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6. FUIRERAIVE AARELME DL KR OB IEE

il S8

6. 1. XU OIC

RVELE 7 2= (PCB) I, AMEgHzE L CERL, A, REBLUS {OBERY O
BOAE LT, b oMk, B, FHE, EHEESRZ SICb REShTw el g, PCBORE
& o TERBIY S BHEEYIZT TR, B MECBWTORRBEAVEY (a5 [T,],
3,351 h U I = FFAu= V[T OEEFVC SR ShTwalE, Fv bTiE, W{24»DPCB
DEFIZE D MAT,REQKT VSR SNBEBI, —fRIZ, PCBIZL 5T v M DT, REDE
T3, HIROUDP- Vo0 YV b5 A7 =25 —E(UDP-CT) HFEESNLZLIZLD, T,0
TN u Y BRIEEFEML, LORREAMEES NS LIZLBEEZLNTWA, LAL,
PCBIZ £ % M AT DT & FFIEOT,-UDP-GTIE DB & 13 B9 IR L 72\ B2 ERH 72
BLZ L, MPTREDET X =X L3+ S Tz, £72, PCBOM A FURER AV
EUANDHEBIATBIELALDOHRIET v FEAWTUTORALLDTH Y, ZOETERIZBT
HEMAERE BT AL, 1ZLA LT TR, EH 5 IEPCBHSIC L A MAFT RENEKT
AHNZAXLERLPICTBE L DI, FOBRTOR N =X LZBYREEN D L DEDPEIRET L T
B, TIT, INETOHFEPRE ZZICHBAT 5.

6. 2. PCBDOERIERIVE T B1EH :EWJ%E%

EELE, BAOHEBED2LYAS55 - Ry 77U T 2 =)V (RYFCB), 2,23 456 ~NFI
7uue 7 =)V (NFHCB)H 5 vridKanechlor-500 (KC500, PCBELGETH 1), BEHAEDEREY
HLSNZPCBREY) 2~ 2R E L, REELMOFRTREOHBENL, Y7 AICEBWTL
T, IRE Z50% KT <€ HE(ED,) 2HM L7z, COHELRIIYARYY A, Syriansh/ VAR
5 —, Wistar;R 7 v b & 5V idHartleyRENVE Y MG L, MPRTRER, v7X, NAHA
F—BLUPT v MRV ZCB(11 mg/kg) 2 &5 L1%, <7 AICAFHCB(19 mgkg) # %5 L7z
%, F7-4BOBWIZKCS00(37.5 mg/kg) X5 L7oBI, FREICERT Lz, MPRTREE<Y R
IZRY I CBEHG Lize &, HHWIFENEY MIKC5002HREG Lz ZICHEEICKT LA, M
HELRBR MM RV IR, 4O WTOPCBE RS- LB EIC OB L d o 7. PCB
P52 & IR EFRIE R IVE VIBEOETIZONWT, YA TRHREOH B I L idbThIcHE S
NTWBH, ZDLI) ZEYTEEIZET 2 EHRITZ L.
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6. 3. M T, REDETICH S BHHE UDP-GT NES

—f&iZ, PCBIZL AT v MIHTREMEKTOERE LT, TRV arBlafdzii o T
AT, DHADRENEZONS. £2°T, 3 208 DT,-UDP-GTIfME% Wl L7, T, UDP-GT
B, 7 RALCAFFCBEEE LiztE, H2VIEENVE Y MIKCS00% %5 L BICEEICHE
miz., —7, NAAZ—BIUZ vy MIEPCBEHRSG LzL &12id, COBREEHIEIEMMLL
otz 51T, KC500% x5 L2k, NEHHRT,O V7o BRIaGHEOYRER, 5y N CHEE
WCHEILZZAS, YU A, NAAY =, BNVEY FTEELL o7z, INEDHERNPL, v
WKANFHCBE G L7z & EDOMHT,RECETOER I, HIHOUDP-GTOFHEIC & 5 T,OMH#
REFELTREGH L. LEL, YUA, NaZAF—, Sy PBITEVEY NIV FCBDH
% \VIFKC500% #5 L7 & & OMAT,REOETIX, UDP-GTOFHEIZ & 2 T,DAHRE Tt 35
VEETHS.

