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—: BEER

-2 B—MEARNE, BRERATN—HARATAESHT. CEPARSENAMN (FESHEMR) . AAERNEM0
TBRCREEA CD4 + T AAVENLL) CD8 + T 41, BRI 228 SHEMRFANEMN 2 RAE A RN SEIE.
HARIEN Z2E S FIET JAK-STAT.  PI3K/Akt/mTOR Fl MAPK/ERK SMISEHTHS, CBESIETHE T MM ENE
STEPERRERY, AT T ARRESRETEREEN. BARNRAIHTEE B ARHE, MErERRREA.
B4R B DA T AT RGBS 2, HASH BN RENE,

D RNEE

*

FURSHTATC B TR, AIESHIRERY

—_ Detection antibody Hk, PRI, BRI RERTE
(HRP-conjugated) . .
WHIES (HRP) ATRCHURMFAIING, 75
Antigen — @ ERPMIOE Y, EHRPICT,
REBER (TMB) FEMARMERLT
T N t
| A B, MAAILREDE, BROeREsEs
A’lt.'t;tadg “h o SEEME. NERKH450 nm, KIER
antibody L\ P
(\ ’¢ 4630 nmo

=: 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 B FELISASERAYEUR TS NG (EEFSEINESIE) » M. Origin, ELISACalc, trIfEMProteintech A%
EOMMLL: https: //www.ptgcn.com/products/elisa-kits/;

3.8 MFLIRIE R 7Es-
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m: HF2AD R EF

ESEt AT & 58
Microplate FREIMREBITAR - 96 FLIR 87l x 12% (13
Protein standard RS - R 1000 pg/#f |2 4R
Capture antibody (100 X) kAR GE® (100X) ** 60 UL/ 1%
chrtf:;;oth TI'S’S’ i); e HRP TR IHAAARGER (100X) ** oouyE  |1%
Sample Diluent PT 3B1 BEARERER PT3Bl (AFARIMEMMMKEEL) 30 mL/#R 1R
Sample Diluent PT 4B1 REATRRER PT4Bl (AT 4RM L5 ) 30 mL/Ha 1
Detection Diluent TEARRER 15 mL/#R 11
Wash Buffer Concentrate (20 X) waE SRR (20X) 30 mL/#R 1A
(TTeh;r;)methylbenzidine Substrate S@Ey TMB 12 mL/4E 145
Stop Solution KIER 12 mL/#R 1R
Plate Cover Seals HRAR 4 5K
R Mt

1: RABRFERIE2-8°CHRE THEROMAKET-20°CHRE FFRLE

2: ERABREANEZAIE2-8°CERTR

3: BREEHIERMNNER, EREER

* AN AR EmATER, 1374880, ERIEEE~ESR
&AL

h: LRAETER

5.1 BRERKIEMAILRUKRTMB B8R,

5.2 ERWIREF, FRFEMNABPES, NXKR, FE, ASMNIFEE,

5.3 BB AREHURENAFIHITRA, JHF @IS0,

5.4 IEER BRI, RFALMNEFRZG, 1§E30WHISERER, MIRESmHEHE,

N HRES

6.1 MVF: £MARAERERE 30 minf51000Xg Ei0\15 min, B EFIZAMERARDEG-20°CHER, Bk EFq,

6.2 M3%: RAIABEDTA. FFERTUTIREREREHUEST, #r4sREE/51000 X g B/015 min, IZBMERSDEF-20°CHER, B R R E7RR
(ER: MAMSRMNER, RS MARRAREHTRM),

