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Antiviral activity of Isatis indigotica extract and its derived indirubin against Japanese encephalitis virus
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Abstract
Isatis indigotica is widely used in Chinese Traditional Medicine for clinical treatment of virus infection, tumor, and inflammation, yet its antiviral activities remain unclear. This study probed antiviral activity of I. indigotica extract and its marker compounds against Japansese encephalitis virus (JEV). I. indigotica methanol extract, indigo, and indirubin proved less cytotoxic than other components, showing inhibitory effect (concentration-dependent) on JEV replication in vitro. Time-of-addition experiments proved the extract, indigo, and indirubin with potent antiviral effect by pre-treatment (before infection) or simultaneous treatment (during infection), but not post-treatment (after entry). Antiviral action of these agents showed correlation with blocking virus attachment and exhibited potent virucidal activity. In particular, indirubin had strong protective ability in a mouse model with lethal JEV challenge. The study could yield anti-JEV agents.
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1. Introduction
Isatis indigotica is an herb distributed widely in China and traditionally used in clinical treatment of viral diseases like influenza, hepatitis, and encephalitis [1, 13]. Accumulated experimental evidence indicates it and related components as associated with antiviral activity against influenza A, SARS-coronavirus, foot-and-mouth disease, rabies and human immunodeficiency virus Type 1 (HIV-1), among others [1, 5-7, 10-12, 15]. Among natural compounds identified from I. indigotica—e.g., indican, isatin, indirubin, indigotin [15]—indirubin exhibits multiple immunomodulatory and anti-viral effects [7, 12].

Japanese encephalitis virus (JEV) belongs to genus Flavivirus of the Flaviviridae family, an arthropod-borne micro-organism [14]. Vaccines against it are currently available and effective, yet viruses’ zoonotic characteristic and occasional infections cause JEV to rank as a leading cause of high morbidity and mortality rate in Southeast Asia and the Western Pacific region [2]. 30-50% of JE patients develop permanent neuropsychiatric sequelae while 20-30% of JE cases result in death [9]. Extensive study to develop new therapeutic strategy may be needed. This study rated inhibitory effect of ethyl acetate, methanol, and water extracts of I. indigotica, along with its related natural compounds, on JEV replication. We proved that pre-treatment of I. indigotica extracts, indigo, and indirubin greatly inhibit JEV replication in vitro. These agents blocked JEV attachment, which correlated with a potent virucidal activity.
2. Materials and methods

2.1. Viruses and cells
JEV strain T1P1 was used as previously described [8], vero cells for JEV amplification maintained in Dulbecco’s modified Eagle’s medium (DMEM), as well as BHK-21 cells used to determine JEV plaques grown in minimum essential medium (MEM) supplemented with 10% fetal bovine serum (FBS). Human promonocytic HL-CZ cells cultured in RPMI-1640 medium served to determine JEV yield in vitro.
2.2. I. indigotica extracts and related marker compounds
Crude extract powder of I. indigotica was obtained from Sun Ten Pharmaceutical Co., Ltd., a Taiwanese manufacturer of concentrated herbal extracts. For each extract tested, 1 g of powder was dissolved in 40 ml ethyl acetate or methanol, then gently shaken overnight at room temperature. Extract solutions were collected following centrifugation at 12,000 rpm for 20 min, filtered using a Whatman No. 1 filter paper, then lyophilized using in a freeze dryer (IWAKI FDR-50P). Each lyophilized extract powder was kept in sterile bottles at -20 °C. Stock extract solutions (1 mg/ml) were dissolved in phosphate buffered saline (PBS), sterilized using a 0.44 µm syringe filter and stored at -80°C until used. Marker compounds of I. indigotica like adenosine, betulin, indigo, indirubin, tryptathrin, lupeol and 2-benzoxazolinone were purchased from Sigma Chemical Co. (St. Louis, MO). Stock solution of marker compounds (20 mg/ml) was dissolved in dimethyl sulfoxide (DMSO), diluted with PBS. DMSO (0.005%, 0.05%, 0.5% and 5%) was tested as solvent control.
2.3. Cell viability assay

To calculate cytotoxicity to BHK-21 cells and human promonocytic cells, cells  were cultured overnight on 96-well plates. Medium containing DMSO (0.005, 0.05, 0.5 or 5%), I. indigotica extracts or marker compounds (0 μg/ml, 0.1 μg/ml, 1 μg/ml, 10 μg/ml and 100 μg/ml) were added and incubated for another 48 hours. living cells and total HL-CZ cell count with(out) treatment were measured by staining with 0.4% trypan blue; viability was estimated as ratio of living/total cell counts. Quadruplicate wells were analyzed for each concentration. Cytotoxic concentration showing 50% toxic effect (CC50) was derived by computer program (provided by John Spouge, National Center for Biotechnology Information, National Institutes of Health).
2.4. Quantitative assay of virus yields using plaque assay

To test inhibitory effect of I. indigotica on JEV yields in human promonocytic cells, HL-CZ cells infected with JEV at multiplicity of infection of 0.5 and treated with DMSO (0.005, 0.05 or 0.5%), I. indigotica extract (1, 10, 100 μg/ml) or marker compound (0.1, 1, 10 μg/ml) at the same time. At 24 and 48 h after inoculation, cultured supernatant from (un)treated JEV-infected cells was collected for measuring virus yields by plaque assay. A 10-fold serial dilution of cultured medium was added into the well of BHK-21 cell monolayer at 37 °C for 1 h and overlaid with MEM medium containing 1.1% methylcellulose. Viral plaques were stained with naphthol blue-black dye after three-day incubation.
2.4. Plaque reduction and time-of-addition assay
To gauge inhibitory effect of I. indigotica by time-of-additon on JEV replication in vitro, pre-treatment (prior to infection), simultaneous treatment (at the same time as infection), and post-treatment (after entry) experiments were performed. For the pre-treatment experiment, BHK-21 cell monolayer was pretreated with/without various DMSO concentrations (0, 0.005, 0.05 or 0.5%), I. indigotica extract (0, 1, 10, 100 μg/ml) or marker compound (0, 0.1, 1, 10 μg/ml) 1-h before infection. BHK-21 cell monolayer was overlaid with MEM medium containing 1.1% methylcellulose 1 h post infection, viral plaques stained with naphthol blue-black dye after three-day incubation. For simultaneous treatment, medium with/without various DMSO concentrations (0, 0.005, 0.05 or 0.5%), I. indigotica extract (0, 1, 10, 100 μg/ml) or marker compound (0, 0.1, 1, 10 μg/ml) was mixed along with JEV at 100 pfu, then forthwith added into the well of BHK-21 cell monolayer at 37 °C for 1 h and overlaid with MEM medium containing 1.1% methylcellulose for viral plaque assays. In post-treatment assay, BHK-21 cell monolayer was infected with JEV at 100 pfu for 1 h, followed by 1-h incubation with drug solutions and overlaid with MEM medium containing 1.1% methylcellulose, as described in plaque assay. Data represent means± SD of three independent experiments. Inhibitory concentration showing 50% JEV plaque reduction (IC50) was determined by computer program (John Spouge, National Center for Biotechnology Information, National Institutes of Health).
2.5. Virus attachment assay

JEV (120 pfu) was mixed with medium containing various concentrations of DMSO (0, 0.005, 0.05 or 0.5%), I. indigotica extract (0, 1, 10, 100 μg/ml), or marker compound (0, 0.1, 1, 10 μg/ml), then immediately incubated with BHK-21 cell monolayer at 4 °C to allow attachment. After 1-h incubation, each extract/virus or compound/virus mixture was removed, cell monolayer washed with cold PBS and overlaid with MEM medium containing 1.1% methylcellulose. After 3-day incubation at 37 °C in a 5% CO2 incubator, plaques were stained, as described in plaque assay.

2.6. Virucidal activity assay

Virucidal assay was based on prior reports [3, 4]. JEV (105 pfu) was mixed with medium containing DMSO (0.005%, 0.05%, 0.5%), I. indigotica extract (1, 10, 100 μg/ml) or marker compound (0.1, 1, 10 μg/ml) and incubated for 60 min at 4 °C. A 1000-fold dilution of each extract/virus or compound/virus mixture was added onto BHK-21 cell monolayer in 6-well plates. After 1-h incubation, mixtures were removed and washed with PBS while monolayer was overlaid with MEM medium containing 1.1% methylcellulose; residual infectivity and inhibitory concentration showing 50% JEV plaque reduction (IC50) were determined, all as described in plaque assay.
2.7. Mouse protection assay
Groups (n = 10) of 2-week-old BALB/c mice were intracerebrally infected with 1 × 105 p.f.u of virulent JEV strain Beijing-1, then underwent three intracerebral treatments with 30μg/100μl of I. indigotica extract or marker compound (1 mg/kg of body weight) using100μl syringes at 2, 24, and 48 h post infection. Two additional groups were infected with JEV and received PBS or DMSO (0.05%) treatment as solvent controls. Survival rates were monitored every day for one week.
2.8. Statistical analysis

ANOVA using SPSS program (version 10.1, SPSS Inc., IL, USA) or Student t-test analyzed data, p value less than 0.05 considered statistically significant.
3. Results
3.1. Cytotoxicity of I. indigotica extracts and related marker compounds
To test cytotoxicity, BHK-21 and HL-CZ cells were treated with both I. indigotica extract and related marker compounds at concentrations of 0.1-1000 μg/ml. Since diluted solutions of indigo and indirubin contained 0.0005% 0.005%, 0.05%, 0.5%, and 5% DMSO, cells were also treated with serial dilution of DMSO as solvent control. Cytotoxicity assay indicated extracts of I. indigotica by ethyl acetate and methanol less toxic to BHK-21 kidney cells (CC50 ≧ 100 μg/ml) than human promonocytic HL-CZ cells (CC50 = 49.02 μg/ml). In solvent controls, both cell types had maximum DMSO tolerance under 0.5%; viability of indigo- and indirubin-treated cells was gauged at concentrations of 0.1-100 μg/ml containing less than 0.5% DMSO. CC50 values of indigo and indirubin varied from 26.88 μg/ml (BHK-21 cells treated with indigo) to 57.47 μg/ml (BHK-21 cells treated with indirubin) (Table 1). Other I. indigotica related marker compounds like tryptathrin, adenosine, betulin, lupeol and 2-benzoxazolinone showed high toxicity to both cell lines (CC50 < 25 μg/ml). Compared to ethyl acetate and methanol extracts, indigo and indirubin manifested low toxicity to such cells, being available for in vitro and in vivo activity against JEV.
3.2. Inhibition of JEV yield by indigo and indirubin

To detect inhibition of virus yield in human promonocytic HL-CZ cells by I. indigotica, virus titers in cultured supernatants for JEV-infected HL-CZ cells with or without treatment were measured 24 and 48 hours post-infection, using plaque assay (Fig. 1). I. indigotica extract, indigo and indirubin showed dose-dependent inhibition of JEV replication in HL-CZ promonocytic cells, but no time-dependent inhibitory effect on JEV production in vitro. Particularly, indigo (10 μg/ml) and indirubin (10 μg/ml) showed virus yield reduced by approximately 40% after 24-h incubation.

3.3. Inhibition of JEV replication by pre-treatment of I. indigotica extracts, indigo and indirubin
To ascertain time-of-addition effect of I. indigotica on JEV replication, BHK-21 cells were pre-treated (prior to infection), simultaneously treated (at the same time as infection), or post-treated (after entry) with various concentrations of I. indigotica extracts, indigo and indirubin as well as serial dilution of DMSO (solvent control). With simultaneous treatment, both indigo and indirubin showed concentration-dependent inhibition of JEV plaques in vitro: IC50 plaque reduction values of 91.57 µg/ml for ethyl acetate extract, 78.47 µg/ml for methanol extract, 37.49 µg/ml for indigo, and 13.68 µg/ml for indirubin (Fig. 2 and Table 2). Both indigo and indirubin tallied a therapeutic index (CC50/IC50) of > 10. Meanwhile, each dilution of DMSO had no significant effect on plaque reduction (data not shown).
Both pre- and post-treatment plaque reduction assays tested antiviral effect of I. indigotica on JEV replication. In pre-treatment assay, both indigo and indirubin pre-treated before JEV adsorption showed antiviral activity similar to simultaneous treatment assay (Fig. 2 and Table 2). However, post-treatment of I. indigotica extracts, indigo and indirubin was ineffective in antiviral activity after virus entry. Results demonstrated pre-treatment of I. indigotica extracts, indigo and indirubin affects JEV replication in vitro.
3.4 Inhibition of virus attachment by indigo and indirubin
To rate inhibitory effect of I. indigotica on virus attachment, JEV mixture (120 pfu) with I. indigotica extract, indigo, indirubin or 0.5% DMSO (solvent control) was immediately incubated at 4 °C with BHK-21 cell monolayer to allow attachment alone. After virus attachment at 4 °C for 1 h, each mixture was removed and cell monolayer washed with PBS. Residual infectivity derived by plaque assay yielded IC50 values of methanol extract, indigo and indirubin below pre- and simultaneous treatment (Fig. 3, Table 2). However, 0.5% DMSO had no significant effect on virus attachment (data not shown). These results demonstrated a potent inhibitory effect of methanol extract, indigo and indirubin on JEV attachment.
3.5. Virucidal activity of indigo and indirubin
To ascertain whether I. indigotica has a virucidal action by directly interfering with virus particles, JEV was pre-incubated with both indigo and indirubin at 4 °C for 1 h and residual infectivity tested by plaque assay (Fig. 4, Table 2). Both indigo and indirubin exhibited concentration-dependent virucidal activity as well as significant inhibitory effect on residual infectivity compared to controls. Virucidal IC50 values against JEV were 65.79 µg/ml of ethyl acetate extract, 22.17 µg/ml of methanol extract, 3.03 µg/ml of indigo, and 0.47 µg/ml of indirubin. Moreover, virucidal IC50 values were below pre-, simultaneous and post-treatment as well virus attachment assay (Table 2), revealing that I. indigotica directly inactivated JEV particles, exhibiting a potently virucidal action 
3.6. Protection against lethal challenge in mice by indigo and indirubin

