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CWI A2 activity in cryopreserved human hepatocytes was quantified ,by measuring the 
formation of acetaminophen from  phenacetin. Foilowing treatment with SO @ f.l omeprazole, a 
known inducer for CWZA2, CWlA2 a$ivity was 2,027%, 854%, and 2,276% of the vehicle 
control (VC, 1% methanol) m  hum~hep~~c~es prepared Xrom Donors I, 2; and 3, respectively 
(Table 1). CW3A4 activity in cryoPrkserved human bepatocyt~s was quantified by measuring 
the formation of 6~-by~ox~~to~~one fram  testosterok Fo~~o~~g treatment with 25 yM 
rifampin, a known inducer for CYP3A4, CYP3A4 activity was >1,153%, >766%, and >1,5 11% 
of the VC in human hepatocytes prepared from ‘ Donors 1) 2, md 3, respectively (Table 2). The 
increase in activities of CYP’lA2 an19 CYP3A4 following latent with the known inducers met 
the criteria set in the protocol; therefore, the hepatocytes from  these donors were considered 
inducible. 

CYPlA2 

Metaxalone at the tested concentration of 40 FM induced GYP1 A2 activity in human 
hepatocytes prepared from  Donors 1 t 2, and 3. This conclusion was based on CYPIA2 activity 
(110, 131, and 332% of the VC in donor 1; 108,113,197% ofthe VC in donor 2; and 107, 108, 
and 297% of the VC in Donor 3) in hepatocytes treated with 0.4, 4, and 40 &I metaxalone 
(Table 3). The apparent increase of CW IA2 activity by met n$ at the concentrations of 0.4 
and 4 PM was not statistically significant 01>o.OS; unpaired two-tailed d test). The assay method 
detected no chromatographic’ intefierence from  metaxalone or its metabobte. 

CYP2A6 

CYP2AB activity in cryopreserved hum-an hepatocytes was quailed by adding coumatin to the 
hepatocytes and measuring the form&ion of 7-~yd~xyco~,~~ and its comugated derivatives, 
7-hydroxycoumarin giucuronide and 7”hydroxyco~~~ sulfate, CYP2A6 $etivity in the VCs 
from  Donors 1, 2, and 3 was below the lower lim it of q~t~~tio~ (Tables 4a-d). Following 
treatment with metaxalone, GW2AQ activity was still below the ‘lower lim it of quantitation. 
Therefore, metaxalone at the concentrations tested did not induce CYP2A6 activity in human 
hepatocytes isolated from  these donors. The assay method. detected no chromatographic 
interference from  metaxalone or its metabolite. 

CYP2B6 

CYP2l36 activity in eryopreserved human hepatocytes was quantified by ad&g S-mephenytoin 
to the hepatocytes and measuring the formation of its metabohte, nirvanol, Metaxalone at the 
tested concentrations did not induoe CYP2B6 activity in human hepatecytes prepared from  
Donors I, 2, and 3. This conclusion was based on CYP2B6,aotivity (107, 95.7, and 97,1% of the 
VC in donor 1; 106, 97.0, <8&S% of the VC in donor 2; and 99.1,99; 1, and 99.1% of the VC in 
Donor 3) in hepatocytes tre&ed with 0;4, 4, and 40 @ I rnet~~o~e (T&k Sa). On the other 
hand, phenobarbital at the doncentration of 1 .mM induced C’YHBCZ activity (335, lS9, and 
2307% of the VC in hepatocytes from  Donors I, 2; and (3, re~ee~vel~) (Table Sb). The assay 
metbod detected no chromatographic interference from  me$xak&e or its me~bo~ite. 
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CYP2C9 

CYPZCP activity in cryopreserved human hepatocytes was qu~tifi~ by adding tolbutamide to 
the hepatoeytes and measuring the formation of its me~bo~ite, 4’-me~ylbyd~x~olbu~id~. 
Metaxalone at the concentrations tested did not induce CYP2CP activity in buman hepatocytes 
isolated from Donors t, 2, and 3. This conclusion was based on CYP2CP activity (108, 100, and 
~73.2% of the VC in Donor 1; 96.6, 92.9, and 60,4% of the VC in Donor 2; and 111, 103, and 
~78.4% of the VC in Donor, 3) in hepatocytes treated with 0.4,4, and 4d @ metaxalone (Table 
7a). The apparent increase of CYP2CP Gtivity in Donors E and 3 following treatment with 
metaxalone was not statistically significant (p>O.OS; unpaired two-tailed t test). On the other 
hand, rifampin at the concentration of 25 P-M induced CYPZC9 activity (213, 124, and 201% of 
the VC in hepatocytes from Donors 1, 2, and 3, respectively) (Table 7b). The assay method 
detected no ehromatographic interference from metaxalone or its metabohte. 

