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SAMPLESUBMITTAL

‘Samples containing H-24691 at the concentrationsof 0, 1.0, 5.0, and, 25.0 mg/mL were collected
‘on Test Day 4. These samples were analyzed to determine homogeneity/concentration
Verification and 5-room temperature stability. Samples from the same preparation were collected
onTestDay11after 7daysofrefrigeration. Thesesampleswere analyzedtodetermine
homogeneity (1.0 mg/mL level only), concentration verification and refrigerated stability along
with S-hour room temperature stability after refrigeration.

All dosing suspension samples were collected on the same day the suspensions were prepared
or at the established stability time for analysis. They were analyzed when received.

‘The suspension vehicle was 0.5% methylcellulose.

METHODS

1. Analytical Methods
+ Dosing Suspension’

Each dosing sample (3 mL) was dilutedto 100mLwith methanol andmixedto dissolve the
H-24691 in the suspension. The dosing samples were analyzed without further dilution or

~ ‘werefurtherdiluted withthe 0 mg/mL sample Ginital dilution)toanexpected concentration
of approximately 0.03mg/mL (ai)priorto analysis. Before all inal dilutions, the intemal
standarddilutedsolution (referto CalibrationandQuantitation Section) wasaddedtoeachtest
sample to give a finalconcentrationofapproximately 0.04 mg/mL.Eachsample(final
dilution) had an equivalent amount matrix (methylcellulose in methanol) when analyzed.

‘Samples submitted for analysis were analyzed the day the suspensions were received by the
testing group.

b. ChromatographicConditions

Instrument: HelenPackardModel6890GC
Colum: 34&W,DB-1701,30m,032mmID,1umfilm thickpess.
Injector: Split 350°C
Detector: FID: 250°C
Carer Gas: Helium (2.1 min)
Spit veat: 23 main
Injection Volume: 2 microliter
Oven Program: Graicat

Intl Temperature: 100°C
Initia Time: 100 min.
Level 1 Rate: 200° Clin.
Level | Temperature: 260°C
Level 1 Time: 00min
Tota run time: 90min.
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c. CalibrationandQuantitation

A separate sample of H-24691 was obtained to use as the analytical reference standard. A
stocksolutionwaspreparedinmethanol. Thisstocksolution wassonicatedtoassurethatall
‘materialwas in solution. Beforeanalysis,appropriatealiquotsofthestockwere dilutedwiththe.
0mg/mLsample(initial dilution)tomakecalibrationstandards,whichbracketedthetarget
‘concentrationofthediluteddosingsamples. A stocksolutionofintemalstandard (1H, 1H,2H,
2H.perfluoro-9-methyldecan-1-ol,98%pure)waspreparedinmethanolandaddedtoeach
calibrationstandard andtestsampletogive afinalconcentrationof0.04mg/mL.Theratioofthe
internal standard and H-24691peakheights fromreplicateGCanalysisofthesesolutionswere
sedtoconstructa calibrationcurveby leastsquares regression (seeFigure 1fora representative:
curve). Measuredconcentrationsforthedosingsamplesweredeterminedbyapplyingthepeak
heightratiosfromreplicateinjectionsofeachsampletothecalibrationcurve.
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ANALYTICALRESULTS

A. Chromatography

H-24691 eluted from the GC column asresolved peak withaetention time of
approximately 3.5 minutes. The intemal standard eluted from the GC column as a
resolved peak with a retentiontimeof approximately 3.9 minutes. Representative GC
chromatogramsareshowninFigures2(a- ).Testsubstancewasnotdetectedinthe:
0mg/mLcontrol.

B. Mixing and Stability Study

Analytical results from dosing suspensions collected on Test Day 4 and Test Day 11 and
analyzed for homogeneityand/orconcentration verification and stability are shown in
Table and Summary Table 1.

The following table summarizes the results for all homogeneity and/or concentration
verification and stability analyses.