To investigate in vivo protective potential of I. indigotica, groups of mice were intracerebrally challenged with lethal dose of virulent JEV strain Beijing-1 and treated with extracts, indigo, indirubin, PBS or 0.5% DMSO at 2, 24, and 48 h post infection. Survival rate of the indirubin-treated group on Day 6 post-infection was 70%, starkly higher than others: e.g., indigo- (50%) and ethyl acetate extract-treated (20%) (Fig. 5). None in the methanol extract-, PBS- or DMSO-treated groups survived, indicating indirubin as superior to indigo, ethyl acetate extract better than methanol extract in mouse protection against lethal i.c. challenge with JEV.
4. Discussion
This study demonstrated I. indigotica extracts as having low cytotoxicity and concentration-dependently inhibitory effects on JEV replication in vitro: e.g., reducing virus yield, blocking virus attachment, and virucdial activity (Figs. 1-4, Tables 1-2). I. indigotica extract displays multiple anti-viral and immunomodulatory activity against foot-and-mouth disease, rabies, HIV-1, influenza A, and SARS-coronavirus [1, 5-7, 10-12, 15]. Our results indicate antiviral potential of I. indigotica against JEV.
Among related compounds, indirubin manifested potent anti-JEV activities with plaque reduction (IC50=13.68 μg/ml via simultaneous treatment), virus attachment inhibition (IC50=5.10 μg/ml) and virucidal inactivation (IC50=0.47 μg/mL) (Figs. 2-4, Table 2). Indirubin also concentration-dependently reduced virus yield in cell cultures (Fig. 1B). Indigo effectively inhibited JEV replication in vitro, reduced virus yield and attachment (Figs. 1B and 3B), showing greater virucidal activity (IC50 = 3.03 μg/mL) than I. indigotica extracts. Indirubin and indigo had a potent virucidal activity through directly inactivating virus particles, linking with a better inhibition of JEV replication by pre-treatment, and a significant reduction of virus attachment and yield in vitro. Similar anti-viral effect of indirubin against pseudorabies virus has been also reported [7]. The inconsistency in anti-JEV abilities among reducing virus yield, virus attachment and virucidal activity could be due to the possibility that cells rapidly uptakes indirubin and indigo, then metabolized them as inactive production, being supported in a prior report [16]. 
Indirubin had potent in vivo protection against intracerebral JEV challenge at lethal dose, more than indigo, ethyl acetate extract, or methanol extract (Fig. 5). Indirubin likewise regulates immunomodulatory activity on RANTES expression in influenza-infected bronchial epithelial cells [12], showing broad-spectrum antiviral activity and more effective virucidal action against JEV. In sum, I. indigotica contains potential antiviral components against JEV, etc. through virucidal actions. Among major I. indigotica components, indirubin manifests potential for antiviral activity against JEV infection, which could yield new anti-JEV agents.
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Figure Legends

Fig. 1. Inhibition of virus yield by I. indigotica extract, indigo and indirubin. HL-CZ cells were infected with JEV at a MOI of 0.5 at the same time as treatment with serial dilution of I. indigotica extracts (A), indigo and indirubin (B). Cultured supernatants in infected cells were harvested at 24 and 48 h post infection. Virus yield was performed as described in plaque assay.

Fig. 2. Plaque reduction of JEV by I. indigotica and its major components in pre-, simultaneous and post-treatment assays. Serial dilutions of ethyl acetate and methanol extracts of I. indigotica (A) and its components indigo and indirubin (B) were pre-treated before virus absorption, simultaneously with virus infection, or post-treated after virus absorption (JEV at 100 pfu/well). BHK-21 cell monolayer was incubated with virus/compound mixture at 37 °C for 1 h, then overlaid with MEM medium containing 1.1% methylcellulose. Viral plaques were stained with naphthol blue-black dye after 3 days of incubation.

Fig. 3. Inhibition of virus attachment by I. indigotica extract, indigo and indirubin. I. indigotica extracts (A), indigo and indirubin (B) were serially diluted and mixed with JEV (120 pfu), each mixture incubated 1 h with BHK-21 cell monolayers at 4 °C. Then virus/compound mixture was removed and cell monolayer washed with cold PBS. Residual infectivity was performed as described in plaque assay.

Fig. 4. Virucidal activities of I. indigotica and its major components. I. indigotica extracts (A), indigo and indirubin (B) were serially diluted and mixed with JEV. Each virus/compound mixture was incubated at 4 °C for 1 h, then added onto the BHK-21 cell monolayer at 37°C for another 1 h. The virus/compound mixture was removed from 6-well plates and cell monolayer washed with PBS. Residual infectivity was performed as described in plaque assay.
Fig. 5. Mouse protection against lethal JEV challenge by I. indigotica. Groups of 2-week-old BALB/c mice were intracerebrally infected with JEV at 1 × 105 p.f.u, then underwent three intracerebral treatments with I. indigotica extract, indigo, or indirubin (1 mg/kg of body weight) at 2, 24, and 48 h post-infection. Two additional groups were infected with JEV and received PBS or DMSO (0.05%) treatment as solvent controls. Survival rates were monitored daily.
Table 1. Cytotoxic effect of I. indigotica extracts and its marker components on BHK-21 and HL-CZ cells
	Isatis indigotica
	CC50 (μg/ml)

	
	BHK-21a
	HL-CZa

	Ethyl acetate extract
	> 100
	49.02±2.04

	Methanol extract
	> 100
	> 100

	Indigo
	86.88±3.72
	99.41±0.54

	Indirubin
	> 100
	64.89±1.08

	Tryptathrin
	4.57±0.26
	1.74±0.34

	Adenosine
	24.10±2.57
	15.38±1.05

	Betulin
	13.30±2.58
	2.10±0.78

	Lupeol
	9.53±1.32
	3.44±1.17

	2-Benzoxazolinone
	19.92±1.57
	67.33±10.2


a Measured using trypan blue staining
Table 2. Antiviral effect of I. indigotica extracts and its marker components against JEV
	Isatis indigotica
	IC50 (μg/ml) of pre-treatment
	IC50 (μg/ml) of simultaneous treatment
	IC50 (μg/ml) of post-treatment
	IC50 (μg/ml) of virus attachment
	IC50 (μg/ml) of virucidal assay

	Ethyl acetate extract
	138.81±3.71
	91.57±3.54
	> 200
	> 200
	65.79±3.54

	Methanol extract
	85.46±8.54
	78.47±3.06
	> 200
	50.57±2.12
	22.17±3.06

	Indigo
	11.79±0.10
	37.49±3.18
	> 50
	5.15±0.18
	3.03±3.18

	Indirubin
	23.50±0.89
	13.68±2.83
	> 50
	5.10±1.32
	0.47±2.83
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						Cell only			Virus only			0.1			1			10			100


						0			238			229			211			204			154


						0			254			199			209			214			181


			average			0			246			214			210			209			167.5


			sd			0			11.313708499			21.2132034356			1.4142135624			7.0710678119			19.091883092


			Infection(%)						100			86.9918699187			85.3658536585			84.9593495935			68.0894308943


			Inhibition(%)						0			13.0081300813			14.6341463415			15.0406504065			31.9105691057


			Inhibition(%) SD						4.5990684955			9.9127118858			0.6734350297			3.3832860344			11.3981391594


						IC=			196.875 ug/mL


						板藍根-Ethyl-Pre-treatment


						Cell only			Virus only			0.1			1			10			100


						0			297			214			204			181			93


						0			340			186			208			190			101


			average			0			318.5			200			206			185.5			97


			sd			0			30.405591591			19.7989898732			2.8284271247			6.3639610307			5.6568542495


			Infection(%)						100			62.7943485086			64.6781789639			58.2417582418			30.4552590267


			Inhibition(%)						0			37.2056514914			35.3218210361			41.7582417582			69.5447409733


			Inhibition(%) SD						9.5464965749			9.8994949366			1.3730228761			3.4307067551			5.8318085046


						IC=			38.89ug/mL


						板藍根-Ethyl-simultaneous-treatment


						Cell only			Virus only			0.1			1			10			100


						0			284			212			204			228			167


						0			203			184			172			190			124


			Average			0			243.5			198			188			209			145.5


			sd			0			57.2756492761			19.7989898732			22.627416998			26.8700576851			30.405591591


			infection(%)						100			81.3141683778			77.2073921971			85.8316221766			59.7535934292


			inhibition(%)						0			18.6858316222			22.7926078029			14.1683778234			40.2464065708


			inhibition(%) SD						23.5218272181			9.999489835			12.0358601053			12.8564869307			20.8973138083


						IC=			132.4ug/mL


			點模糊不清不確定的plaque


						板藍根-Ethyl-Pre-treatment


						Cell only			Virus only			0.1			1			10			100


						0			44			36			42			40			30


						0			37			40			43			36			30


			Average			0			40.5			38			42.5			38			30


			sd			0			4.9497474683			2.8284271247			0.7071067812			2.8284271247			0


			infection(%)						100			93.8271604938			104.9382716049			93.8271604938			74.0740740741


			inhibition(%)						0			6.1728395062			-4.9382716049			6.1728395062			25.9259259259


			inhibition(%) SD						12.2215986872			7.4432292756			1.6637806616			7.4432292756			0








板藍根Enthyl


			0			9.8994949366			9.8994949366


			0			1.3730228761			1.3730228761


			0			3.4307067551			3.4307067551


			0			5.8318085046			5.8318085046





板藍根_Ethyl-extract-pre-treatment


Inhibition(%)


0


0


0


0





板藍根Water


			0			9.9127118858			9.9127118858


			0			0.6734350297			0.6734350297


			0			3.3832860344			3.3832860344


			0			11.3981391594			11.3981391594





板藍根-Ethyl-extract-Post-treatment


inhibition(%)


0


0


0


0





板藍根Methyl


			0			9.999489835			9.999489835


			0			12.0358601053			12.0358601053


			0			12.8564869307			12.8564869307


			0			20.8973138083			20.8973138083





板藍根_Ethyl-extract-simultaneous-treatment


Inhibition(%)


0


0


0


0





板藍根-Indigo


			0			7.4432292756			7.4432292756


			0			1.6637806616			1.6637806616


			0			7.4432292756			7.4432292756


			0			0			0





板藍根_Ethyl-simu-treatment


Inhibition(%)


0


0


0


0





板藍根-Indirubin


			


			板藍根_Water-extract-Pre-treatment


						Cell only			Virus only			0.1			1			10			100


						0			46			39			49			50			51


						0			33			34			44			35			38


			average			0			39.5			36.5			46.5			42.5			44.5


			sd			0			9.1923881554			3.5355339059			3.5355339059			10.6066017178			9.1923881554


			Infection(%)						100			92.4050632911			117.7215189873			107.5949367089			112.6582278481


			inhibition(%)						0			7.5949367089			-17.7215189873			-7.5949367089			-12.6582278481


			inhibition(%) SD						23.2718687479			9.6863942628			7.6032987224			24.9567099242			20.6570520347


			板藍根_Water-extract-Post-treatment


						Cell only			Virus only			0.1			1			10			100


						0			71			75			75			75			50


						0			68			84			56			74			56


			average			0			69.5			79.5			65.5			74.5			53


			sd			0			2.1213203436			6.3639610307			13.4350288425			0.7071067812			4.2426406871


			Infection(%)						100			114.3884892086			94.2446043165			107.1942446043			76.2589928058


			inhibition(%)						0			-14.3884892086			5.7553956835			-7.1942446043			23.7410071942


			inhibition(%) SD						3.0522594871			8.0049824285			20.5114944161			0.949136619			8.0049824285


			板藍根_Water-extract-Simultaneous-treatment


						Cell only			Virus only			0.1			1			10			100


						0


						0


			average


			sd


			Infection(%)


			inhibition(%)


			inhibition(%) SD








板藍根-Indirubin


			0			9.6863942628			9.6863942628


			0			7.6032987224			7.6032987224


			0			24.9567099242			24.9567099242


			0			20.6570520347			20.6570520347





0


0


0


0





動物模式


			0			8.0049824285			8.0049824285


			0			20.5114944161			20.5114944161


			0			0.949136619			0.949136619


			0			8.0049824285			8.0049824285








DMSO-Time-point


			


						板藍根_Methyl-extract-simultaneous-treatment


									Cell only			Virus only			1			10			100


									0			45			40			39			0


									0			69			67			42			0


			average						0			57			53.5			40.5			0


			sd						0			16.9705627485			19.091883092			2.1213203436			0


			infection(%)									100			93.8596491228			71.0526315789			0


			inhibition(%)									0			6.1403508772			28.9473684211			0


			inhibition(%) SD									29.7729171026			35.6857627889			5.2378280088			0


						板藍根_Methyl-extract-Post-treatment


									Cell only			Virus only			1			10			100


									0			67			91			67			81


									0			70			39			45			87


			average						0			68.5			65			56			84


			sd						0			2.1213203436			36.7695526217			15.5563491861			4.2426406871


			infection(%)									100			94.8905109489			86.1538461538			150


			inhibition(%)									0			5.1094890511			13.8461538462			-50


			inhibition(%) SD									3.0968180198			56.5685424949			27.7791949752			5.0507627228