EIT, 7 v MIPCBERSG LcL EDOMAPT,RENETIZ, FFEOUDP-GTIC &L 5T, ONH#
MG LTWA0E»2WLICTA72012, WisahZ7 v B ETGunn7 v b GEEHIZUGTIH 7
773 — R RELAWistarR T v b DZREEEAR) 12 # CB (112 mg/kg) $ 5 W ZKC500 (100 mg/
kg) B4 5L, MAPHRT, HEHETRELNELL. £0OMR, ZN5LIEEPCBHESICLIVET v
TELIET LA, ZOLE, WistashT v MZBWT, T,OR#EEET 5UGTLs, UGTIAL,
UGTIA6D S E S & UT,-UDP-GTIH LI ERZ (N L 722, —77, Gumn7 v b TlENHI2E1LIE
TolKBObNidro7(86 - 1). TNLORNIS, GunT v MIBWT, R¥FCBHDH\»
(FKC500% $:5- L 72 BROMAT B DT, FFIEOT,-UDP-GTIEPE DB INIARS L2\ 2 & AR
ahsz. 861, WistahT v MCPCBZIXE L7z & EDMAPTREDET &, 47 < &b —Hf
T,-UDP-GTA3EB G- DT & 5 TRt ATRIR S /200,

WistarR o v b Gunno v

T+~UDP-GT3EME(%)

6«1 Wistark7 v FBLUPGummT v 2Ry ¥CBB
S UKC500% 435 L7203 7 0y — AQUGTHFHED
RERB L UT,UDP-CTI . P LEREIRE. =4~
6. *p<0.05.
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6. BRI LT RANEDOEREROBNEE

TORHETESELEFANGE LT, T,O7 Vo 0 YERIEDIEINMS, Ba v RIS
LATWA., 22T, 4EOBWICY ¥CB, ~FHCB, KC500%#5 L, FEOE S — FY 4
oI EEEREEEMELL. LPL, WThOBEICh, ZOBRIEFEOEIMZRD 5
N o7z, Aroclor1254% W THU LR OME SN TWAE,. L2d > T, PCBIZL AT,
REDNETICIE T — FH A 0= VRIS v EMBRABES L TwizwneEI 6N 5.

6. 4. MHT REMETICHTST, &
S UXYALF L EDESHEEDRS

BEDPCBBLUZDOL FE ¥ VALFIRMAT,OMES /X7 ThHE T Y AT A1 VT~
(TTR) EFEEWNHEET 5. Bl A W = XL 3L M ENTVRRVAS, F1b ETTRE DRFEH
AT, OEEFENDOERHEELL, MPTREZETSEL—FELDL I EPFHEIN TN B0,
TIT, AEDOEICKCS00% S L, ®E5E4HEC[ZIT, 2 #RARS L, WA [T, & i
TIR®H\VNIT VT I EDEAFEZIZE L. WThogy cbiREEciE, [WIT, LAl
TIREFEE LTV, =7 AT, KC500%512& 0, WFho sy 7 b ofEaic b= {biz$ o
A BHENLD oIz, NARY —TiE, KC500(100 mg/ke) 512 & Y, [T, ETIRE OfEA

PA EINEY b

T B

-~
=
~

(BT OREEE (%)

NG

100

X6+ 2 WistaraZ v bIZKC500
B Lo [T, LMy
Ny R EDREERE, FHiRER
2. n=3~45p<0.05(O4&11).

FSLZHALFCHT D
[P T.DEEE (%)
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BEbE PP L. =%, 7y PBIUEMEY P T, KC00H5ICEY, 0T, &TIRE
DIEERIGHERITFHCHI L, bo TIST,E TV T I Y L OREERMEML 2. Z O
7y MIBWTHECH -7z (K6 - 2, LHRIIZBME). CHHORNL, 7y FBLITELEY b
T, KC50012 & DT, & TTROBAEEIRLI 0 TnD I LRSI, THARET, [AFTH#
EPMET LWREESZE A b A. —F, 7 ATiE, KC5002 &1, T,&TTROMEAMHES W
ZoTwhLiFZEZILL, MPTRENKTIR, MOAHZALICLYDERISNTVLTEE
PEATRIR S L7z,

6. 5. FURIEANDEE(EH, X FIL I T 5 B H 5 (5
T, EHRERFRIE SR EDREHENES

PCBIZ L ZMHT RENKTOERE LT, FIRRER LEMILIC B AT,OABROIH, &
VI HARIRE D ST, OMMOMHI b EZ 5hb, L, BOBYICRY 5CB, ~FHCBH L\
IFKCS00 (2 M NED,) %5 Lz & &, FIRIROEMZEY, Wi R OIAS & OB
i, HRELABRETH o/, EPCBOAEMAV-HEIZ L HILAT,RENET I, FRE~ND
EHEERIEE 212 v,

3- AFNVANT 4 =)V (3-MeSO,-) B & U'4-MeSO,-X >~ ¥ CB, B & U3-MeSO,-\F I CB% & D
PCBDO AT IVAN T + W, UGTIAV6RFETHZ Licd by, mMAToN#zTEL, M@
FTREDET & 0 &I T, 22T, ZPCBHREICL A4EOBYOMFT,REDKTIC, A F
WANT + VI DPEES L Th b 0B RET L. L L, 3EOPCBR#ES Lo &, K8
W) DI AT SR BEDIRTT & ML & 2 VIR 2 F VA 7 & AP IREE & ORISR A S
Lotz