Test Day Nomml _ Mewued TMB' Mean(TMB) CV. Sabilty
Sample Typ oe ng % Nominal 9) %Nominal
“Test Day 4

—_ Homogeneity o ND — ~ -
10 0544,0884, 0836" 838 6 ssa
50 adn434mt 902 4 950
3 marae 920 5 %0

TestDay 11
subily

7DayRefigeried! 0 Not - - -
10 0900,0864,0859 574 3 0a
50 pry 0 0 red
2 2,239 964 1 pr

& Fieanresusfor he alysis of iop(), middle(V 3d oto (B) amples.
b Samplesheld S hoursat oom temperature.
© Denotes onedetcted.
@ Mean result ofall analyses reported.
© Meanresultofallanalysesreportedexcep forone duplicatereatsample whichwaslow dus10alquot

Duplicate concentration verificationsamplesanalyzed except for he 1.0mg/ml. evel (homogerncity).
§ Micanresultof duplicate re.sampling fromthe originaldilutedsample. Originalanalysiswaslowesthan

expecteddue to aliquot errorandnot reported.
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‘The dataforsamplescollectedonTestDay 4 indicatesthatthetestsubstance was
‘homogeneously mixed in the vehicie at all levels (C.V."s = 6,4 and 5, respectively). The

testsubstance wasatthetargetedconcentration inthesamples ( 11.2%of nominal)and
was stable in the vehicle when held 5 hours at room temperature.

‘The dataforsamplescollectedonTestDay 11after 7daysofrefrigerationindicatesthat
the test substance was homogeneously re-suspended in the vehicle at al levels (C.V.’s =
3,0 and 1, respectively). Thetestsubstance wasatthetargetedconcentration (+ 12.6%
ofnominal) and stable in the vehicle when held refrigerated for 7 days followed by S
hoursatroom temperature. “TheS-hour sampleforthe 25mg/mLlevel(84.8%of
nominal) appearedtobelessstablethanexpectedbutthiscanbeattributed to sampling
and analytical variability and not stability of the test material in the vehicle.

Testsubstancewasnotfoundinthe 0mg/mL samples.

C. Conclusions

‘Data from the analysisofthe samples during the mixing study indicate that the test substance
could be mixed homogeneously, was at the targeted levels and stable under the conditions
necessary for mixing the dosing suspensions twice weekly for any study within the range of
the concentrations tested. Test substance was not found in the 0 mg/mL samples.

ei
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“Table I. Homogeoeiy snd SabiltyofH-24691 inDosing Suspensions
Swe mgmiHael ___ Pawm

Type omml Mewwd Nomi!
“teow

‘Homogeneity
Conor. 000 NDA) -

Tor 10 os 944
Mowe 10 oss 84
Boru 100 0809 09

101 0860 860
102 0840 8.0

mean(®): 08362003 @3.6%
Mean): 0588:005 (8.8%)

cv.e%

Tor 50 as 586
MooLz 50 a3 4
Borrow 500 416 832

501 am 944
502 521 1054

mean(®): 4.7240.56 (94.4%)
Mean(©): 4512019 90.2%)

~~ cv.

Tor 20 22 88
Moos 250 27 903
Borrou 20 2 95

Mean©): 23.0410 (92.0%)
cvs

‘stabilief®) 100 osis ss
101 0883 883
1024 0853 83
1928 0522 822

mean(®): 0.85410.04 (85.4%)
50 415 950
20 20 9%

DmBbc eal of theainaliquot 0)md plc ligt romthe orginal ited sample 1,2).
(©) Toaveragemeasredconcenaion,avergepercentofvominal(i pretenddevision,10d

ocienofvio of ep.ile, aod boon(re eu,=)exept for 25mg. veoo =D).
©) Silty samples held hors oomemer
8) Mem trig C0) a. oei lossddp ly ofbesnd
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‘Table I Homogeneity and StabilityofH:24691 inDosingSuspensions (omtinved)
TTTed wgmLB®IPew