6.3 4AfE_L3E: ISR RRIEFTAR, 500X g Bi05 minBY L&, IZBMEREDEE-20°CIEN, #RRkEFR.
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+: HNES
7.1 HFRKR (1X) BIECH:
WMRFHER Q0X) BRMAEFE, 3T CNMAERESIGAMR. FL120FRELHHITHR: W30 mLIR4ERER (20X) , MO
570 mL ﬁéﬂgj}(ji%?ﬂ(: FE1 X R
72 iKRE®&R (1X) B9ESH:
FEFIREEC, RHERTER NI AERED 531100t fIFHEEIZIR—EMBERTR, BEHIANPIRIIER, fia0: K50
LB ARGER (100 X) FO50 uLiiidkda® (100X) O 4900 uLinfAf#mER, SESECHIRL X RS K.
7.3 FR MRS :
TREEFEAFERAENFEAERRE THRE, NRFANEEIFHESCE, ARFER#HIT - ENHEEEHITER, FFER
I MIELFATESEREA, FEFERNEREREETM L.
RO T . KRIUEMIMREARL25(1:41%%; AR EEFAR1251:801%%; HFamRek. WMIENEFHERAIRESEUIER
TR
7.4 BEHRENRER:
A BATIEE, 2 mLPT SBLEARERESINER; RIS, /2 mLPT4BLHARERE BINER. B

R0
800 iL 500 iL 800 pL 500 pL 500 iL 500 el
— \-__.__-—:'I — {x"-—";‘. .Lz""‘—"";;:l r‘h____ 1
Sw YV W W
500 pg/mbL 250 pg/mL 125 pg/m 62.5 pg/ml. 31.25 pgr‘mL 15.6 pg/ml. 7.8 pg/mL
Add# pl of Standard
diluted in the previous == 500 pL 500 pL 500 pL 500 pL 500 pL 500 pL
step
# plL of Sample Diluent
2000 pL 500 pL 500 pL 500 pL 500 pL 500 pL 500 pL
PT 3Bl or PT4B1
||5d?-r| HSdEI" IISdS“ IISdJ-I:I II5d3rI Ilsdzrl rlscu_ﬂ
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J\: LT E

KEF, FERMBFHEAEZEFHE20-30  min (HERVEKRERAMHRPIFCEMURAERERFFZEZFHER, BNAEP
) ; FE#TIRERBERURAERFMERN, EHe Sk, B R L IR ARE, AR, AR R

&

8.1 RIEXLILAE, MEFTERIREBITRE, RRRFMATEIRNREREHEEFRT4AC, AT —AZRAR;

8.2 M#E, DANRZFLANEFL FEIFZAFLo SFLINFAHIIRS0 UL, RELDH IS EHRRRAANERBERIAFEZAS0 ul/fl, =
FEFEE (BUTERTFAEHET, RESRLWIRE, WRLEHEAERT, 5-10 min FERMNE) ;

8.3 BFLINS0 uL FERER (1 X) (BRIAFESEEDT .2), HLERER, 18RIFR%H2E £37°C 400 rpm FE 1 h(EEXRIERIRS
28, WPEENTCHERE2h) ;

8.4 ik

1) BFEHRE GhiFER, BRFIASEREEHEL) , FRIE, BT;

2) WHRR (1X) FFRS%, SFL350-400 uL, FFGE, BERERTIRE, EERSEIR, BRBVFENRTL;

8.5 B FFLINTMBEEK100 L, 1ERIK7H25 £37°C 400 rpm fFE15-20 min QIRENER%, FIE S EK B &Y E), Rl
30 min; REZEERYIBAL TS, SRRVENSFINELRER, MEXE, B7ER) ;

8.6 &1k SFLMAILKIOO L, EETEt, KILRSTMBEERNIMFINF—2;, CIE: REEMREKER EMLIER)
8.7 IRER:LA630 nmARIERIK, AEIRYIE450 nmiKIKNER LBV E (ODIE). IIARILRES minAI# 7L, F7630
MK, BAJEREMRA50 nmik IR

8.8 HiENHT: B MR ERMIFEARODEFE HEZFLAIODE, IREEFL, INETIE DR EMBTRE ST, ODENHELIT,
AT (WN0rigin. ELISACalc®) #HITIUSEING (4-PL) , RIEFANODERIMEMIEEHMNERE, RUBREHRSG
BAF AEYSENRE
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TN 50 pL e it B A 20 AL

