.“SA\ITDNG" Beijing Psaitong

S @& Biotechnology Co., Ltd r
SRS .

HEAEFE
PSS | R10022
FEAR: | BHER

FEm R A

—FpYER T TLR7 F1 TLR8 #i [R5, EC50 43709 0.26 um 1 6.4 um,
B | 1LR7 TLRS
AL«

Resiquimod (R-848) WS :HiEMIEHURRRIEMEH T 4000 (BFE TH2 BNF) 74 IFN-v, HEEERME
IL-4 HIRE

Resiquimod (R848) L&KM 7 38 PBL 3858, HHIN BrdU HNiX%H BrdU PRI E. F R848
AEER AR B E RN (3.5 ) MITOLEKEE (NF-x B WEMEMRIRE 70 1) V&M,
NI

Resiquimod AJ F-T-ZhWaase, w45 /) BN Rl 7 R O 28 . G e A 3 D IR 2B 48 . Resiquimod (R-848)
(B0 we/R, PAESRE) S LIHE SPF #89d IFN-a . IFN-B . IFN-y . IL-18. IL-4. iNOS 1 MHC-IT Z:[X
ik .
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W TR Img omg 10mg
1 mM 3.1809 mL 15. 9043 nL 31. 8086 mL
5 mM 0.6362 mL 3.1809 mL 6.3617 mL
10 mM 0.3181 mL 1.5904 mL 3. 1809 mL
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1. BRI RER): 5% DMSO—~40% PEG300—5% Tween—80—50% Saline
Solubility: = 2.5 mg/mL (7.95 mM); ¥EVEE

2. HRFEEINEEFVER:  10% DMSO—~40% PEG300—5% Tween-80—45% Saline
Solubility: = 2.08 mg/mL (6.62 mM); WEIEAEMK

MRS = 2.08 mg/ml (HRIERAD M5B EWR-

BL 1 omL TAEMCNE], B 100 wL 20.8 mg/ml (¥ DMSO & BINE] 400 wl PEG300 th, JRAIA): B AR 50 bl Tween-80, WREHIS: RIF

PRSI 450 wl AFEERK EAE 1 L.
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3. IERF ISR 10% DMSO—~90% (20% SBE-B —CD in Saline)
Solubility: = 2.08 mg/mL (6.62 mM); VETEIAW
W RATRAG = 2.08 mg/mL CHURIREEARHD IV A

PU 1 ol AR, B 100 wL 20.8 mg/ml [T DMSO f##BIME] 900 wl 20% ¥ SBE-B-CD A EEAKER o+, REEH.
4y W FIRINAEFE: 10% DMSO—~90% Corn 0il

Solubility: = 2.08 mg/mL (6.62 mM); VETEIAEWK

UET7 TR = 2,08 mg/mL CHAIRERAD [PRETAR, Bb75 SS90 i WIE A A UL L Eh P se it (e .

BA1 L TAERBCAH], BL 100 wL 20.8 mg/mL % DMSO A& RNE] 900 L Fkuhih, WREHA.
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For luciferase assay, FG-9307 cells are transfected with the firefly NF-x B-specific luciferase reporter

vector pNF k B-Met-Luc2. Transfection efficiency is monitored by co-transfection with the pSEAP2 control
vector, which constitutively expresses the human secreted enhanced alkaline phosphatase (SEAP). Then the cells
are treated with Resiquimod (R84S, 1khg/mL),CQ (10MM), CQ plus R848 or PBS and incubated at 22°C for 24h. The
culture medium of the transfectants is then analyzed for luciferase activity and SEAP activity using
Luciferase Assay Kit and the Great EscAPe™ SEAP Chemiluminescence Detection Kit, respectively. The assay is
performed three times.

4. 4Hpmsm:

For inhibition of lysosomal acidification, cells are incubated with 10tM CQ for 1h before Resiquimod (R848)

treatment. After treatment, 20UL of 5mg/mL MTT is added to the plate. The plate is incubated at 22°C for 4h, and
200ML dimethyl sulfoxide is added to the plate to dissolve the reduced formazan. The plate is then read at
490nm with a microplate reader.To determine the effect of Myd88 inhibition on R848-induced cell
proliferation, the Myd88 inhibitor Pepinh-MYD andthe control peptide Pepinh—Control are added to PBL at the
concentration of 50MM, and the plate is incubated at 22°C for 6h. After incubation, the cells are treated with
R848 and subjected to MTT assay as above.To determine the effect of NF- k B inactivation on R848-induced
cell proliferation, BAY-11-7082, an irreversible inhibitor of Ik B-a phosphorylation, is added to the
cells at the concentration of 1MM, and the plate is incubated at 22°C for lh. After incubation, the cells are
treated with R848 and subjected to MTT assay as earlier.All experiments are performed three times.
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A total of 40 SPF chickens of two—week old are allotted to one of the following four experimental groups

(n=10/group) :Group A:PBS control;Group B:inactivated NDV vaccine;Group C:commercial oil adjuvanted
inactivated NDV vaccine prepared from lentogenic strain and Group D:combination of inactivated NDV vaccine
and R-848 (50 u g/bird). Vaccine or PBS is administered by intramuscular route in the thigh muscle. A booster
dose is given 14-day post immunization (d.p.i).Two weeks post—booster, experimental SPF birds are challenged
with velogenic strain of NDV (105 ELD50 per bird) intramuscularly.Clinical signs and mortality are observed
daily till 14 day post—challenge (d.p.c).Cloacal swabs (n=6/group) are collected from the birds on day 0, 4, 7
and 14 post—challenge and inoculated into 10-day old embryonated chicken eggs (n=3 eggs/sample) through

intra—allantoic route. Three day post—inoculation, the allantoic fluid is checked for the NDV growth by spot
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| haemagglutination using 10% chicken RBC. |
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	基本信息
	使用方法（供参考）：
	一：体外实验
	此方案可获得 ≥ 2.08 mg/mL（饱和度未知）的澄清溶液。 
	以 1 mL 工作液为例，取 100 μL 20.8 mg/mL 的澄清 DMSO 储备液加到 40
	此方案可获得 ≥ 2.08 mg/mL（饱和度未知）的澄清溶液。 
	以 1 mL 工作液为例，取 100 μL 20.8 mg/mL 的澄清 DMSO 储备液加到 90
	此方案可获得 ≥ 2.08 mg/mL（饱和度未知）的澄清溶液，此方案实验周期在半个月以上的动物实验
	以 1 mL 工作液为例，取 100 μL 20.8 mg/mL 的澄清 DMSO 储备液加到 90