F 7, PCBIEFIRIRANE VZBME(TR) 2 AT 2 BETREALZAGETLZ LI2L D, FIRERA
VEYOREAVERI T EPIWESN TP 22T, 6HOPCB, 16HDMeSO,-PCBE &
U200 b Fa %2 )U{LPCB LT, & DTRNDEAHIE AR EZ A, Lo L, MELAPCBB LT
PCBAAEIY D 2 I TRNMEET 2 b D2 AT Z LG TE A ho 7l

6. 6. MPT, ODHBADBTE b7 2 AK-2-DFE5

INETORE DS, PCBIZ & AMHT,REDET OIEREFCOWTHAICEHT 5 Z L IR
THolz. £IT, TORNEBITEE LTS LIIRETZMR 2. TR, NLAF—, Fv |
B \WITENEY MIZKC500% #25- L, #5%4H BIZ[IT 2 BIRAKS L, e 50 [I]T,
DEFEECHELZ., PO [PIT,OMERE R, [PUT,ORGEST LML, T,O28 7
T 7y ABLURAERE, HERFEWISENLA(RE - 1), 72, CSTBUGRY T RIZEL 5
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6. FURIRKRIVE A REAMEOEHEHOBIIEE

o1 <UR, NLAY—, 7y FBLITENVEY FIKCOORIE LABOIPNT,OMEYERE ST A — 5 —

HE EHIVTIVA AR
Yy L (mg/kg) (mi/min) (ml)
<A PO 0.016 =% 0.003 48 +£03
KC500 375 0.015 % 0.002 49 £ 03
KC500 100 0.024 *+ 0.003 6.8 + 0.5
NHAE — PO _ 0.034 & 0.004 119+ 1.0
KC500 37.5 0.059 + 0.009" 254 1.7
KC500 100 0.086 % 0.008" 437 £ 5.0°
Ty k xR 0.074 + 0.007 144 + 04
KC500 375 0.143 % 0.019 30.9 & 4.0°
KC500 100 0.241 + 0.046" 612 + 54
ENVEY b payict 0.085 £ 0.017 347 £ 38
KC500 37.5 0.120 % 0.027 56.6 & 7.6°
KCS00 100 0.216 =+ 0.019 66.9 *+ 7.3*

R+ fEHERRSE 1 =4~6.4p<0.05.

40 b [0 Ad4fE
a0 b EEKC500

6«3 KC500% L& L
72w M2, [T, 2/

S P BB R R R YTy % IRPHES L 725500 (1]
° ‘\1@&%5 2@@ SELZ @‘@e”ge S & /’%6" ¢ T, oM. T
X B n=4.p<005.

¥4 7OPCB(3,3°,4,4' - F hFsmn¥ 7220, 2,344 ,5-_vy a7,

2244 55 -NXF 7 ORI YT 2 2 V[FES A 4 & D U HPCB]) RS L, FRRORET AL Z
A, WENROBETH AT REMET L, TOMMERIENLE. bR, S, &8
IZPCBZ G- L7z &, AT, REMETIE, Moo HE~OTOEELBITICL 52 L HTRIR
ahrz. 22T, MipHHEE LZIPIT, N E Z OMBICRIT LEhEHL 2T H7201, T
M IZKCS00% 4% 5- L, #5%4H B [PIT, 28RS L, €OSHRICEMEEAO [ST,O8AT
BErUELZ. WR7 v OB~ [T, 0BITEEMBOMB~OBTEICLKLTELLS
<, KCS00#x542 &Y, ZDBATREHSENSWBITHINL (K6 - 3). /2, KC500%LE L7
TUA, NLAY—BIUTEVEY MIBWTS, FEAOPUT,OBITEE, MBOMBRICHEL
THEICHML 2. 851, TR, NARS—BLUIy MZ7x2/NVESY =)V (PB) e &5

127

-151-



600
500 -
400 -
300 |-

9B (9%)

-

200 -

FFERI

100 | -

| I ] 1 1
0612 24 48 96 ®6-4 T v FICKCS00% 425 L 7% OFFOLATI OmRNAD
KC50018 5 M/ RAPE. FHLAZEREE, n=4~5p<001.