						板藍根_Methyl-extract-Post-treatment


									Cell only			Virus only			1			10			100


									0			67			91			67			81


									0			70			39			45			87


			average						0			68.5			65			56			84


			sd						0			2.1213203436			36.7695526217			15.5563491861			4.2426406871


			infection(%)									100			94.8905109489			81.7518248175			122.6277372263


			inhibition(%)									0			5.1094890511			18.2481751825			-22.6277372263


			inhibition(%) SD									3.0968180198			56.5685424949			27.7791949752			5.0507627228


			第二次


						板藍根-Methyl-Post-treatment


						Cell only			virus  only			1			10			100


						0			28			29			19			19


						0			30			32			21			16


			average			0			29			30.5			20			17.5


			sd			0			1.4142135624			2.1213203436			1.4142135624			2.1213203436


			infection						100			105.1724137931			68.9655172414			60.3448275862


			inhibition						0			-5.1724137931			31.0344827586			39.6551724138


			inhibition Sd						4.8765984909			6.9551486674			7.0710678119			12.1218305346


												IC=222ug/mL


						板藍根-Methyl-Pre-treatment


						Cell only			Virus only			1			10			100


						0			25			27			17			11


						0			28			24			22			14


			average			0			26.5			25.5			19.5			12.5


			sd			0			2.1213203436			2.1213203436			3.5355339059			2.1213203436


			infection						100			96.2264150943			73.5849056604			47.1698113208


			inhibition						0			3.7735849057			26.4150943396			52.8301886792


			inhibition Sd						8.0049824285			8.3189033081			18.1309431073			16.9705627485


												IC=94ug/mL


									Methyl萃取層只有POST與Pre-treatment的inhibition%。








DMSO-Time-point


			0			35.6857627889			35.6857627889


			0			5.2378280088			5.2378280088


			0





0


0


0





HLCZ-72hours


			0			56.5685424949			56.5685424949


			0			27.7791949752			27.7791949752


			0			5.0507627228			5.0507627228








HLCZ-48hours


			0			56.5685424949			56.5685424949


			0			27.7791949752			27.7791949752


			0			5.0507627228			5.0507627228








HLCZ-24hours


			0			6.9551486674			6.9551486674


			0			7.0710678119			7.0710678119


			0			12.1218305346			12.1218305346





POst-treatment concentratiion


0


0


0





Attachment


			0			8.3189033081			8.3189033081


			0			18.1309431073			18.1309431073


			0			16.9705627485			16.9705627485





Pre-treatment concentration





			


						Indigo-simultaneous-treatment


						Cell only			Virus only			0.1			1			10


						0			52			58			46			34


						0			59			54			44			36


			average			0			55.5			56			45			35


			sd						4.9497474683			2.8284271247			1.4142135624			1.4142135624


			infection						100			100.9009009009			81.0810810811			63.0630630631


			inhibition						0			-0.9009009009			18.9189189189			36.9369369369


			inhibition SD									5.0507627228			3.1426968053			4.0406101782


									IC=17ug/mL


						Indigo-Pre-treatment


						Cell only			Virus only			0.1			1			10


						0			52			51			43			28


						0			59			55			50			30


			average			0			55.5			53			46.5			29


			sd			0			4.9497474683			2.8284271247			4.9497474683			1.4142135624


			infection			0			100			95.4954954955			83.7837837838			52.2522522523


			inhibition			0			0			4.5045045045			16.2162162162			47.7477477477


			inhibition SD									5.3366549524			10.6446182114			4.8765984909


									IC=11.86ug/mL


						Indigo-Post-treatment


						Cell only			Virus only			0.1			1			10


						0			52			51			49			58


						0			59			59			60			51


			average			0			55.5			55			54.5			54.5


			sd						4.9497474683			5.6568542495			7.7781745931			4.9497474683


			infection									99.0990990991			98.1981981982			98.1981981982


			inhibition									0.9009009009			1.8018018018			1.8018018018


			inhibition SD									10.2851895445			14.2718799873			9.0821054464


									IC=NS








			0			5.0507627228			5.0507627228


			0			3.1426968053			3.1426968053


			0			4.0406101782			4.0406101782





0


0


0





			0			5.3366549524			5.3366549524


			0			10.6446182114			10.6446182114


			0			4.8765984909			4.8765984909





0


0


0





			0			10.2851895445			10.2851895445


			0			14.2718799873			14.2718799873


			0			9.0821054464			9.0821054464





0


0


0





			


						Indirubin-simultaneous-treatment


						Cell only			Virus only			0.1			1			10


						0			52			49			40			33


						0			59			45			39			36


			average						55.5			47			39.5			34.5


			sd						4.9497474683			2.8284271247			0.7071067812			2.1213203436


			infection									84.6846846847			71.1711711712			62.1621621622


			inhibition									15.3153153153			28.8288288288			37.8378378378


			inhibition SD									6.0179300527			1.7901437498			6.148754619


															IC=22.2ug/mL


						Indirubin-Pre-treatment


						Cell only			Virus only			0.1			1			10


						0			63			48			49			39


						0			67			47			41			36


			average			0			65			47.5			45			37.5


			sd			0			2.8284271247			0.7071067812			5.6568542495			2.1213203436


			infection			0			100			73.0769230769			69.2307692308			57.6923076923


			inhibition						0			26.9230769231			30.7692307692			42.3076923077


			inhibition SD						4.3514263458			1.4886458551			12.5707872211			5.6568542495


															IC=23.5ug/mL


						Indirubin-Post-treatment


						Cell only			Virus only			0.1			1			10


						0			63			60			50			49


						0			67			56			58			43


			average			0			65			58			54			46


			sd			0			2.8284271247			2.8284271247			5.6568542495			4.2426406871


			infection			0			100			89.2307692308			83.0769230769			70.7692307692


			inhibition						0			10.7692307692			16.9230769231			29.2307692308


			inhibition SD						4.3514263458			4.8765984909			10.4756560176			9.2231319285


															IC=23.46ug/mL


									以上所有IC50計算，因為都不到IC50濃度


									所以使用ID50軟體會亂跳


									因此使用內差法先免算出線性。








			0			6.0179300527			6.0179300527


			0			1.7901437498			1.7901437498


			0			6.148754619			6.148754619





0


0


0





			0			1.4886458551			1.4886458551


			0			12.5707872211			12.5707872211


			0			5.6568542495			5.6568542495





0


0


0





			0			4.8765984909			4.8765984909


			0			10.4756560176			10.4756560176


			0			9.2231319285			9.2231319285





0


0


0





			


			首日			10"月"4"日"			sucking mouse 腦部注射


						病毒titer= 2*10^5


						藥物濃度


						板藍根-Methyl-extract									1mg/kg


						板藍根-Ethyl-exeract									1mg/kg


						Indigo									1mg/kg


						Indirubin									1mg/kg


			存活百分比																					隻數


						天數\給藥			PBS			Mehyl			Ethyl			Indigo			Indirubin			天數\給藥			PBS			Mehyl			Ethyl			Indigo			Indirubin


			10"月"1"日"			0			100%			100%			100%			100%			100%			0			(6/6)			(4/4)			(4/4)			(4/4)			(4/4)


			10"月"2"日"			1			100%			100%			100%			100%			100%			1			(6/6)			(4/4)			(4/4)			(4/4)			(4/4)


			10"月"3"日"			2			100%			100%			100%			100%			100%			2			(6/6)			(4/4)			(4/4)			(4/4)			(4/4)


			10"月"4"日"			3			100%			75%			100%			100%			100%			3			(6/6)			(3/4)			(4/4)			(4/4)			(4/4)


			10"月"5"日"			4			0.00%			50%			50%			75%			75%			4			(0/6)			(2/4)			(2/4)			(3/4)			(3/4)


			10"月"6"日"			5			0.00%			0%			25%			50%			75%			5			(0/6)			(0/4)			(1/4)			(2/4)			(3/4)


						6																		6


						7																		7








			0			0			0			0			0


			0			0			0			0			0


			0			0			0			0			0


			0			0			0			0			0


			0			0			0			0			0


			0			0			0			0			0





JEV infection day


Death percentage


0


0


0


0


0


0


0


0


0


0


0


0


0


0


0


0


0


0


0


0


0


0


0


0


0


0


0


0


0


0





			


			DMSO濃度測試						Time-point plaque assay


			DMSO-POST-treatment


						Cell only			Virus only			0.1			1			10


						0			130			121			128			130


						0			140			105			135			115


									129


									121


			Average						130			113			131.5			122.5


			sd						7.7888809637			11.313708499			4.9497474683			10.6066017178


			infection									86.9230769231			101.1538461538			94.2307692308


			inhibition									13.0769230769			-1.1538461538			5.7692307692


			inhibition SD									10.012131415			3.7640665158			8.6584503819


			DMSO-simultaneous-tretment


						Cell only			Virus only			0.1			1			10


						0			130			129			164			124


						0			140			139			95			127


									129


									121


			Average			0			130			134			129.5			125.5


			sd			0			7.7888809637			7.0710678119			48.7903679019			2.1213203436


			infection						100			103.0769230769			99.6153846154			96.5384615385


			inhibition									-3.0769230769			0.3846153846			3.4615384615


			inhibition SD									5.2769162775			37.6759597698			1.6902950945


			DMSO-Pre-treatment


						Cell only			Virus only			0.1			1			10


						0			130			122			99			97


						0			140			136			133			127


									129


									121


			Average			0			130			129			116			112


			sd			0			7.7888809637			9.8994949366			24.0416305603			21.2132034356


			infection						100			99.2307692308			89.2307692308			86.1538461538


			inhibition						0			0.7692307692			10.7692307692			13.8461538462


			inhibition SD						5.9914468952			7.6740270826			20.7255435865			18.9403602104








			0			10.012131415			10.012131415


			0			3.7640665158			3.7640665158


			0			8.6584503819			8.6584503819





0


0


0





			0			7.6740270826			7.6740270826


			0			20.7255435865			20.7255435865


			0			18.9403602104			18.9403602104





0


0


0





			0			7.6740270826			7.6740270826


			0			20.7255435865			20.7255435865


			0			18.9403602104			18.9403602104





0


0


0





						單位			ug/mL


									Ethyl									Methyl									Indirbin									Indigo									DMSO


			Cell			PBS			E1			E10			E100			M1			M10			M100			IN0.1			IN1			IN10			IG0.1			IG1			IG10			DMSO0.1			DMSO1			DMSO10


			0						52			54			44			53			47			49			50			40			43			40			40			33			53			49			41


			0			44			54			50			42			49			42			50			56			45			45			43			41			29			58			50			51


						48


						47


			average			46.3333333333			53			52			43			51			44.5			49.5			53			42.5			44			41.5			40.5			31			55.5			49.5			46


			sd			2.0816659995			1.4142135624			2.8284271247			1.4142135624			2.8284271247			3.5355339059			0.7071067812			4.2426406871			3.5355339059			1.4142135624			2.1213203436			0.7071067812			2.8284271247			3.5355339059			0.7071067812			7.0710678119


			infection %						114.3884892086			112.2302158273			92.8057553957			110.071942446			96.0431654676			106.8345323741			114.3884892086			91.726618705			94.964028777			89.5683453237			87.4100719424			66.9064748201			119.7841726619			106.8345323741			99.2805755396


			Inhibition %						-14.3884892086			-12.2302158273			7.1942446043			-10.071942446			3.9568345324			-6.8345323741			-14.3884892086			8.273381295			5.035971223			10.4316546763			12.5899280576			33.0935251799			-19.7841726619			-6.8345323741			0.7194244604


			Inhibition SD						2.6683274762			5.4392829322			3.2888687497			5.5459355387			7.9450200133			1.4284985479			8.0049824285			8.3189033081			3.2141217327			5.1116152857			1.7459426696			9.1239584669			6.370331362			1.4284985479			15.3718865475


									72小時已無明顯差異


									48,24小時Data我會replay,上清都還夠,這次2.5天Plaque assay辨識不良,我想要再多做一次,沒甚麼信心.








