg/mlL.

AR R

/NERHO-1/Hmox1 (ng/mL)

NIH/3T3ZHRRRARR 233 15

/NEEHO-1/Hmox1 (ng/mL)

INRRFARRLR KRR 42.0 3.0
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9.5 REE

20N EENZFLFHIODEN LR EREERFENODEF N RIS U NAKREE, HiAFIZF/NEHO-1/Hmox1HREL
E7927.8 pg/mLo

9.6 £k

NRIEMANSRESNEHO-1/Hmox1ER, HEMREERINFEAIITEE. L5, ARRBRMNARRERANNIFER
RS, EREEIENELRTIREER, SMEHiEDT:
(AR RIFARTERRL0ME, ARRBRIFRTCIERL . )

NRIME A MR AR
(FEARFHERRR PT3) (HEAHBRPT4Bl)  (HEASFHRRK PT 4B1) (FEZSFHRRR PT 4B1)
90E (%) 99 100 100 100
H BE (%) 89-110 -
90 (%) 9 95 100 99
e SBE (%) 89-103 93-98 100-101 98-101
90 (%) 90 9% 103 107
e SBE (%) 85-95 95-97 101-105 100-114
90 (%) 01 103 115 115
e SBE (%) 84-99 102-104 107-124 109-121
9.7 ¥ 5B

AT R MEIRFIRANELS/NEHO-1/Hmox 1o

+: ZEXHE

1.Ma, T. etal. (2016) Exp Eye Res 146, 318-329.
2. Loboda, A. et al. (2016) Cell Mol Life Sci 73, 3221-47.
3.Blann, AD. et al. (2011) Prostate Cancer Prostatic Dis 14, 114-7.
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