L, MATBEIMETTHLE, TOEES )7 7Y ABIPRHAREIEINL, FE~OT,0O#
ATEREFEIL:. CheDERPS, Ao v, ¥4+ F 2 VERPCB (Ah B IRTE
DEMFE % T HPCB)B L UFES A 4 % ¥~ #PCB (PB response unitikAF 14 D5 % 9 5 PCB)
EbIZ, PCBIRGFICL ZMAPTREDETIE, TO0MERBIMENT S 2L, $2bbT A MA 5
BT AR NIRRT T A Z LICRET S5 2 LR S, :

wilE, FIRIRARNVEVEEELTAPNT VAR—F =dRA LHLPIZENTWE, Fofle L
Tid, HWT =4 Vit R 7 F F(Oatpl ~4), Na¥/¥ 70 I — VERILENIA 7T F (Ntcp), LB
TIJENIAR—%—(LATI~2), B/ ANKRIVEEFT U AR—F—(MCI8) BTSN 5.
INBDH 5, Oatpl~4, NicpBLUMCT8IXZ v P DFFIRICHEIL T bHZ &, FFEA~DT,D
R ICES L TWAZ D EINTWES, 22T, T v MIKCS00% HE5 L, BT 5
L, HEFFVAR—7 —OmRNADRHELZE L7z, KC500%0EL7-F v PR D Oatp2
mRNADZHEL, WEHIDEHICIMEIZHEM L7z, ¥72, LATI mRNAORIEE, NEH2HE
POEBEICHEML, 4HBIZES.0FCMmL 72 (K6 - 4). Cho DRI, FBOLATIB LT
Oatp2 DFEJVEINAS, ML D & FFEADT,ORITEDMEINZ b 72 6T ERIZR o TWA TR Z R
BLTwW5,

6. 7. HhV)IC

INETOE DRSS, PCBIZL AT v MIHT,REOET I, FIRIRIZE T S FIRERS )V
EVOAR - BRI SEs 2, BRBRVEVORBZ VT I v ARRESE S (FFICT,-
UDP-GTO#E) 2 &, FURIRA V& > OFRMHEBAOBIT (TTRE /T 2T, 08%) ICBFE & 707
ZEWRXLoTUERIENDSZENMESNTEL, LIBF, YUVA, NAAY—, Fv BL
PENVE Y FIZRYFCB, NFFCBHHVVIIKCS002 5 Lzs &, MAT,REQKTIE, B
RADEEIER, FFBOT,UDP-GTH L OB g 7 FLBREOFED 2 WX T VAN 7 5 EHHW
L AT,ORBMGE, HHVET,ETREDKEEHECHRAT L LPFRETH . £IT,
PCBA ¥ 5 L7z, T,ORMBIRBICOWTHRET LzL 25, PCBIZEL AMAT,REDKTIE, M
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6. PRSIV EEEAMEOEGEROBMEE

#%%M«@T@%ﬁg@wm~tlbfwéT%H#TWéﬂt.%HBK&%@W#%W%“
DT,ORITEDEE, EPCBOL Fud v VLB LR EE, EBRLAE PO 2 bAH
YL TIRE OBFMEDERE, FLFHOFRESRVEY b VAR—F —ORBEEOWNEI &L L
T ATREIESE R 6N G, /e, M5 FEANOT,OED A 7 =X 4%, PCBOY 47
HECEEMEICEIDEL), W OPDT,OHHEA N ZALPHRAEDE > TV EDEERL
Nb. F7z, PCBIC L BIBIHHFADTOZ V7 0y BRAROPIEDOERIE, FE~OT,0BLT
BEOENE, T UGP-GTOFEDOEEIL Y AASH, MFTRECERT &IERNZBEEEIIE
whih Lhzwv, ZDEHIZ, PCBIZL AMHT,REVKTHRFLLOBYEET, BE—0ERNT
AT A LITEELL, TNFTITRETLCELER, &5 WIERMOERIEHIKEAE T,
EBHYOMFTRECETFERINLbDEEZOND. 57, b 2E0E  DEWEDPCB
12 & B AR FURERE ARV E VIREORBAITT ARSI A BRT 572012, SRR FICTFR) B &
UIIC BT A EIRIARVE VOB D RA A =X L, BREERVEY b TV AR—F =B L UFIR
BRIV E VBB EFOMAEE FNODEEA DALV TELIIETLILEND 5.
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Abstract

Background: Transcriptome data from quantitative PCR (Q-PCR) and DNA microarrays are
typically obtained from a fixed amount of RNA collected per sample. Therefore, variations in tissue
cellularity and RNA yield across samples in.an experimental series compromise accurate
determination of the absolute level of each mRNA species per cell in any sample. Since mRNAs are
copied from genomic DNA, the simplest way to express mRNA level would be as copy number
per template DNA, or more practically, as copy number per cell.