			E1			2.6683274762			2.6683274762


			E10			5.4392829322			5.4392829322


			E100			3.2888687497			3.2888687497


			M1			5.5459355387			5.5459355387


			M10			7.9450200133			7.9450200133


			M100			1.4284985479			1.4284985479


			IN0.1			8.0049824285			8.0049824285


			IN1			8.3189033081			8.3189033081


			IN10			3.2141217327			3.2141217327


			IG0.1			5.1116152857			5.1116152857


			IG1			1.7459426696			1.7459426696


			IG10			9.1239584669			9.1239584669


			DMSO0.1			6.370331362			6.370331362


			DMSO1			1.4284985479			1.4284985479


			DMSO10			15.3718865475			15.3718865475





Drug concentration


Inhibition(%)


-14.3884892086


-12.2302158273


7.1942446043


-10.071942446


3.9568345324


-6.8345323741


-14.3884892086


8.273381295


5.035971223


10.4316546763


12.5899280576


33.0935251799


-19.7841726619


-6.8345323741


0.7194244604





						單位			ug/mL


									Ethyl									Methyl									Indirbin									Indigo									DMSO


			Cell			PBS			E1			E10			E100			M1			M10			M100			IN0.1			IN1			IN10			IG0.1			IG1			IG10			DMSO0.1			DMSO1			DMSO10


			0			20			17			13			14			19			16			14			16			21			14			18			19			14			16			14			15


			0			22			19			19			11			18			15			11			15			18			11			16			15			15			14			15			16


			average			21			18			16			12.5			18.5			15.5			12.5			15.5			19.5			12.5			17			17			14.5			15			14.5			15.5


			sd			1.4142135624			1.4142135624			4.2426406871			2.1213203436			0.7071067812			0.7071067812			2.1213203436			0.7071067812			2.1213203436			2.1213203436			1.4142135624			2.8284271247			0.7071067812			1.4142135624			0.7071067812			0.7071067812


			infection			100			85.7142857143			76.1904761905			59.5238095238			88.0952380952			73.8095238095			59.5238095238			73.8095238095			92.8571428571			59.5238095238			80.9523809524			80.9523809524			69.0476190476			71.4285714286			69.0476190476			73.8095238095


			inhibition						14.2857142857			23.8095238095			40.4761904762			11.9047619048			26.1904761905			40.4761904762			26.1904761905			7.1428571429			40.4761904762			19.0476190476			19.0476190476			30.9523809524			28.5714285714			30.9523809524			26.1904761905


			inhibition SD						7.8567420132			26.5165042945			16.9705627485			3.8221988172			4.5619792335			16.9705627485			4.5619792335			10.8785658644			16.9705627485			8.3189033081			16.6378066162			4.8765984909			9.4280904158			4.8765984909			4.5619792335


						48小時較為明顯  這邊Data我比較有信心一點








			E1			7.8567420132			7.8567420132


			E10			26.5165042945			26.5165042945


			E100			16.9705627485			16.9705627485


			M1			3.8221988172			3.8221988172


			M10			4.5619792335			4.5619792335


			M100			16.9705627485			16.9705627485


			IN0.1			4.5619792335			4.5619792335


			IN1			10.8785658644			10.8785658644


			IN10			16.9705627485			16.9705627485


			IG0.1			8.3189033081			8.3189033081


			IG1			16.6378066162			16.6378066162


			IG10			4.8765984909			4.8765984909


			DMSO0.1			9.4280904158			9.4280904158


			DMSO1			4.8765984909			4.8765984909


			DMSO10			4.5619792335			4.5619792335





14.2857142857


23.8095238095


40.4761904762


11.9047619048


26.1904761905


40.4761904762


26.1904761905


7.1428571429


40.4761904762


19.0476190476


19.0476190476


30.9523809524


28.5714285714


30.9523809524


26.1904761905





									單位			ug/mL


												Ethyl									Methyl									Indirbin									Indigo									DMSO


						cell			PBS			E1			E10			E100			M1			M10			M100			IN0.1			IN1			IN10			IG0.1			IG1			IG10			DMSO0.1			DMSO1			DMSO10


						0			25			24			23			13			23			23			18			26			24			18			25			21			10			24			20			23


						0			29			19			17			16			28			25			21			25			25			13			22			14			11			21			21			26


			average						27			21.5			20			14.5			25.5			24			19.5			25.5			24.5			15.5			23.5			17.5			10.5			22.5			20.5			24.5


			sd						2.8284271247			3.5355339059			4.2426406871			2.1213203436			3.5355339059			1.4142135624			2.1213203436			0.7071067812			0.7071067812			3.5355339059			2.1213203436			4.9497474683			0.7071067812			2.1213203436			0.7071067812			2.1213203436


			infection									79.6296296296			74.0740740741			53.7037037037			94.4444444444			88.8888888889			72.2222222222			94.4444444444			90.7407407407			57.4074074074			87.037037037			64.8148148148			38.8888888889			83.3333333333			75.9259259259			90.7407407407


			inhibition									20.3703703704			25.9259259259			46.2962962963			5.5555555556			11.1111111111			27.7777777778			5.5555555556			9.2592592593			42.5925925926			12.962962963			35.1851851852			61.1111111111			16.6666666667			24.0740740741			9.2592592593


			inhibition SD									16.4443437485			21.2132034356			14.6297954728			13.8648388468			5.8925565099			10.8785658644			2.7729677694			2.8861501273			22.8098961673			9.026895079			28.2842712475			6.734350297			9.4280904158			3.4493013716			8.6584503819


															24小時Data的部分,我覺得可以參考但是我沒甚麼信心啊~老師








			E1			16.4443437485			16.4443437485


			E10			21.2132034356			21.2132034356


			E100			14.6297954728			14.6297954728


			M1			13.8648388468			13.8648388468


			M10			5.8925565099			5.8925565099


			M100			10.8785658644			10.8785658644


			IN0.1			2.7729677694			2.7729677694


			IN1			2.8861501273			2.8861501273


			IN10			22.8098961673			22.8098961673


			IG0.1			9.026895079			9.026895079


			IG1			28.2842712475			28.2842712475


			IG10			6.734350297			6.734350297


			DMSO0.1			9.4280904158			9.4280904158


			DMSO1			3.4493013716			3.4493013716


			DMSO10			8.6584503819			8.6584503819





20.3703703704


25.9259259259


46.2962962963


5.5555555556


11.1111111111


27.7777777778


5.5555555556


9.2592592593


42.5925925926


12.962962963


35.1851851852


61.1111111111


16.6666666667


24.0740740741


9.2592592593





			


						Cell			Virus			E1			E10			E100			M1			M10			M100			IN0.1			IN1			IN10			IG0.1			IG1			IG10


						0			33			25			30			21			32			28			13			17			22			12			26			21			16


						0			31			34			26			22			28			22			11			34			14			19			22			19			13


			average			0			32			29.5			28			21.5			30			25			12			25.5			18			15.5			24			20			14.5


			sd			0			1.4142135624			6.3639610307			2.8284271247			0.7071067812			2.8284271247			4.2426406871			1.4142135624			12.0208152802			5.6568542495			4.9497474683			2.8284271247			1.4142135624			2.1213203436


			Infection									92.1875			87.5			67.1875			93.75			78.125			37.5			79.6875			56.25			48.4375			75			62.5			45.3125


			Inhibition									7.8125			12.5			32.8125			6.25			21.875			62.5			20.3125			43.75			51.5625			25			37.5			54.6875


			Inhibition SD									21.5727492565			9.5878885585			2.3969721396			9.5878885585			14.3818328377			4.7939442792			40.7485263735			19.1757771169			16.7788049773			9.5878885585			4.7939442792			7.1909164188


																																																																																				0.1 μg/ml


																																																																																				1 μg/ml


																																																																																				10 μg/ml


									我不喜歡這份Data…因為很像有用,很像而已,先用然後我再補一兩次看看,老師我覺得4度C要作用久一點,可以改成2hours或者3hours嗎?


												EA			M																											20.3125			25						4			2.8


									0			0			0																											43.75			37.5						1.9			4.7


									1			7.8125			6.25						6.3			2.82																		51.5625			54.6875						1.6			7.1


									10			12.5			21.875						2.82			4.2


									100			32.8			62.5						0.71			4.7


																																													1 μg/ml																																	Indirubin			Indigo


																																													10 μg/ml


																																													100 μg/ml


																																							Ethyl acetate extract


																																							Methanol extract








			0			21.5727492565			21.5727492565


			0			9.5878885585			9.5878885585


			0			2.3969721396			2.3969721396


			0			9.5878885585			9.5878885585


			0			14.3818328377			14.3818328377


			0			4.7939442792			4.7939442792


			0			40.7485263735			40.7485263735


			0			19.1757771169			19.1757771169


			0			16.7788049773			16.7788049773


			0			9.5878885585			9.5878885585


			0			4.7939442792			4.7939442792


			0			7.1909164188			7.1909164188





Drug concentration(ug/mL)


INhibition (%)





			0			0			0			6.3			6.3			2.82			2.82			0.71			0.71


			0			0			0			2.82			2.82			4.2			4.2			4.7			4.7





1 μg/ml


10 μg/ml


100 μg/ml


Attachment inhibition (%)





			0			0			0			4			4			1.9			1.9			1.6			1.6


			0			0			0			2.8			2.8			4.7			4.7			7.1			7.1
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Attachment inhibition (%)
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Chart1


			0			0			0			0			0			0


			1			1			1.2			1.2			1.2			1.2


			10			10			2.3			2.3			2.6			2.6


			100			100			4.3			4.3			1.5			1.5





Ethyl acetate extract


Methanol extract


Concentration (µg/ml)


Virucidal activity (%)


0


0


26.35


22.42


32.49


45.26


54.58


62.9





Sheet1


			


												0						0			0			0			0			0			0			0			0


												1						26.35			1.2			22.42			1.2			27.81			1.9			30.65			1.36


												10						32.49			2.3			45.26			2.6			35.48			2.5			62.24			1.12


												100						54.58			4.3			62.9			1.5			61.94			0.9			78.71			4.3








Sheet1


			0			0			0			0			0			0			0			0			0			0			0			0


			0			0			0			0			1.2			1.2			1.2			1.2			1.9			1.9			1.36			1.36


			0			0			0			0			2.3			2.3			2.6			2.6			2.5			2.5			1.12			1.12


			0			0			0			0			4.3			4.3			1.5			1.5			0.9			0.9			4.3			4.3
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Chart3


			0			0			0			0			0			0


			0.1			0.1			0.1			0.1			0.1			0.1


			0.2			0.2			0.2			0.2			0.2			0.2


			0.3			0.3			0.3			0.3			0.3			0.3


			0.4			0.4			0.4			0.4			0.4			0.4


			0.5			0.5			0.5			0.5			0.5			0.5


			0.6			0.6			0.6			0.6			0.6			0.6


			0.7			0.7			0.7			0.7			0.7			0.7


			0.8			0.8			0.8			0.8			0.8			0.8


			0.9			0.9			0.9			0.9			0.9			0.9


			1			1			1			1			1			1


			1.1			1.1			1.1			1.1			1.1			1.1


			1.2			1.2			1.2			1.2			1.2			1.2


			1.3			1.3			1.3			1.3			1.3			1.3


			1.4			1.4			1.4			1.4			1.4			1.4


			1.5			1.5			1.5			1.5			1.5			1.5


			1.6			1.6			1.6			1.6			1.6			1.6


			1.7			1.7			1.7			1.7			1.7			1.7


			1.8			1.8			1.8			1.8			1.8			1.8


			1.9			1.9			1.9			1.9			1.9			1.9


			2			2			2			2			2			2


			2.1			2.1			2.1			2.1			2.1			2.1


			2.2			2.2			2.2			2.2			2.2			2.2


			2.3			2.3			2.3			2.3			2.3			2.3


			2.4			2.4			2.4			2.4			2.4			2.4


			2.5			2.5			2.5			2.5			2.5			2.5


			2.6			2.6			2.6			2.6			2.6			2.6


			2.7			2.7			2.7			2.7			2.7			2.7


			2.8			2.8			2.8			2.8			2.8			2.8


			2.9			2.9			2.9			2.9			2.9			2.9


			3			3			3			3			3			3


			3.1			3.1			3.1			3.1			3.1			3.1


			3.2			3.2			3.2			3.2			3.2			3.2


			3.3			3.3			3.3			3.3			3.3			3.3


			3.4			3.4			3.4			3.4			3.4			3.4


			3.5			3.5			3.5			3.5			3.5			3.5


			3.6			3.6			3.6			3.6			3.6			3.6


			3.7			3.7			3.7			3.7			3.7			3.7


			3.8			3.8			3.8			3.8			3.8			3.8


			3.9			3.9			3.9			3.9			3.9			3.9


			4			4			4			4			4			4


			4.1			4.1			4.1			4.1			4.1			4.1


			4.2			4.2			4.2			4.2			4.2			4.2


			4.3			4.3			4.3			4.3			4.3			4.3


			4.4			4.4			4.4			4.4			4.4			4.4


			4.5			4.5			4.5			4.5			4.5			4.5


			4.6			4.6			4.6			4.6			4.6			4.6


			4.7			4.7			4.7			4.7			4.7			4.7


			4.8			4.8			4.8			4.8			4.8			4.8


			4.9			4.9			4.9			4.9			4.9			4.9


			5			5			5			5			5			5


			5.1			5.1			5.1			5.1			5.1			5.1


			5.2			5.2			5.2			5.2			5.2			5.2


			5.3			5.3			5.3			5.3			5.3			5.3


			5.4			5.4			5.4			5.4			5.4			5.4


			5.5			5.5			5.5			5.5			5.5			5.5


			5.6			5.6			5.6			5.6			5.6			5.6


			5.7			5.7			5.7			5.7			5.7			5.7


			5.8			5.8			5.8			5.8			5.8			5.8


			5.9			5.9			5.9			5.9			5.9			5.9


			6			6			6			6			6			6
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100


100


100


100


100


100


100


100


100


100


100


100


100


100


100


100


100


100


100


100


100


100
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板藍根Enthyl


			


						板藍根-Ethyl-Post-treatment


						Cell only			Virus only			0.1			1			10			100


						0			238			229			211			204			154


						0			254			199			209			214			181


			average			0			246			214			210			209			167.5


			sd			0			11.313708499			21.2132034356			1.4142135624			7.0710678119			19.091883092


			Infection(%)						100			86.9918699187			85.3658536585			84.9593495935			68.0894308943


			Inhibition(%)						0			13.0081300813			14.6341463415			15.0406504065			31.9105691057


			Inhibition(%) SD						4.5990684955			9.9127118858			0.6734350297			3.3832860344			11.3981391594