CYP2C19 

CYP2CI 9 activity in cryopreserved human hepatocytes was quantized by adding S-mephenytoin 
to the hepatocytes and ‘measuring the formation of its metabolite, 4’“hydrox~~phen~o~. 
CYP2ClP activity levels in hepatocytes isolated from all three donorswere below the lower limit 
of quantitation. Metaxalone at the ~on~e~~atio~s tested .did not induce CYP2C 19 activity in 
human hepatocytes isolated from these donors since CYP2C19 a&vi@ in hepatocytes treated 
with 0.4, 4, and 40 @l metaxalone was undetectable or below the lower limit of quantitation 
(Table 8a). Rifampin at the consecration of 25 $M did not induce -CYP2Cl9 activity in all 
donors either (Table Sb), The assay method detected no c~ornato~ap~~ interference from 
metaxalone or its metabolite. 

CYP2D6 

CYP2D6 activity in cryopreserved human hepatoeytes was quantified by adding 
dextromethorphan to the hepatocytes and measuring the formation of its Masonite, dextrorphan. 
CYP2D6 activity was below, the lower lin& of qu~titatio~ in the VC fram Donor 1. 
Metaxalone at the concentrations tested did not induce CYP2D6 activity since the activity 
following treatment with motaxalone- was also below the lower limit of q~titation (Table 9). 
Metaxalone at the concentrations tested did not induce CYP2D6 a&&y in human hepatocytes 
isolated from Donors 2 and 3. This conclusion was based on CYPZD6 activity (95.9, 103, and 
<73.2% of the VC in Donor2; and 98.8,89.8, and 73.5% of the VC in Ronor 3) in hepatocytes 
treated with 0.4, 4, and 40 @4 metaxalone (Table 9). The assay method detected no 
chromatographic interference from metaxalorre or its met&o&e. 

CYPZEI 

CYP2El activity in cryopreserved hurnan hepatocytes was qu~ti~ed by adding chlorzoxazone 
to the hepatocytes and measuring the formation of its metabohte, 6-hydroxychlorzoxaone. 
Metaxalone at the concentmtions tesxed did hot induce CYP2El aetjvity in human hepatocytes 
isolated from all three donors. This conelusion was based on CYPZEI activity (97.8, 104, and 
104% of the VC from Donor 1; 104, 89.6, 99.6% of the,VC. from Donor 2; and 90.7, 87.7, and 
93 .P% of the VC from Donor 3) in hepatocytes treat&d with 0,4,4, ;iuld 40 ,&J metaxalone (Table 
10). The apparent increase of CYPZEI activity in Donors 1 and 2 fullokng treatment with 
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metaxalone ‘was not statisti$y significant oI>O,OS; unpaired two-tailed t test). The assay 
method detected no chromatographic interference from metaxalone or its metabolite. 

CYP3A4 

CYP3A4 activity in the VC from Donor 1 was below the lower limit of quantitation, 
Metaxalone at the concentrations tested did not induce CYP3A4 activity since the activity 
following treatment with metaxakme was stiU below the lower limit of qua~~~~tion (Table 1 I). 
Metaxalone at the tested concentration of 40 nM induced CYP3A4 activity in human 
hepatocytes prepared from Ronor 2. The conclusion was based an CYP3A4 activity (3115, 
>98.7, and >121% of the VC) in hepatocytss treated with 0.4,4, and 40 @vI metaxalone (Table 
11). The increase of CYP3A4 activity following treatment with metaxdone at the concentration 
of 0.4 @4 was not statistically signifkant QpO.05; unpaired two-tailed t test). CYP3A4 activity 
in the VC from Donor 3 W~JJ below the lower limit of q~~ta~~. Metaxalone at the tested 
concentrations did not induce CYP3A4 activity since the activity falbwing treatment with 
metaxalone was still below the lower limit of quantitation (except in one of three replicated for 
the concentration of 40 PM. The assay methods detected no c~o~~o~aphi~ interference from 
metaxalone or its metabolite. 

Metaxalone at the tested concentration did not induce the activities of CYP2A6, CYP2B6, 
CYP2C9, CYPZC 19, CYP2D$, and CYP2El. Me&&one at the ~~ce~t~at~o~s of 0.4 and 4 JLM 
did not induce CYP lA2 activity. HoWeVer, metaxaione at .me ,co~ce~t~a~on of 40 PM induced 
CYPIA2 activity in all three donors. The i~d~c~on of CYPl A2 activity ranged from about 2- to 
3.3- folds. . Metaxalone at the co~eentrat~o~ of 40 FM slight induced (about 21%) CYP3A4 
activity in one of three donors tested, At the lower condensations (0,4 and 4 @vl), metaxalone 
did not induce CYP3A4 activity in alf three donors. 