Results: Here we report a method (designated the "Percellome” method) for normalizing the
expression of mRNA values in biological samples. It provides a "per cell” readout in mRNA copy
number and is applicable to both quantitative PCR (Q-PCR) and DNA microarray studies. The
genomic DNA content of each sample homogenate was measured from a small aliquot to derive
the number of cells in the sample. A cocktail of five external spike RNAs admixed in a dose-graded
manner (dose-graded spike cocktail; GSC) was prepared and added to each homeogenate in
proportion to its DNA content. In this way, the spike mRNAs represented absolute copy numbers
per cell in the sample. The signals from the five spike mRNAs were used as a dose-response
standard curve for each sample, enabling us to convert all the signals measured to copy numbers
per cell in an expression profile-independent manner. A series of samples was measured by Q-PCR
and Affymetrix GeneChip microarrays using this Percellome method, and the results showed up to
90 % concordance,

Conclusion: Percellome data can be compared directly among samples and among different
studies, and between different platforms, without further normalization. Therefore, "percellome”
normalization can serve as a standard method for exchanging and comparing data across different
platforms and among different laboratories.

Background samples generated in the same laboratory using a single
Normalization of gene expression data between different  platform, and/or generated in different geographical

Page 1 0f 14
{bage number not for citation purposes)

-154-



BMC Genomics 2008, 7.64

Copy number per cell

100:0

75:25

50:50 2575

Figure |

hitp://www.biomedcentral.com/1471-2164/7/64

Ratio to 50:50

01

00 100:0

75:25

50:50 2575 0

Dose-response linearity check by LBM. Dose-response linearity of the Affymetrix GeneChip by the LBM (liver-brain mix)
sample set. Five samples, i.e. mixtures of mouse liver and brain at ratios of 100:0, 75:25, 50:50, 25:75 and 0:100, were spiked
with GSC and measured by Affymetrix GeneChips Mouse430-2. Signals were normalized by the Percellome method as
described in the text. Line graphs are in (a) copy numbers and (b) ratic to 50:50 sample for the top 1,000 probe sets with coef-
ficient of correlation (R2) closest to | among those having | copy or more per cell in the 50:50 sample (19,979 probe sets out
of 45,101). The number of probe sets with R2 > 0,950 was 8,655, and R2 > 0.900 was 11,719.

regions using multiple platforms, is central to the estab-
lishment of a reliable reference database for toxicogenom-
ics and pharmacogenomics. Transforming expression data
into a "per cell”" database is an effective way of normaliz-
ing expression data across samples and platforms. How-
ever, transcriptome data from the quantitative PCR {Q-
PCR) and DNA microarray analyses currently deposited in
the database are related to a fixed amount of RNA col-
lected per sample. Variations in RNA yield across samples
in an experimental series compromise accurate determi-
nation of the absolute level of each mRNA species per cell
in any sample. Normalization against housekeeping
genes for PCRs, and global normalization of ratiometric
data for microarrays, is typically performed to account for
this informational loss. Additional methods, such as the
use of external mRNA spikes, reportedly improve the
quality of data from microarray systems. For example,
Holstege et al. [1] described a spike method against total
RNA, based on their finding that the yields of total RNA
from wild type and mutant cells were very similar. Hill et
al. [2] reported a spike method against total RNA for nor-
malizing hybridization data such that the sensitivities of
individual arrays could be compared. Lee et al. [3] demon-
strated that "housekeeping genes" cannot be used as a ref-

erence control, and van de Peppel et al. {4] described a
normalization method of mRNA against total RNA using
an external spike mixture. To achieve satisfactory perform-
ance they used multiple graded doses of external spikes,
covering a wide range of expression, in order to align the
ratiometric data by Lowess normalization [5]. Hekstra et
al. [6] presented a method for calculating the final cRNA
concentration in a hybridization solution. Sterrenburg et
al. [7] and Dudley et al. [8] reported the use of common
reference control samples for two-color microarray analy-
ses of the human and yeast genomes, respectively. These
are pools of antisense oligo sequences against all sense
oligos present on the microarray. Instead of antisense oli-
gos, Talaat et al. [9] used genomic DNA as a common ref-
erence control in studies of E. coli. Statistical approaches
have been proposed for ratiometric data to improve inter-
microarray variations, especially of non-linear relations
[10]. However, because control samples may differ among
studies, ratiometric data cannot easily be compared across
multiple studies unless a common reference, such as a
mixture of all antisense counterparts of spotted sense
sequences is used [7-9]. Nevertheless, as long as the nor-
malization is calibrated to total RNA, variations in total
RNA profile cannot be effectively cancelled out. Although
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Liver sample
without GSC