						IC=			196.875 ug/mL


						板藍根-Ethyl-Pre-treatment


						Cell only			Virus only			0.1			1			10			100


						0			297			214			204			181			93


						0			340			186			208			190			101


			average			0			318.5			200			206			185.5			97


			sd			0			30.405591591			19.7989898732			2.8284271247			6.3639610307			5.6568542495


			Infection(%)						100			62.7943485086			64.6781789639			58.2417582418			30.4552590267


			Inhibition(%)						0			37.2056514914			35.3218210361			41.7582417582			69.5447409733


			Inhibition(%) SD						9.5464965749			9.8994949366			1.3730228761			3.4307067551			5.8318085046


						IC=			38.89ug/mL


						板藍根-Ethyl-simultaneous-treatment


						Cell only			Virus only			0.1			1			10			100


						0			284			212			204			228			167


						0			203			184			172			190			124


			Average			0			243.5			198			188			209			145.5


			sd			0			57.2756492761			19.7989898732			22.627416998			26.8700576851			30.405591591


			infection(%)						100			81.3141683778			77.2073921971			85.8316221766			59.7535934292


			inhibition(%)						0			18.6858316222			22.7926078029			14.1683778234			40.2464065708


			inhibition(%) SD						23.5218272181			9.999489835			12.0358601053			12.8564869307			20.8973138083


						IC=			132.4ug/mL


			點模糊不清不確定的plaque


						板藍根-Ethyl-Pre-treatment


						Cell only			Virus only			0.1			1			10			100


						0			44			36			42			40			30


						0			37			40			43			36			30


			Average			0			40.5			38			42.5			38			30


			sd			0			4.9497474683			2.8284271247			0.7071067812			2.8284271247			0


			infection(%)						100			93.8271604938			104.9382716049			93.8271604938			74.0740740741


			inhibition(%)						0			6.1728395062			-4.9382716049			6.1728395062			25.9259259259


			inhibition(%) SD						12.2215986872			7.4432292756			1.6637806616			7.4432292756			0








板藍根Enthyl


			0.1			9.8994949366			9.8994949366


			1			1.3730228761			1.3730228761


			10			3.4307067551			3.4307067551


			100			5.8318085046			5.8318085046





板藍根_Ethyl-extract-pre-treatment


Inhibition(%)


37.2056514914


35.3218210361


41.7582417582


69.5447409733





板藍根Water


			0.1			9.9127118858			9.9127118858


			1			0.6734350297			0.6734350297


			10			3.3832860344			3.3832860344


			100			11.3981391594			11.3981391594





板藍根-Ethyl-extract-Post-treatment


inhibition(%)


13.0081300813


14.6341463415


15.0406504065


31.9105691057





板藍根Methyl


			0.1			9.999489835			9.999489835


			1			12.0358601053			12.0358601053


			10			12.8564869307			12.8564869307


			100			20.8973138083			20.8973138083





板藍根_Ethyl-extract-simultaneous-treatment


Inhibition(%)


18.6858316222


22.7926078029


14.1683778234


40.2464065708





板藍根-Indigo


			0			7.4432292756			7.4432292756


			0			1.6637806616			1.6637806616


			0			7.4432292756			7.4432292756


			0			0			0





板藍根_Ethyl-simu-treatment


Inhibition(%)


0


0


0


0





板藍根-Indirubin


			


			板藍根_Water-extract-Pre-treatment


						Cell only			Virus only			0.1			1			10			100


						0			46			39			49			50			51


						0			33			34			44			35			38


			average			0			39.5			36.5			46.5			42.5			44.5


			sd			0			9.1923881554			3.5355339059			3.5355339059			10.6066017178			9.1923881554


			Infection(%)						100			92.4050632911			117.7215189873			107.5949367089			112.6582278481


			inhibition(%)						0			7.5949367089			-17.7215189873			-7.5949367089			-12.6582278481


			inhibition(%) SD						23.2718687479			9.6863942628			7.6032987224			24.9567099242			20.6570520347


			板藍根_Water-extract-Post-treatment


						Cell only			Virus only			0.1			1			10			100


						0			71			75			75			75			50


						0			68			84			56			74			56


			average			0			69.5			79.5			65.5			74.5			53


			sd			0			2.1213203436			6.3639610307			13.4350288425			0.7071067812			4.2426406871


			Infection(%)						100			114.3884892086			94.2446043165			107.1942446043			76.2589928058


			inhibition(%)						0			-14.3884892086			5.7553956835			-7.1942446043			23.7410071942


			inhibition(%) SD						3.0522594871			8.0049824285			20.5114944161			0.949136619			8.0049824285


			板藍根_Water-extract-Simultaneous-treatment


						Cell only			Virus only			0.1			1			10			100


						0


						0


			average


			sd


			Infection(%)


			inhibition(%)


			inhibition(%) SD








板藍根-Indirubin


			0			9.6863942628			9.6863942628


			0			7.6032987224			7.6032987224


			0			24.9567099242			24.9567099242


			0			20.6570520347			20.6570520347





0


0


0


0





動物模式


			0			8.0049824285			8.0049824285


			0			20.5114944161			20.5114944161


			0			0.949136619			0.949136619


			0			8.0049824285			8.0049824285








			


						板藍根_Methyl-extract-simultaneous-treatment


									Cell only			Virus only			1			10			100


									0			45			40			39			0


									0			69			67			42			0


			average						0			57			53.5			40.5			0


			sd						0			16.9705627485			19.091883092			2.1213203436			0


			infection(%)									100			93.8596491228			71.0526315789			0


			inhibition(%)									0			6.1403508772			28.9473684211			0


			inhibition(%) SD									29.7729171026			35.6857627889			5.2378280088			0


						板藍根_Methyl-extract-Post-treatment


									Cell only			Virus only			1			10			100


									0			67			91			67			81


									0			70			39			45			87


			average						0			68.5			65			56			84


			sd						0			2.1213203436			36.7695526217			15.5563491861			4.2426406871


			infection(%)									100			94.8905109489			86.1538461538			150


			inhibition(%)									0			5.1094890511			13.8461538462			-50


			inhibition(%) SD									3.0968180198			56.5685424949			27.7791949752			5.0507627228


						板藍根_Methyl-extract-Post-treatment


									Cell only			Virus only			1			10			100


									0			67			91			67			81


									0			70			39			45			87


			average						0			68.5			65			56			84


			sd						0			2.1213203436			36.7695526217			15.5563491861			4.2426406871


			infection(%)									100			94.8905109489			81.7518248175			122.6277372263


			inhibition(%)									0			5.1094890511			18.2481751825			-22.6277372263


			inhibition(%) SD									3.0968180198			56.5685424949			27.7791949752			5.0507627228


			第二次


						板藍根-Methyl-Post-treatment


						Cell only			virus  only			1			10			100


						0			28			29			19			19


						0			30			32			21			16


			average			0			29			30.5			20			17.5


			sd			0			1.4142135624			2.1213203436			1.4142135624			2.1213203436


			infection						100			105.1724137931			68.9655172414			60.3448275862


			inhibition						0			-5.1724137931			31.0344827586			39.6551724138


			inhibition Sd						4.8765984909			6.9551486674			7.0710678119			12.1218305346


												IC=222ug/mL


						板藍根-Methyl-Pre-treatment


						Cell only			Virus only			1			10			100


						0			25			27			17			11


						0			28			24			22			14


			average			0			26.5			25.5			19.5			12.5


			sd			0			2.1213203436			2.1213203436			3.5355339059			2.1213203436


			infection						100			96.2264150943			73.5849056604			47.1698113208


			inhibition						0			3.7735849057			26.4150943396			52.8301886792


			inhibition Sd						8.0049824285			8.3189033081			18.1309431073			16.9705627485


												IC=94ug/mL


									Methyl萃取層只有POST與Pre-treatment的inhibition%。








			0			35.6857627889			35.6857627889


			0			5.2378280088			5.2378280088


			0





0


0


0





			0			56.5685424949			56.5685424949


			0			27.7791949752			27.7791949752


			0			5.0507627228			5.0507627228








			0			56.5685424949			56.5685424949


			0			27.7791949752			27.7791949752


			0			5.0507627228			5.0507627228








			0			6.9551486674			6.9551486674


			0			7.0710678119			7.0710678119


			0			12.1218305346			12.1218305346





POst-treatment concentratiion


0


0


0





			0			8.3189033081			8.3189033081


			0			18.1309431073			18.1309431073


			0			16.9705627485			16.9705627485





Pre-treatment concentration





			


						Indigo-simultaneous-treatment


						Cell only			Virus only			0.1			1			10


						0			52			58			46			34


						0			59			54			44			36


			average			0			55.5			56			45			35


			sd						4.9497474683			2.8284271247			1.4142135624			1.4142135624


			infection						100			100.9009009009			81.0810810811			63.0630630631


			inhibition						0			-0.9009009009			18.9189189189			36.9369369369


			inhibition SD									5.0507627228			3.1426968053			4.0406101782


									IC=17ug/mL


						Indigo-Pre-treatment


						Cell only			Virus only			0.1			1			10


						0			52			51			43			28


						0			59			55			50			30


			average			0			55.5			53			46.5			29


			sd			0			4.9497474683			2.8284271247			4.9497474683			1.4142135624


			infection			0			100			95.4954954955			83.7837837838			52.2522522523


			inhibition			0			0			4.5045045045			16.2162162162			47.7477477477


			inhibition SD									5.3366549524			10.6446182114			4.8765984909


									IC=11.86ug/mL


						Indigo-Post-treatment


						Cell only			Virus only			0.1			1			10


						0			52			51			49			58


						0			59			59			60			51


			average			0			55.5			55			54.5			54.5


			sd						4.9497474683			5.6568542495			7.7781745931			4.9497474683


			infection									99.0990990991			98.1981981982			98.1981981982


			inhibition									0.9009009009			1.8018018018			1.8018018018


			inhibition SD									10.2851895445			14.2718799873			9.0821054464


									IC=NS








			0			5.0507627228			5.0507627228


			0			3.1426968053			3.1426968053


			0			4.0406101782			4.0406101782





0


0


0





			0			5.3366549524			5.3366549524


			0			10.6446182114			10.6446182114


			0			4.8765984909			4.8765984909





0


0


0





			0			10.2851895445			10.2851895445


			0			14.2718799873			14.2718799873


			0			9.0821054464			9.0821054464





0


0


0





			


						Indirubin-simultaneous-treatment


						Cell only			Virus only			0.1			1			10


						0			52			49			40			33


						0			59			45			39			36


			average						55.5			47			39.5			34.5


			sd						4.9497474683			2.8284271247			0.7071067812			2.1213203436


			infection									84.6846846847			71.1711711712			62.1621621622


			inhibition									15.3153153153			28.8288288288			37.8378378378


			inhibition SD									6.0179300527			1.7901437498			6.148754619


															IC=22.2ug/mL


						Indirubin-Pre-treatment


						Cell only			Virus only			0.1			1			10


						0			63			48			49			39


						0			67			47			41			36


			average			0			65			47.5			45			37.5


			sd			0			2.8284271247			0.7071067812			5.6568542495			2.1213203436


			infection			0			100			73.0769230769			69.2307692308			57.6923076923


			inhibition						0			26.9230769231			30.7692307692			42.3076923077


			inhibition SD						4.3514263458			1.4886458551			12.5707872211			5.6568542495


															IC=23.5ug/mL


						Indirubin-Post-treatment


						Cell only			Virus only			0.1			1			10


						0			63			60			50			49


						0			67			56			58			43


			average			0			65			58			54			46


			sd			0			2.8284271247			2.8284271247			5.6568542495			4.2426406871


			infection			0			100			89.2307692308			83.0769230769			70.7692307692


			inhibition						0			10.7692307692			16.9230769231			29.2307692308


			inhibition SD						4.3514263458			4.8765984909			10.4756560176			9.2231319285


															IC=23.46ug/mL


									以上所有IC50計算，因為都不到IC50濃度


									所以使用ID50軟體會亂跳


									因此使用內差法先免算出線性。








			0.1			6.0179300527			6.0179300527


			1			1.7901437498			1.7901437498


			10			6.148754619			6.148754619





15.3153153153


28.8288288288


37.8378378378





			0.1			1.4886458551			1.4886458551


			1			12.5707872211			12.5707872211


			10			5.6568542495			5.6568542495





26.9230769231


30.7692307692


42.3076923077





			0.1			4.8765984909			4.8765984909


			1			10.4756560176			10.4756560176


			10			9.2231319285			9.2231319285





10.7692307692


16.9230769231


29.2307692308





			


			首日			10"月"4"日"			sucking mouse 腦部注射


						病毒titer= 2*10^5


						藥物濃度


						板藍根-Methyl-extract									1mg/kg


						板藍根-Ethyl-exeract									1mg/kg


						Indigo									1mg/kg


						Indirubin									1mg/kg


			存活百分比																					隻數


						天數\給藥			PBS			Mehyl			Ethyl			Indigo			Indirubin			天數\給藥			PBS			Mehyl			Ethyl			Indigo			Indirubin


			10"月"1"日"			0			100%			100%			100%			100%			100%			0			(6/6)			(4/4)			(4/4)			(4/4)			(4/4)


			10"月"2"日"			1			100%			100%			100%			100%			100%			1			(6/6)			(4/4)			(4/4)			(4/4)			(4/4)


			10"月"3"日"			2			100%			100%			100%			100%			100%			2			(6/6)			(4/4)			(4/4)			(4/4)			(4/4)


			10"月"4"日"			3			100%			75%			100%			100%			100%			3			(6/6)			(3/4)			(4/4)			(4/4)			(4/4)