AV
LI 50 pL PRI A

v
37°C 400 rpm ¥ 1h

AV 4
HEFLINA 400 pL Wash buffer 51k 4 ¥

AV
#H4LINA 100 pL TMB

v‘l“ W 2
37 °C 400 rpm HEEHFEEH 15min

4
SEFLIN 100 pL £ 1E3 ) 15

710
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: TESE
9.1 Z2ZfrihE

x4

(pg/mL) 0.D Average Corrected
10 5 Sample Dilu?nt. PT 3B1 ) 0.0443
Four Parameter Logistic (4-PL) Curve Fit 0 0.0466 0.04545 -
. 7.8 §:§§§§ 0.0883 0.0429
E 15.6 o1ses| 013135 0.0859
é . 31.25 83(1’;2 0.20825 0.1628
© 62.5 gégég 0.3515 0.30605
- . . 125 | 06981 061625 0.5708
Rat IL-2 Concentration (pg/mL) 250 18?3; 1.0372 0.99175
500 ig;g; 1.94395 1.8985
(pg/mL) 0.D Average Corrected
10 4 Sample Dilu?nt. PT 4B1 . 0.0985
Four Parameter Logistic (4-PL) Curve Fit 0 0108, | ©-10335 -
o 7.8 o(?'1176217 0.16685 0.0635
é% 15.6 g:;;i’g 0.2192 0.1159
g_ . 31.25 8:%;; 0.3191 0.2158
62.5 82??3 0.5232 0.4199
oo . - _ 125 g:gzgg 0.8442 0.74085
Rat IL-2 Concentration (pg/mL) 250 13676 | 4 37375 1.2704
1.3799
500 ;:(l’ggg 2.0804 1.97705
9.2 BEE
IRPHEEE: 3 RRIRERATERIEENE 8 ;
IRIEMEZE: 3N EIKERNEFAERBIEENE 16 Ko
IRAFEZE (CVH) IRIEIWEZE (CV [8))
AR HE HYE(pg/mL)  IEE  TREHCV% HAR HE  FYE(pg/mL)  iEE TBREHCV% ‘
1| 8 2725 9.0 33 1 | 16 271.8 8.1 3.0
2 8 69.1 5.0 7.2 2 16 68.6 43 6.2
3| 8 347 1.7 49 3 | 16 34.1 22 6.6
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9.3 fntx el Z
REATRRS, TSR, B @3 RE, BITARIL2A0MMRERERSRL, SR

PEARRE TE(EER FHIE (%) SEE (%)
1:16 124 121-128
ARIME
1:32 98 92-108
1:320 99 74-126
e M
1:640 97 86-107
9.4 B &{E
ARG - MARRTE, NARMDEFRPREIL-2BKRE,

=i Sit) FI9ME (pg/mL) SEE (pg/mL)

AR ME (n=6) 112.9 34.7-157.1

A E7F - REEAETIRL~2mmBY/ R, E7RIN10%B4-MERPMIEEFREA, 10 pg/mL ConARIBI T IEF 2R, WA LE,

A RIL I,
R $2% (pg/mL) |
SR 649
L 288770

9.5 RYE

20N EEMEFLFIHODEN L FREF A E ST MNODERNF ARSI S U RAGRER, HRFETRAR IL-2MREER2.7
pg/mL
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9.6 £

X NAF AR, ERERIIERTIRCER, SMEiEDT:
(ZBRR LB TSR R4 0o

AERINE 4HpE B35
(BEASFHFRRPT 3B1) (BEASTHRFRPT 4B1)
HME (%) 100 100
1:2
SEE (%) - -
91E (%) 103 110
1:4
SEE (%) 93-113 102-118
A (%) 94 105
1:8
SEE (%) 82-106 103-107
HME (%) 96 113
1:16
SEE (%) 81-111 106-120
9.7 F 5=
KAFERREIRFIRATELAARRIL-2, TIN50 ng/mLLLFEET, TRHERX R,
Human: Rat:
IL-2 R alpha TNF-alpha
IL-2 IL-4
+: sEXR

1. M C Mingari. et al. (1984). Nature. 312(5995): 641-3.

2. Thomas R Malek. et al. (2010). Immunity. 33(2): 153-65.

3. Wei Liao. et al. (2011). Curr Opin Immunol. 23(5): 598-604.

4. Natalia Arenas-Ramirez. et al. (2015). Trends Immunol. 36(12): 763-777.
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