‘SampleType Nominal Measured Nominal
Tos Day 11 "
ConioL. 0 NDA) -—

Tor 10 0500 90
Mpoiz. 10 064 864
Bottom 10 0859 859

Mean®): 08742002 (87.4%)
cv.3%Vera

" 50 446 22
” 50 pn 88.8

Mean©):4452001 (®9.0%)
cv.o%

" 20 2 98
n 20 239 95.6

Mean):24.10.21 (96.4%)
cv.1%

Si
7-DAY REFRIGERATEDYS HOURRT 10 0955 955

~ 10 0s 852
Mean®): 0.90420.07 90.4%)

cv.a%
7-DAYREFRIGERATED! HOUR RT 50 418 86

50 421 846
Mean(®):421:0.06 (842%)

cv.1%
7-DAYREFRUGERATED/S HOUR RT 250 205 820

20 28 572
Mean(®):21.20.92 (s08%)

cv.a%
Wome

(8) The averagemessurdconcentron,averagepercent ofnominal (in parentheses) standard deviation,an coeficient
ofvationof op, mide,mdbotiom.(©) Theaveragemeadconceiation,averagepecentofnominal in parthses), standarddeviton, and coeficent
ofvaiatonofduplicaie sampcs.

(D) The average measuredconceiaion,averagepercentof minal in parentheses), andar deviation,0d coeficent
OFvrstonofduplicate same.Mean esl ofduplicater-analyssof he originalsample.Orginalsrlanalysis
was owe han expectedpoeprted.
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Figure 1

‘RepresentativeAnalyticalCalibrationCurve

12
Equation for the fitted line:

109 Y=0012550 + 23.0624 * X

08 R-Squared = 0.9968
§
2 06
5
= 0s
4
& 02

~ 00

000 001 002 008 004 005
Concentration, mg/mL

Figure 1:Calibrationcurveshowing linear fit line) replicatepeak height ratiomeasurements
(square)forcalibration solutionsof24691difuedover concentration range of
0.0156t00.0468mg/mL.The0mg/mL. controldilutedsamplewasuseda th ro.
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~ Figure2

{I
Figure2a: Representative GC chromatogram of 0mga (conrl) samplewith tena standard

IFLIFL2.25perfuoro.methyldecan1-0 added. Retentiontimefor F-24691is
Spproximately3.5minus. Reteton timsfor intemalstandard is approximately 39minutes.

-
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Figure2b:RepresentativeGCchromatogramof25mpm H-24691dosingsolution ilued0 nominal
concenratonof0.03mg/L.Themeasuredconcentrationofthe representative solution s24.2mg/mL.

[IEE
Figure2c: RepresentativeGCchromatogramof0.0312mg/mL.1 2469) analytical referencesoon.
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TABLE1

SUMMARY OF DOSING MIXING AND STABILITY ANALYSES
DosingConcentrationofH-24691(mg/mL)

Nominal: 10 50 250
‘Homogenelty Samples

TestDay 4
Top osu 443 22

044" (#86) 9
Midd oss a3 27

@84) 4) ©08)
Boom 0836" an 22

®6 ©44) ©68)
AverageMeasured Cone.” oss ast 20
‘AveragePercent Nominal ®8 ©02) 20

‘StandardDeviation © 2008 2019 +10
CoefficlentofVariation" % a 5%

Stability Samples
5HourRoomTemperature oss4* 475 20

= ©50) ©60)
TestDay11 7-Day Refrigerated)

Top 0500 446" 22
©00 2) 68)

Middle 0864 as 29
~ (864) 9 56)

Botom 0859 —- —
(159)

AverageMeasuredCone.” os74 ass. 21
‘AveragePercentNominal @.0 ®0 64)

‘StandardDeviation 2002 001 soz
Coefficientof Variation 3% 03% 1%

5HourRoomTemperature 0504" an 22"
©04) ®2) ®8

+Nobers paresaeGerspecive percent of poral vls.
Menestof theorga aliquotsdduplicatealiquosfom he giadiedsample.

© Stato basedo he averagesmeasuredconception (pm)of he op,idleadbio ofcach dosing evel
4Moan resto galaioe,one duplicate aliquot dressofthesecood duplicatealiquot.
+ Duplicateconcenratonvricaonstplsreported ox niormty of ing.© Menelof duplicate aml of rialsme.
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la ‘Reason For Revision No. 1

‘Thereportwasrevisedtoreflect achange inFigure 2 (page 10)ofthe report. The changewasto

correcttheheaderandall referencesto“High PerformanceLiquidChromatographyorHPLC”to
“Gas Chromatography Chromatograms or GC"
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