Liver sample‘
with GSC

Cross-hybridization of GSC. Cross-hybridization of the GSC spike mRNAs to Affymetrix GeneChip. (a) A scatter plot of a
blank sample with the GSC (horizontal axis) and a blank with the five spike RNAs at a high dosage (vertical axis) measured by
MG-U74v2A GeneChips (raw values generated by Affymetrix MAS 5.0 software). The five spikes are indicated by black dots
with arrows. Signals of the murine probe sets were below 20 on the horizontal axis, indicating negligible cross-hybridization of
GSC spilce mRNAs to the murine probe sets. (b) A scatter plot of a liver sample with GSC (horizontal axis) and without GSC
(vertical axis) measured by MG-U74v2A GeneChips. The five spikes are again indicated by black dots with arrows. The dotted
line is the 1/25 fold (4%) line. Cross-hybridization of mouse liver mRNAs to the GSC signals was considered negligible (less

than 4%).

some of these reports share the idea that "absolute expres-
sion” and “transcripts per cell* should entail robust nor-
malization, further practical development to enable
universal application has been awaited.

Here, we report a method for normalizing expression data
across samples and methods to the cell number of each
sample, using the DNA content as indicator. This normal-
ization method is independent of the gene expression
profile of the sample, and may contribute to transcrip-
tome studies as a common standard for data comparison
and interchange.

Resulits

Dose-response linearity of the measurement system as a
basis for the Percellome method

The fidelity of transcript detection is the key to this "per
cell" based normalization method, which generates tran-
scriptome data in "mRNA copy numbers per cell” . The Q-
PCR system was tested by serially diluting samples to con-
firm the linear relationship between Ct values and the log

of sample mRNA concentration (data not shown). High
deunsity oligonucleotide microarrays from Affymetrix [11]
were used in our experiments. We tested the linearity of
the Affymetrix GeneChips using a set of five samples made
of mixtures of liver and brain in ratios of 100:0, 75:25,
50:50, 25:75, and 0:100 (designated "LBM" for liver-brain
mix). The results showed a linear relationship (R2> 0.90)
between fluorescence intensity and input for a sufficient
proportion of probe sets, i.e. about 37% of the probe sets
in the older MG-U74v2 and 70% in the newest Mouse
Genome 430 2.0 GeneChip were above the detection level
(approximately one copy per cell} in the 50:50 sample
(Figure 1) [see Additional files 1 and 2].

Dose-response linearity alone is not sufficient to generate
true mRNA copy numbers. An important additional
requirement is that the ratio of signal intensity to mRNA
copy number should be equal among all GeneChip probe
sets of mRNAs and PCR primers. The Q-PCR primer sets
were designed to perform at similar amplification rates to
minimize differences between amplicons. The melting
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Table it The spile factors for various organs/tissues

http://www biomedcentral.com/1471-2164/7/64

Species Organ/Tissue (adult, unless otherwise noted) Spike Factor total RN A/genomic DINA sD
Mouse Liver 02 241 46
Mouse Lung 0.02 22 4
Mouse Heart 0.05 - -
Mouse Thymus 0.0l 8 2
Mouse Colon Epitherium 0.05 105 30
Mouse Kidney 0.1 - -
Mouse Brain 0.1 - -
Mouse Suprachiasmatic nucleus (SCN) 0.1 - -
Mouse Hypothalamus 0.1 63 4
Mouse Pituitary 0.1 52 8
Mouse Ovary 0.02 35 4
Mouse Uterus 0.02 42 12
Mouse Vagina 0.02 8l 38
Mouse Testis 0.15 56 7
Mouse Epididymis 0.07 53 16
Mouse Bone marrow 0.02 14 3
Mouse Spleen 0.02 - -
Mouse Whole Embryo 0.15 97 36
Mouse Fetal Telencephalon E10.5-16.5 0.1 48 9
Mouse Neurosphere (El 1.5-14.5) 0.03 42 10
Mouse E9.5 embryo heart 0.i5 58 15
Mouse cell lines 0.2 - -
Rat Liver 02 -
Rat Kidney 0.2 - .
Rat Uterus 0.04 56 5
Rat Ovary 0.04 56 9
Human Cancer Cell Lines 0.2 e 26
Xenopus liver 0.03 - -
Xenopus embryo 0.15 - -

temperature was set between 60° and 65°C with a prod-
uct size of approximately 100 base pairs using an algo-
rithm (nearest neighbor method, TAKARA BIO Inc,
Japan), and the amplification co-efficiency (E) was set
within the range 0.9 £ 0.1 (E = 22 {-(1/slope) }-1 on a plot
of log2 (template) against Ct value). For the GeneChip
system, the signal/copy performance of each probe set
depended on the strategy of designing the probes to keep
the hybridization constant/melting temperature within a
narrow range, ensuring that the dose-response perform-
ances of the probe sets were similar (cf. hup://
www.affymetrix.com/technology/design/index.affx). Fail-
ing this, any differences should at least be kept constant
within the same make/version of the GeneChip. Taking
into consideration the biases that lead to imperfections in
estimating absolute copy numbers in each gene/probe set,
we developed normalization methods to set up a com-
mon scale for Q-PCR and Affymetrix GeneChip systems.