			10"月"5"日"			4			0.00%			50%			50%			75%			75%			4			(0/6)			(2/4)			(2/4)			(3/4)			(3/4)


			10"月"6"日"			5			0.00%			0%			25%			50%			75%			5			(0/6)			(0/4)			(1/4)			(2/4)			(3/4)


						6																		6


						7																		7


																																							PBS			DMSO (0.5%)			Methanol extract			Ethyl acetate extract			Indigo			Indirubin
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			inhibition(%)									0			5.1094890511			18.2481751825			-22.6277372263


			inhibition(%) SD									3.0968180198			56.5685424949			27.7791949752			5.0507627228


			第二次


						板藍根-Methyl-Post-treatment


						Cell only			virus  only			1			10			100


						0			28			29			19			19


						0			30			32			21			16


			average			0			29			30.5			20			17.5


			sd			0			1.4142135624			2.1213203436			1.4142135624			2.1213203436


			infection						100			105.1724137931			68.9655172414			60.3448275862


			inhibition						0			-5.1724137931			31.0344827586			39.6551724138


			inhibition Sd						4.8765984909			6.9551486674			7.0710678119			12.1218305346


												IC=222ug/mL


						板藍根-Methyl-Pre-treatment


						Cell only			Virus only			1			10			100


						0			25			27			17			11


						0			28			24			22			14


			average			0			26.5			25.5			19.5			12.5


			sd			0			2.1213203436			2.1213203436			3.5355339059			2.1213203436


			infection						100			96.2264150943			73.5849056604			47.1698113208


			inhibition						0			3.7735849057			26.4150943396			52.8301886792


			inhibition Sd						8.0049824285			8.3189033081			18.1309431073			16.9705627485


												IC=94ug/mL


									Methyl萃取層只有POST與Pre-treatment的inhibition%。








DMSO-Time-point


			0			35.6857627889			35.6857627889


			0			5.2378280088			5.2378280088


			0





0


0


0





HLCZ-72hours


			0			56.5685424949			56.5685424949


			0			27.7791949752			27.7791949752


			0			5.0507627228			5.0507627228








HLCZ-48hours


			0			56.5685424949			56.5685424949


			0			27.7791949752			27.7791949752


			0			5.0507627228			5.0507627228








HLCZ-24hours


			0			6.9551486674			6.9551486674


			0			7.0710678119			7.0710678119


			0			12.1218305346			12.1218305346





POst-treatment concentratiion


0


0


0





Attachment


			0			8.3189033081			8.3189033081


			0			18.1309431073			18.1309431073


			0			16.9705627485			16.9705627485





Pre-treatment concentration





			


						Indigo-simultaneous-treatment


						Cell only			Virus only			0.1			1			10


						0			52			58			46			34


						0			59			54			44			36


			average			0			55.5			56			45			35


			sd						4.9497474683			2.8284271247			1.4142135624			1.4142135624


			infection						100			100.9009009009			81.0810810811			63.0630630631


			inhibition						0			-0.9009009009			18.9189189189			36.9369369369


			inhibition SD									5.0507627228			3.1426968053			4.0406101782


									IC=17ug/mL


						Indigo-Pre-treatment


						Cell only			Virus only			0.1			1			10


						0			52			51			43			28


						0			59			55			50			30


			average			0			55.5			53			46.5			29


			sd			0			4.9497474683			2.8284271247			4.9497474683			1.4142135624


			infection			0			100			95.4954954955			83.7837837838			52.2522522523


			inhibition			0			0			4.5045045045			16.2162162162			47.7477477477


			inhibition SD									5.3366549524			10.6446182114			4.8765984909


									IC=11.86ug/mL


						Indigo-Post-treatment


						Cell only			Virus only			0.1			1			10


						0			52			51			49			58


						0			59			59			60			51


			average			0			55.5			55			54.5			54.5


			sd						4.9497474683			5.6568542495			7.7781745931			4.9497474683


			infection									99.0990990991			98.1981981982			98.1981981982


			inhibition									0.9009009009			1.8018018018			1.8018018018


			inhibition SD									10.2851895445			14.2718799873			9.0821054464


									IC=NS








			0			5.0507627228			5.0507627228


			0			3.1426968053			3.1426968053


			0			4.0406101782			4.0406101782





0


0


0





			0			5.3366549524			5.3366549524


			0			10.6446182114			10.6446182114


			0			4.8765984909			4.8765984909





0


0


0





			0			10.2851895445			10.2851895445


			0			14.2718799873			14.2718799873


			0			9.0821054464			9.0821054464





0


0


0





			


						Indirubin-simultaneous-treatment


						Cell only			Virus only			0.1			1			10


						0			52			49			40			33


						0			59			45			39			36


			average						55.5			47			39.5			34.5


			sd						4.9497474683			2.8284271247			0.7071067812			2.1213203436


			infection									84.6846846847			71.1711711712			62.1621621622


			inhibition									15.3153153153			28.8288288288			37.8378378378


			inhibition SD									6.0179300527			1.7901437498			6.148754619


															IC=22.2ug/mL


						Indirubin-Pre-treatment


						Cell only			Virus only			0.1			1			10


						0			63			48			49			39


						0			67			47			41			36


			average			0			65			47.5			45			37.5


			sd			0			2.8284271247			0.7071067812			5.6568542495			2.1213203436


			infection			0			100			73.0769230769			69.2307692308			57.6923076923


			inhibition						0			26.9230769231			30.7692307692			42.3076923077


			inhibition SD						4.3514263458			1.4886458551			12.5707872211			5.6568542495


															IC=23.5ug/mL


						Indirubin-Post-treatment


						Cell only			Virus only			0.1			1			10


						0			63			60			50			49


						0			67			56			58			43


			average			0			65			58			54			46


			sd			0			2.8284271247			2.8284271247			5.6568542495			4.2426406871


			infection			0			100			89.2307692308			83.0769230769			70.7692307692


			inhibition						0			10.7692307692			16.9230769231			29.2307692308


			inhibition SD						4.3514263458			4.8765984909			10.4756560176			9.2231319285


															IC=23.46ug/mL


									以上所有IC50計算，因為都不到IC50濃度


									所以使用ID50軟體會亂跳


									因此使用內差法先免算出線性。








			0			6.0179300527			6.0179300527


			0			1.7901437498			1.7901437498


			0			6.148754619			6.148754619





0


0


0





			0			1.4886458551			1.4886458551


			0			12.5707872211			12.5707872211


			0			5.6568542495			5.6568542495





0


0


0





			0			4.8765984909			4.8765984909


			0			10.4756560176			10.4756560176


			0			9.2231319285			9.2231319285





0


0


0





			


			首日			10"月"4"日"			sucking mouse 腦部注射


						病毒titer= 2*10^5


						藥物濃度


						板藍根-Methyl-extract									1mg/kg


						板藍根-Ethyl-exeract									1mg/kg


						Indigo									1mg/kg


						Indirubin									1mg/kg


			存活百分比																					隻數


						天數\給藥			PBS			Mehyl			Ethyl			Indigo			Indirubin			天數\給藥			PBS			Mehyl			Ethyl			Indigo			Indirubin


			10"月"1"日"			0			100%			100%			100%			100%			100%			0			(6/6)			(4/4)			(4/4)			(4/4)			(4/4)


			10"月"2"日"			1			100%			100%			100%			100%			100%			1			(6/6)			(4/4)			(4/4)			(4/4)			(4/4)


			10"月"3"日"			2			100%			100%			100%			100%			100%			2			(6/6)			(4/4)			(4/4)			(4/4)			(4/4)


			10"月"4"日"			3			100%			75%			100%			100%			100%			3			(6/6)			(3/4)			(4/4)			(4/4)			(4/4)


			10"月"5"日"			4			0.00%			50%			50%			75%			75%			4			(0/6)			(2/4)			(2/4)			(3/4)			(3/4)


			10"月"6"日"			5			0.00%			0%			25%			50%			75%			5			(0/6)			(0/4)			(1/4)			(2/4)			(3/4)


						6																		6


						7																		7








			0			0			0			0			0


			0			0			0			0			0


			0			0			0			0			0


			0			0			0			0			0


			0			0			0			0			0


			0			0			0			0			0





JEV infection day


Death percentage


0


0


0


0


0


0


0


0


0


0


0


0


0


0


0


0


0


0


0


0


0


0


0


0


0


0


0


0


0


0





			


			DMSO濃度測試						Time-point plaque assay


			DMSO-POST-treatment


						Cell only			Virus only			0.1			1			10


						0			130			121			128			130


						0			140			105			135			115


									129


									121


			Average						130			113			131.5			122.5


			sd						7.7888809637			11.313708499			4.9497474683			10.6066017178


			infection									86.9230769231			101.1538461538			94.2307692308


			inhibition									13.0769230769			-1.1538461538			5.7692307692


			inhibition SD									10.012131415			3.7640665158			8.6584503819


			DMSO-simultaneous-tretment


						Cell only			Virus only			0.1			1			10


						0			130			129			164			124


						0			140			139			95			127


									129


									121


			Average			0			130			134			129.5			125.5


			sd			0			7.7888809637			7.0710678119			48.7903679019			2.1213203436


			infection						100			103.0769230769			99.6153846154			96.5384615385


			inhibition									-3.0769230769			0.3846153846			3.4615384615


			inhibition SD									5.2769162775			37.6759597698			1.6902950945


			DMSO-Pre-treatment


						Cell only			Virus only			0.1			1			10


						0			130			122			99			97


						0			140			136			133			127


									129


									121


			Average			0			130			129			116			112


			sd			0			7.7888809637			9.8994949366			24.0416305603			21.2132034356


			infection						100			99.2307692308			89.2307692308			86.1538461538


			inhibition						0			0.7692307692			10.7692307692			13.8461538462


			inhibition SD						5.9914468952			7.6740270826			20.7255435865			18.9403602104








			0			10.012131415			10.012131415


			0			3.7640665158			3.7640665158


			0			8.6584503819			8.6584503819





0


0


0





			0			7.6740270826			7.6740270826


			0			20.7255435865			20.7255435865


			0			18.9403602104			18.9403602104





0


0


0





			0			7.6740270826			7.6740270826


			0			20.7255435865			20.7255435865


			0			18.9403602104			18.9403602104





0


0


0





						單位			ug/mL


									Ethyl									Methyl									Indirbin									Indigo									DMSO


			Cell			PBS			E1			E10			E100			M1			M10			M100			IN0.1			IN1			IN10			IG0.1			IG1			IG10			DMSO0.1			DMSO1			DMSO10


			0						52			54			44			53			47			49			50			40			43			40			40			33			53			49			41


			0			44			54			50			42			49			42			50			56			45			45			43			41			29			58			50			51


						48


						47


			average			46.3333333333			53			52			43			51			44.5			49.5			53			42.5			44			41.5			40.5			31			55.5			49.5			46


			sd			2.0816659995			1.4142135624			2.8284271247			1.4142135624			2.8284271247			3.5355339059			0.7071067812			4.2426406871			3.5355339059			1.4142135624			2.1213203436			0.7071067812			2.8284271247			3.5355339059			0.7071067812			7.0710678119


			infection %						114.3884892086			112.2302158273			92.8057553957			110.071942446			96.0431654676			106.8345323741			114.3884892086			91.726618705			94.964028777			89.5683453237			87.4100719424			66.9064748201			119.7841726619			106.8345323741			99.2805755396


			Inhibition %						-14.3884892086			-12.2302158273			7.1942446043			-10.071942446			3.9568345324			-6.8345323741			-14.3884892086			8.273381295			5.035971223			10.4316546763			12.5899280576			33.0935251799			-19.7841726619			-6.8345323741			0.7194244604


			Inhibition SD						2.6683274762			5.4392829322			3.2888687497			5.5459355387			7.9450200133			1.4284985479			8.0049824285			8.3189033081			3.2141217327			5.1116152857			1.7459426696			9.1239584669			6.370331362			1.4284985479			15.3718865475


									72小時已無明顯差異


									48,24小時Data我會replay,上清都還夠,這次2.5天Plaque assay辨識不良,我想要再多做一次,沒甚麼信心.








			E1			2.6683274762			2.6683274762


			E10			5.4392829322			5.4392829322


			E100			3.2888687497			3.2888687497


			M1			5.5459355387			5.5459355387


			M10			7.9450200133			7.9450200133


			M100			1.4284985479			1.4284985479


			IN0.1			8.0049824285			8.0049824285


			IN1			8.3189033081			8.3189033081


			IN10			3.2141217327			3.2141217327


			IG0.1			5.1116152857			5.1116152857


			IG1			1.7459426696			1.7459426696


			IG10			9.1239584669			9.1239584669


			DMSO0.1			6.370331362			6.370331362


			DMSO1			1.4284985479			1.4284985479


			DMSO10			15.3718865475			15.3718865475





Drug concentration


Inhibition(%)


-14.3884892086


-12.2302158273


7.1942446043


-10.071942446


3.9568345324


-6.8345323741


-14.3884892086


8.273381295


5.035971223


10.4316546763


12.5899280576


33.0935251799


-19.7841726619


-6.8345323741


0.7194244604





						單位			ug/mL


									Ethyl									Methyl									Indirbin									Indigo									DMSO


			Cell			PBS			E1			E10			E100			M1			M10			M100			IN0.1			IN1			IN10			IG0.1			IG1			IG10			DMSO0.1			DMSO1			DMSO10


			0			20			17			13			14			19			16			14			16			21			14			18			19			14			16			14			15


			0			22			19			19			11			18			15			11			15			18			11			16			15			15			14			15			16


			average			21			18			16			12.5			18.5			15.5			12.5			15.5			19.5			12.5			17			17			14.5			15			14.5			15.5


			sd			1.4142135624			1.4142135624			4.2426406871			2.1213203436			0.7071067812			0.7071067812			2.1213203436			0.7071067812			2.1213203436			2.1213203436			1.4142135624			2.8284271247			0.7071067812			1.4142135624			0.7071067812			0.7071067812


			infection			100			85.7142857143			76.1904761905			59.5238095238			88.0952380952			73.8095238095			59.5238095238			73.8095238095			92.8571428571			59.5238095238			80.9523809524			80.9523809524			69.0476190476			71.4285714286			69.0476190476			73.8095238095


			inhibition						14.2857142857			23.8095238095			40.4761904762			11.9047619048			26.1904761905			40.4761904762			26.1904761905			7.1428571429			40.4761904762			19.0476190476			19.0476190476			30.9523809524			28.5714285714			30.9523809524			26.1904761905


			inhibition SD						7.8567420132			26.5165042945			16.9705627485			3.8221988172			4.5619792335			16.9705627485			4.5619792335			10.8785658644			16.9705627485			8.3189033081			16.6378066162			4.8765984909			9.4280904158			4.8765984909			4.5619792335


						48小時較為明顯  這邊Data我比較有信心一點








			E1			7.8567420132			7.8567420132


			E10			26.5165042945			26.5165042945


			E100			16.9705627485			16.9705627485


			M1			3.8221988172			3.8221988172


			M10			4.5619792335			4.5619792335


			M100			16.9705627485			16.9705627485


			IN0.1			4.5619792335			4.5619792335


			IN1			10.8785658644			10.8785658644


			IN10			16.9705627485			16.9705627485


			IG0.1			8.3189033081			8.3189033081


			IG1			16.6378066162			16.6378066162


			IG10			4.8765984909			4.8765984909


			DMSO0.1			9.4280904158			9.4280904158


			DMSO1			4.8765984909			4.8765984909


			DMSO10			4.5619792335			4.5619792335





14.2857142857


23.8095238095


40.4761904762


11.9047619048


26.1904761905


40.4761904762


26.1904761905


7.1428571429


40.4761904762


19.0476190476


19.0476190476


30.9523809524


28.5714285714


30.9523809524


26.1904761905





									單位			ug/mL


												Ethyl									Methyl									Indirbin									Indigo									DMSO


						cell			PBS			E1			E10			E100			M1			M10			M100			IN0.1			IN1			IN10			IG0.1			IG1			IG10			DMSO0.1			DMSO1			DMSO10


						0			25			24			23			13			23			23			18			26			24			18			25			21			10			24			20			23


						0			29			19			17			16			28			25			21			25			25			13			22			14			11			21			21			26


			average						27			21.5			20			14.5			25.5			24			19.5			25.5			24.5			15.5			23.5			17.5			10.5			22.5			20.5			24.5


			sd						2.8284271247			3.5355339059			4.2426406871			2.1213203436			3.5355339059			1.4142135624			2.1213203436			0.7071067812			0.7071067812			3.5355339059			2.1213203436			4.9497474683			0.7071067812			2.1213203436			0.7071067812			2.1213203436


			infection									79.6296296296			74.0740740741			53.7037037037			94.4444444444			88.8888888889			72.2222222222			94.4444444444			90.7407407407			57.4074074074			87.037037037			64.8148148148			38.8888888889			83.3333333333			75.9259259259			90.7407407407


			inhibition									20.3703703704			25.9259259259			46.2962962963			5.5555555556			11.1111111111			27.7777777778			5.5555555556			9.2592592593			42.5925925926			12.962962963			35.1851851852			61.1111111111			16.6666666667			24.0740740741			9.2592592593


			inhibition SD									16.4443437485			21.2132034356			14.6297954728			13.8648388468			5.8925565099			10.8785658644			2.7729677694			2.8861501273			22.8098961673			9.026895079			28.2842712475			6.734350297			9.4280904158			3.4493013716			8.6584503819


															24小時Data的部分,我覺得可以參考但是我沒甚麼信心啊~老師








			E1			16.4443437485			16.4443437485


			E10			21.2132034356			21.2132034356


			E100			14.6297954728			14.6297954728


			M1			13.8648388468			13.8648388468


			M10			5.8925565099			5.8925565099


			M100			10.8785658644			10.8785658644


			IN0.1			2.7729677694			2.7729677694


			IN1			2.8861501273			2.8861501273


			IN10			22.8098961673			22.8098961673


			IG0.1			9.026895079			9.026895079


			IG1			28.2842712475			28.2842712475


			IG10			6.734350297			6.734350297


			DMSO0.1			9.4280904158			9.4280904158


			DMSO1			3.4493013716			3.4493013716


			DMSO10			8.6584503819			8.6584503819
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						Cell			Virus			E1			E10			E100			M1			M10			M100			IN0.1			IN1			IN10			IG0.1			IG1			IG10


						0			33			25			30			21			32			28			13			17			22			12			26			21			16


						0			31			34			26			22			28			22			11			34			14			19			22			19			13


			average			0			32			29.5			28			21.5			30			25			12			25.5			18			15.5			24			20			14.5


			sd			0			1.4142135624			6.3639610307			2.8284271247			0.7071067812			2.8284271247			4.2426406871			1.4142135624			12.0208152802			5.6568542495			4.9497474683			2.8284271247			1.4142135624			2.1213203436


			Infection									92.1875			87.5			67.1875			93.75			78.125			37.5			79.6875			56.25			48.4375			75			62.5			45.3125


			Inhibition									7.8125			12.5			32.8125			6.25			21.875			62.5			20.3125			43.75			51.5625			25			37.5			54.6875


			Inhibition SD									21.5727492565			9.5878885585			2.3969721396			9.5878885585			14.3818328377			4.7939442792			40.7485263735			19.1757771169			16.7788049773			9.5878885585			4.7939442792			7.1909164188


																																																																																				0.1 μg/ml


																																																																																				1 μg/ml


																																																																																				10 μg/ml


									我不喜歡這份Data…因為很像有用,很像而已,先用然後我再補一兩次看看,老師我覺得4度C要作用久一點,可以改成2hours或者3hours嗎?


												EA			M																											20.3125			25						4			2.8


									0			0			0																											43.75			37.5						1.9			4.7


									1			7.8125			6.25						6.3			2.82																		51.5625			54.6875						1.6			7.1


									10			12.5			21.875						2.82			4.2


									100			32.8			62.5						0.71			4.7


																																													1 μg/ml																																	Indirubin			Indigo


																																													10 μg/ml


																																													100 μg/ml


																																							Ethyl acetate extract


																																							Methanol extract








			0			21.5727492565			21.5727492565


			0			9.5878885585			9.5878885585


			0			2.3969721396			2.3969721396


			0			9.5878885585			9.5878885585


			0			14.3818328377			14.3818328377


			0			4.7939442792			4.7939442792


			0			40.7485263735			40.7485263735


			0			19.1757771169			19.1757771169


			0			16.7788049773			16.7788049773


			0			9.5878885585			9.5878885585


			0			4.7939442792			4.7939442792


			0			7.1909164188			7.1909164188





Drug concentration(ug/mL)


INhibition (%)





			0			0			0			4			4			1.9			1.9			1.6			1.6


			0			0			0			2.8			2.8			4.7			4.7			7.1			7.1





0.1 μg/ml


1 μg/ml


10 μg/ml


Attachment inhibition (%)





			0			0			0			6.3			6.3			2.82			2.82			0.71			0.71


			0			0			0			2.82			2.82			4.2			4.2			4.7			4.7
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Sheet1


			24 h


			單位			ug/mL


						Ethyl									Methyl									Indirbin									Indigo									DMSO


			PBS			E1			E10			E100			M1			M10			M100			IN0.1			IN1			IN10			IG0.1			IG1			IG10			DMSO0.1			DMSO1			DMSO10


			25			24			23			13			23			23			18			26			24			18			25			21			10			24			20			23


			29			19			17			16			28			25			21			25			25			13			22			14			11			21			21			26


			27			21.5			20			14.5			25.5			24			19.5			25.5			24.5			15.5			23.5			17.5			10.5			22.5			20.5			24.5


			2.8284271247			3.5355339059			4.2426406871			2.1213203436			3.5355339059			1.4142135624			2.1213203436			0.7071067812			0.7071067812			3.5355339059			2.1213203436			4.9497474683			0.7071067812			2.1213203436			0.7071067812			2.1213203436


						107.5			100			72.5			127.5			120			97.5			127.5			122.5			77.5			117.5			87.5			52.5			112.5			102.5			122.5


						-7.5			0			27.5			-27.5			-20			2.5			-27.5			-22.5			22.5			-17.5			12.5			47.5			-12.5			-2.5			-22.5


						16.4443437485			21.2132034356			14.6297954728			13.8648388468			5.8925565099			10.8785658644			2.7729677694			2.8861501273			22.8098961673			9.026895079			28.2842712475			6.734350297			9.4280904158			3.4493013716			8.6584503819


			48h


						單位			ug/mL


									Ethyl									Methyl									Indirbin									Indigo									DMSO


			Cell			PBS			E1			E10			E100			M1			M10			M100			IN0.1			IN1			IN10			IG0.1			IG1			IG10			DMSO0.1			DMSO1			DMSO10


			0			20			17			13			14			19			16			14			16			21			14			18			19			14			16			14			15


			0			22			19			19			11			18			15			11			15			18			11			16			15			15			14			15			16


			average			21			18			16			12.5			18.5			15.5			12.5			15.5			19.5			12.5			17			17			14.5			15			14.5			15.5


			sd			1.4142135624			1.4142135624			4.2426406871			2.1213203436			0.7071067812			0.7071067812			2.1213203436			0.7071067812			2.1213203436			2.1213203436			1.4142135624			2.8284271247			0.7071067812			1.4142135624			0.7071067812			0.7071067812


			infection			100			85.7142857143			76.1904761905			59.5238095238			88.0952380952			73.8095238095			59.5238095238			73.8095238095			92.8571428571			59.5238095238			80.9523809524			80.9523809524			69.0476190476			71.4285714286			69.0476190476			73.8095238095


			inhibition						14.2857142857			23.8095238095			40.4761904762			11.9047619048			26.1904761905			40.4761904762			26.1904761905			7.1428571429			40.4761904762			19.0476190476			19.0476190476			30.9523809524			28.5714285714			30.9523809524			26.1904761905


			inhibition SD						7.8567420132			26.5165042945			16.9705627485			3.8221988172			4.5619792335			16.9705627485			4.5619792335			10.8785658644			16.9705627485			8.3189033081			16.6378066162			4.8765984909			9.4280904158			4.8765984909			4.5619792335


						30			25.5			19.5			21			28.5			24			21			24			31.5			21			27			28.5			21			24			21			22.5


						33			28.5			28.5			16.5			27			22.5			16.5			22.5			27			16.5			24			22.5			22.5			21			22.5			24


						31.5			27			24			18.75			27.75			23.25			18.75			23.25			29.25			18.75			25.5			25.5			21.75			22.5			21.75			23.25


			72 h


						單位			ug/mL


									Ethyl									Methyl									Indirbin									Indigo									DMSO


			Cell			PBS			E1			E10			E100			M1			M10			M100			IN0.1			IN1			IN10			IG0.1			IG1			IG10			DMSO0.1			DMSO1			DMSO10


			0			44			52			54			44			53			47			49			50			40			43			40			40			33			53			49			41


			0			48			54			50			42			49			42			50			56			45			45			43			41			29			58			50			51


						46			53			52			43			51			44.5			49.5			53			42.5			44			41.5			40.5			31			55.5			49.5			46


			average			46			53			52			43			51			44.5			49.5			53			42.5			44			41.5			40.5			31			55.5			49.5			46


			sd			2			1			2			1			2			2.5			0.5			3			2.5			1			1.5			0.5			2			2.5			0.5			5


			infection %						115.2173913043			113.0434782609			93.4782608696			110.8695652174			96.7391304348			107.6086956522			115.2173913043			92.3913043478			95.652173913			90.2173913043			88.0434782609			67.3913043478			120.652173913			107.6086956522			100


			Inhibition %						-15.2173913043			-13.0434782609			6.5217391304			-10.8695652174			3.2608695652			-7.6086956522			-15.2173913043			7.6086956522			4.347826087			9.7826086957			11.9565217391			32.6086956522			-20.652173913			-7.6086956522			0


			Inhibition SD						1.8867924528			3.8461538462			2.3255813953			3.9215686275			5.6179775281			1.0101010101			5.6603773585			5.8823529412			2.2727272727			3.6144578313			1.2345679012			6.4516129032			4.5045045045			1.0101010101			10.8695652174








Sheet2


			PBS			E1			E10			E100			M1			M10			M100			IN0.1


			25			24			23			13			23			23			18			26									EA


			29			19			17			16			28			25			21			25									EA															M


			27			21.5			20			14.5			25.5			24			19.5			25.5									0			1			10			100						0			1			10			100


			2.8284271247			3.5355339059			4.2426406871			2.1213203436			3.5355339059			1.4142135624			2.1213203436			0.7071067812						24 h			27			21.5			20			14.5						27			25.5			24			19.5


						107.5			100			72.5			127.5			120			97.5			127.5						48 h			31.5			27			24			18.75						31.5			27.75			23.25			18.75