The grade-dosed spike cockiail (GSC) and the "spike
factor" for the Percellome method

A set of external spike mRNAs was used to transfer the
measurement of cell number in the sample (as reflected
by its DNA content) to transcriptome analysis. For the

spikes, we utilized five Bacillus subtilis mRNAs that were
left open for users in the Affymetrix GeneChip series. The
extent to which the Bacillus RNAs cross-hybridized with
other probe sets was checked for the Affymetrix GeneChip
system. The GSC was applied to Murine Genome U74Av2
Array (MG-U74v2) GeneChips with or without a liver
sample. As shown in Figure 2, cross-hybridization
between Bacillus RNAs and the murine gene probe sets
was negligible [see Additional files 3 and 4]. Mouse
Genome 430 2.0 Array (Mouse430-2), Mouse Expression
Arrays 430A (MOE430A) and B (MOE430B), Rat Expres-
sion Array 230A (RAE230A), Xenopus laevis Genome Array
and Human Genome U95Av2 (HG-U95Av2) and U133A
(HG-U133A) Arrays sharing the same probe sets for these
spike mRNAs showed no sign of cross-hybridization with
the Bacillus probes (data not shown).

We prepared a cocktail containing in vitro transcribed
Bacillus mRNAs in threefold concentration steps, i.e.
777.6 pM (for AFFX-ThrX-3_at), 259.4 pM (for AFFX-
LysX-3_at), 86.4 pM (for AFFX-PheX-3_at), 28.8 pM (for
AFFX-DapX-3_at) and 9.6 pM (for AFFX-TrpnX-3_at). By
referring to the amount of DNA in a diploid cell and
employing a "spike factor" determined by the ratio of
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Frequency of probe set

Figure 3

Positioning of GSC spike mRMAs in Affymetrix
GeneChip dose-response range. A frequency histogram
of the probe sets of Affymetrix GeneChip Mouse430-2 is
shown. The histogram for all probe sets (gray) shows near-
normal distribution. Blue columns are the "present” calls (P),
red columns "absent” calls (A} and green "marginal” calls. The
five yellow lines indicate the positions of the GSC spike
mRNAs that are chosen to cover the "present” call range by
a proper "spike factor".

total RNA to genomic DNA in a tissue type (Table 1), the
spike mRNAs were calculated to correspond to 468.1,
156.0,52.0, 17.3 and 5.8 copies per cell (diploid), respec-
tively, for the mouse liver samples (spike factor = 0.2). The
ratio of mRNAs in the cocktail is empirically chosen
depending on the linear range of the measurement system
and the available number of spikes. Here, we set the ratio
to three to cover the "present" call probe sets of the
Affymetrix GeneChip system (Figure 3).

We tested this grade-dosed spike cocktail (GSC) by Q-PCR
and confirmed that the Ct values of the spike mRNAs were
linearly related to the log concentrations {cf. Figure 4a),
i.e. could be expressed as

Ct=alogC+p {1}

The GSC was also tested by the GeneChip system and it
was confirmed that the log of the spike mRNA signal
intensities was linearly related to the log of their concen-
trations (cf. Figure 4b),

http://www .biomedcentral. com/1471-2164/7/64

logS=ylogC+8 {2}

The linear relationship between the Ct values (Ct) and the
log of RNA concentration (log C) was reasonable given
the definition of Ct values (derived from the number of
PCR cycles, i.e. doubling processes}. The linear relation-
ship between the log of GeneChip signal intensity (log S)
and the log of RNA concentration (log C) was rationalized
by the near-normal distribution of log S over all tran-
scripts (cf. Figure 3).

Calculation of copy numbers of afl geneslprobe sets per
cell

As described above, using a combination of DNA content
and the spike factor of the sample, the GSC spike mRNAs
become direct indicators of the copy numbers (C') per
cell. When the samples were measured by Q-PCR or Gene-
Chip analysis, the five GSC spike signals in each sample
should obey function {1} for Q-PCR and function {2} for
GeneChip with a good linearity. If the observed linearity
was poor, a series of quality controls was performed and
the measurement repeated. The coefficients of the func-
tions were determined for each sample by the least
squares method. Under the assumption that all genes/
probe sets share the same signal/copy relationship, signal
data for all genes/probe sets were fitted to the functions
{1'} or {2'}, which are the individualized functions of
{1} and {2} for each sample measurement (i).

{1}

Log (8) =yilog(CY) +3i {2}

Ct = ai log(C') + Bi

(i = sample measurement no.)