						-7.5			0			27.5			-27.5			-20			2.5			-27.5


						16.4443437485			21.2132034356			14.6297954728			13.8648388468			5.8925565099			10.8785658644			2.7729677694


																																	24			48 h						24			48 h


																														0			27			31.5						27			31.5						2.8			1.4			2.8			1.4


																														1			21.5			27						25.5			27.75						3.5			1.4			3.5			0.4


			48h																											10			20			24						24			23.25						4.2			4.2			1.4			0.7


						單位			ug/mL																					100			14.5			18.75						19.5			18.75						2.1			2.1			2.1			2.1


									Ethyl									Methyl


			Cell			PBS			E1			E10			E100			M1			M10			M100									270000			315000						270000			315000						28000			14000			28000			14000


			0			20			17			13			14			19			16			14									215000			270000						255000			277500						35000			14000			35000			4000


			0			22			19			19			11			18			15			11									200000			240000						240000			232500						42000			42000			14000			7000


			average			21			18			16			12.5			18.5			15.5			12.5									145000			187500						195000			187500						21000			21000			21000			21000


			sd			1.4142135624			1.4142135624			4.2426406871			2.1213203436			0.7071067812			0.7071067812			2.1213203436


			infection			100			85.7142857143			76.1904761905			59.5238095238			88.0952380952			73.8095238095			59.5238095238


			inhibition						14.2857142857			23.8095238095			40.4761904762			11.9047619048			26.1904761905			40.4761904762


			inhibition SD						7.8567420132			26.5165042945			16.9705627485			3.8221988172			4.5619792335			16.9705627485


						30			25.5			19.5			21			28.5			24			21


						33			28.5			28.5			16.5			27			22.5			16.5


						31.5			27			24			18.75			27.75			23.25			18.75


																																																												0 μg/ml


																																																												1 μg/ml


			72 h																																																									10 μg/ml


						單位			ug/mL																																																			100 μg/ml


									Ethyl									Methyl


			Cell			PBS			E1			E10			E100			M1			M10			M100


			0			44			52			54			44			53			47			49


			0			48			54			50			42			49			42			50


						46			53			52			43			51			44.5			49.5


			average			46			53			52			43			51			44.5			49.5


			sd			2			1			2			1			2			2.5			0.5


			infection %						115.2173913043			113.0434782609			93.4782608696			110.8695652174			96.7391304348			107.6086956522


			Inhibition %						-15.2173913043			-13.0434782609			6.5217391304			-10.8695652174			3.2608695652			-7.6086956522


			Inhibition SD						1.8867924528			3.8461538462			2.3255813953			3.9215686275			5.6179775281			1.0101010101
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			270000			255000			240000			195000			28000			28000			35000			35000			14000			14000			21000			21000
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Sheet3


			24 h


			單位			ug/mL																																				Indirubin									indigo									DMSO


									Indirbin									Indigo									DMSO															24 h			48h						24 h			48h						24 h			48h


			PBS						IN0.1			IN1			IN10			IG0.1			IG1			IG10			DMSO0.1			DMSO1			DMSO10						0			27			31.5						27			31.5						27			31.5


			25						26			24			18			25			21			10			24			20			23						0.1			25.5			23.25						23.5			25.5						24			30.6


			29						25			25			13			22			14			11			21			21			26						1			24.5			27.25						17.5			23.5						25			31.7


			27						25.5			24.5			15.5			23.5			17.5			10.5			22.5			20.5			24.5						10			15.5			18.75						10.5			21.75						26			30.36


			2.8284271247						0.7071067812			0.7071067812			3.5355339059			2.1213203436			4.9497474683			0.7071067812			2.1213203436			0.7071067812			2.1213203436


																																										270000			315000						270000			315000						270000			315000


																																										255000			272500						235000			255000						240000			306000


									2.7729677694			2.8861501273			22.8098961673			9.026895079			28.2842712475			6.734350297			9.4280904158			3.4493013716			8.6584503819									245000			232500						175000			235000						250000			317000


																																										155000			187500						105000			217500						260000			303600


																																										2.8			1.4						2.8			1.4						2.8			1.4


			48h																																							0.7			0.7						2.1			1.4						2.1			1.4


						單位																																				0.7			2.1						4.9			2.8						1.4			0.7						0 μg/ml


												Indirbin									Indigo									DMSO												3.5			2.1						0.7			0.7						2.1			0.7						0.1 μg/ml


			Cell			PBS						IN0.1			IN1			IN10			IG0.1			IG1			IG10			DMSO0.1			DMSO1			DMSO10																																	1 μg/ml


			0			20						16			21			14			18			19			14			16			14			15						28000			14000						28000			14000						28000			14000						10 μg/ml


			0			22						15			18			11			16			15			15			14			15			16						7000			7000						21000			14000						21000			14000


			average			21						15.5			19.5			12.5			17			17			14.5			15			14.5			15.5						7000			21000						49000			28000						14000			7000


			sd			1.4142135624						0.7071067812			2.1213203436			2.1213203436			1.4142135624			2.8284271247			0.7071067812			1.4142135624			0.7071067812			0.7071067812						35000			21000						7000			7000						21000			7000


			infection			100						73.8095238095			92.8571428571			59.5238095238			80.9523809524			80.9523809524			69.0476190476			71.4285714286			69.0476190476			73.8095238095


			inhibition									26.1904761905			7.1428571429			40.4761904762			19.0476190476			19.0476190476			30.9523809524			28.5714285714			30.9523809524			26.1904761905
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			Fig 1A


						Pre									simultanous									Post-


						E			M						E			M						E			M						SD-W			SD-E			SD-M


			0			0			0						0			0						0			0						0			0			0


			1			35			8						26.35			22.42						13			5						1.89			3.3			1.18


			10			42			26						32.49			45.26						15			18						1.41			2.12			2.83


			100			70			53						54.58			62.9						31			40						2.36			4			3.06


			Fig 1B			Pre									simultanous									Post-
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			24 h


			單位			ug/mL


						Ethyl									Methyl									Indirbin									Indigo									DMSO


			PBS			E1			E10			E100			M1			M10			M100			IN0.1			IN1			IN10			IG0.1			IG1			IG10			DMSO0.1			DMSO1			DMSO10


			25			24			23			13			23			23			18			26			24			18			25			21			10			24			20			23


			29			19			17			16			28			25			21			25			25			13			22			14			11			21			21			26


			27			21.5			20			14.5			25.5			24			19.5			25.5			24.5			15.5			23.5			17.5			10.5			22.5			20.5			24.5


			2.8284271247			3.5355339059			4.2426406871			2.1213203436			3.5355339059			1.4142135624			2.1213203436			0.7071067812			0.7071067812			3.5355339059			2.1213203436			4.9497474683			0.7071067812			2.1213203436			0.7071067812			2.1213203436


						107.5			100			72.5			127.5			120			97.5			127.5			122.5			77.5			117.5			87.5			52.5			112.5			102.5			122.5


						-7.5			0			27.5			-27.5			-20			2.5			-27.5			-22.5			22.5			-17.5			12.5			47.5			-12.5			-2.5			-22.5


						16.4443437485			21.2132034356			14.6297954728			13.8648388468			5.8925565099			10.8785658644			2.7729677694			2.8861501273			22.8098961673			9.026895079			28.2842712475			6.734350297			9.4280904158			3.4493013716			8.6584503819


			48h


						單位			ug/mL


									Ethyl									Methyl									Indirbin									Indigo									DMSO


			Cell			PBS			E1			E10			E100			M1			M10			M100			IN0.1			IN1			IN10			IG0.1			IG1			IG10			DMSO0.1			DMSO1			DMSO10


			0			20			17			13			14			19			16			14			16			21			14			18			19			14			16			14			15


			0			22			19			19			11			18			15			11			15			18			11			16			15			15			14			15			16


			average			21			18			16			12.5			18.5			15.5			12.5			15.5			19.5			12.5			17			17			14.5			15			14.5			15.5


			sd			1.4142135624			1.4142135624			4.2426406871			2.1213203436			0.7071067812			0.7071067812			2.1213203436			0.7071067812			2.1213203436			2.1213203436			1.4142135624			2.8284271247			0.7071067812			1.4142135624			0.7071067812			0.7071067812


			infection			100			85.7142857143			76.1904761905			59.5238095238			88.0952380952			73.8095238095			59.5238095238			73.8095238095			92.8571428571			59.5238095238			80.9523809524			80.9523809524			69.0476190476			71.4285714286			69.0476190476			73.8095238095


			inhibition						14.2857142857			23.8095238095			40.4761904762			11.9047619048			26.1904761905			40.4761904762			26.1904761905			7.1428571429			40.4761904762			19.0476190476			19.0476190476			30.9523809524			28.5714285714			30.9523809524			26.1904761905


			inhibition SD						7.8567420132			26.5165042945			16.9705627485			3.8221988172			4.5619792335			16.9705627485			4.5619792335			10.8785658644			16.9705627485			8.3189033081			16.6378066162			4.8765984909			9.4280904158			4.8765984909			4.5619792335


						30			25.5			19.5			21			28.5			24			21			24			31.5			21			27			28.5			21			24			21			22.5


						33			28.5			28.5			16.5			27			22.5			16.5			22.5			27			16.5			24			22.5			22.5			21			22.5			24


						31.5			27			24			18.75			27.75			23.25			18.75			23.25			29.25			18.75			25.5			25.5			21.75			22.5			21.75			23.25


			72 h


						單位			ug/mL


									Ethyl									Methyl									Indirbin									Indigo									DMSO


			Cell			PBS			E1			E10			E100			M1			M10			M100			IN0.1			IN1			IN10			IG0.1			IG1			IG10			DMSO0.1			DMSO1			DMSO10


			0			44			52			54			44			53			47			49			50			40			43			40			40			33			53			49			41


			0			48			54			50			42			49			42			50			56			45			45			43			41			29			58			50			51


						46			53			52			43			51			44.5			49.5			53			42.5			44			41.5			40.5			31			55.5			49.5			46


			average			46			53			52			43			51			44.5			49.5			53			42.5			44			41.5			40.5			31			55.5			49.5			46


			sd			2			1			2			1			2			2.5			0.5			3			2.5			1			1.5			0.5			2			2.5			0.5			5


			infection %						115.2173913043			113.0434782609			93.4782608696			110.8695652174			96.7391304348			107.6086956522			115.2173913043			92.3913043478			95.652173913			90.2173913043			88.0434782609			67.3913043478			120.652173913			107.6086956522			100


			Inhibition %						-15.2173913043			-13.0434782609			6.5217391304			-10.8695652174			3.2608695652			-7.6086956522			-15.2173913043			7.6086956522			4.347826087			9.7826086957			11.9565217391			32.6086956522			-20.652173913			-7.6086956522			0


			Inhibition SD						1.8867924528			3.8461538462			2.3255813953			3.9215686275			5.6179775281			1.0101010101			5.6603773585			5.8823529412			2.2727272727			3.6144578313			1.2345679012			6.4516129032			4.5045045045			1.0101010101			10.8695652174
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			PBS			E1			E10			E100			M1			M10			M100			IN0.1


			25			24			23			13			23			23			18			26									EA


			29			19			17			16			28			25			21			25									EA															M


			27			21.5			20			14.5			25.5			24			19.5			25.5									0			1			10			100						0			1			10			100


			2.8284271247			3.5355339059			4.2426406871			2.1213203436			3.5355339059			1.4142135624			2.1213203436			0.7071067812						24 h			27			21.5			20			14.5						27			25.5			24			19.5


						107.5			100			72.5			127.5			120			97.5			127.5						48 h			31.5			27			24			18.75						31.5			27.75			23.25			18.75


						-7.5			0			27.5			-27.5			-20			2.5			-27.5


						16.4443437485			21.2132034356			14.6297954728			13.8648388468			5.8925565099			10.8785658644			2.7729677694


																																	24			48 h						24			48 h


																														0			27			31.5						27			31.5						2.8			1.4			2.8			1.4


																														1			21.5			27						25.5			27.75						3.5			1.4			3.5			0.4


			48h																											10			20			24						24			23.25						4.2			4.2			1.4			0.7


						單位			ug/mL																					100			14.5			18.75						19.5			18.75						2.1			2.1			2.1			2.1


									Ethyl									Methyl


			Cell			PBS			E1			E10			E100			M1			M10			M100									270000			315000						270000			315000						28000			14000			28000			14000


			0			20			17			13			14			19			16			14									215000			270000						255000			277500						35000			14000			35000			4000


			0			22			19			19			11			18			15			11									200000			240000						240000			232500						42000			42000			14000			7000


			average			21			18			16			12.5			18.5			15.5			12.5									145000			187500						195000			187500						21000			21000			21000			21000


			sd			1.4142135624			1.4142135624			4.2426406871			2.1213203436			0.7071067812			0.7071067812			2.1213203436


			infection			100			85.7142857143			76.1904761905			59.5238095238			88.0952380952			73.8095238095			59.5238095238


			inhibition						14.2857142857			23.8095238095			40.4761904762			11.9047619048			26.1904761905			40.4761904762


			inhibition SD						7.8567420132			26.5165042945			16.9705627485			3.8221988172			4.5619792335			16.9705627485


						30			25.5			19.5			21			28.5			24			21


						33			28.5			28.5			16.5			27			22.5			16.5


						31.5			27			24			18.75			27.75			23.25			18.75
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			infection %						115.2173913043			113.0434782609			93.4782608696			110.8695652174			96.7391304348			107.6086956522


			Inhibition %						-15.2173913043			-13.0434782609			6.5217391304			-10.8695652174			3.2608695652			-7.6086956522
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