The Q-PCR Ctvalues (Ct) and microarray signal values (S)
of all mRNA species in the sample (i) are converted to
copy numbers per cell (C') by the inverses of functions
{1'} and {2'}, i.e. {3} and {4} below:

C' = BA(Ce-Bi) /i) {3}

for Q-PCR (Figure 4a).;

C' = BA((logS-1i)/s1) {4}

for GeneChips (Figure 4b),

where B is the logarithmic base used in {1} and {2} (see
Materials and Methods for details).

Real world performance of the Percellome method

The correspondence between Q-PCR and GeneChip was
tested using a sample set from 2,3,7,8-tetrachlorodiben-
zodioxin (TCDD)-treated mice. Sixty male C57BL/6 mice
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(a) Q-PCR GSC standard curve

. Ct = -5.136 X log(C') + 31,083
(R2 = 0.9837)
g o € = 10 A ((Ct-31.083)/(-5.136)
g
Q-
log(C)
C'=copy number per cell in sample homogenate
(b) GeneChip GSC standard curve
4
g
E
—~F
Do
Se o
=5 H 10g(8) = 0.9846 x log(C) + 1.2353
f (R? = 0.9785)
3
b “C’ = 10 4 {(log(S) ~ 1.2358)/0.9846
log(C’)
C'=copy number per cell in sample homogenate
Figure 4

The dose-response linearity of the GSC spikes in Q-
PCR and the Affymetrix GeneChip array system. Lin-
ear relationships are shown between (a) the Q-PCR Ct val-
ues and log of copy number {log (C"), and (b) the GeneChip
log signal intensity (log(S)) and log of copy number (log (C"))
of the GSC mRNAs. The regression functions were obtained
by the least squares method. The inverse functions (*) were
further used to generate the copy numbers of all other
genes/probe sets for Percellome normalization.

were divided into 20 groups of 3 mice each. TCDD was
administered once orally at doses of 0, 1, 3, 10 and 30 pg/
kg, and the livers were sampled 2, 4, 8 and 24 h afier
administration. Nineteen primer pairs were prepared for
Q-PCR and the Ct values of the liver transcriptome were
measured. The same 60 liver samples were measured
using the Affymetrix Mouse430-2 GeneChip [see Addi-
tional files 5 through 8 and 9 through 12]. Q-PCR and
GeneChip data were normalized against cell number by
functions {3} and {4}, respectively. The averages and
standard deviations (sd) of each group (n = 3} were calcu-
lated and plotted as three layers of isoborograms on to 5

4 matrix three-dimensional graphs (Figure 5). Together
with another sample set (data not shown), a total of
thirty-six primer pairs were compared, and there was a

http:/iwww biomedcentral. com/1471-2164/7/64

correlation of up to 90% between the Q-PCR and Gene-
Chip surfaces. It is notable that not only the average sur-
faces but also the +1sd and -1sd surfaces corresponded
closely in shape and size. We infer that the differences
resulted mainly from biological variations among the
three animals in each experimental group rather than
from measurement error (cf. Figure 7).

An important feature of Percellome normalization is its
independence from the overall expression profile of the
sample. When gene expression profiles differ among sam-
ples, Percellome normalization produces a robust tran-
scriptome that is different from total-RNA dependent
global normalization. As an example, Figure 6 shows the
results of an experiment on the uterotrophic response of
ovariectomized mice to estrogen treatment {12} [see Addi-
tional files 13 and 14]. The uteri of the vehicle control are
atrophic because the ovaries, the source of intrinsic estro-
gens, are absent. The uteri of the treated groups are hyper-
trophic owing to estrogenic stimulus from the test
compound administered. Global normalization {90 per-
centile) between the vehicle control group and the high-
dose {1,000 mg/kg) group indicated that 4,600 of 12,000
probe sets showed 2-fold or greater increase, 470 were
reduced by 0.5 or less, and 7,400 remained between these
extremes. In contrast, analysis of Percellome-normalized
data revealed that almost all the 12,000 probe sets showed
a 2-fold or greater increase, including actin, GAPDH and
other housekeeping genes. The hypertrophic tissues, con-
sisting of cells with abundant cytoplasm, provide convinc-
ing evidence for the increases in various cellular
components including housekeeping gene products.

Another important feature of Percellome normalization is
the commonality of the expression scale across platforms.
Batch conversion can be performed between results
obtained from different platforms when the data are gen-
erated by the Percellome method. A practical strategy for
such normalization is to prepare a set of samples from a
target organ of interest with differences in gene expres-
sion, and measure them once by each platform. Data con-
version functions with good linear dose-response
relationships can be obtained individually for those
genes/probe sets that are measured by both platforms
(Figure 7).

Discussion

We have developed a novel method for normalizing
mRNA expression values to sample cell numbers by add-
ing external spike mRNAs to the sample in proportion to
the genomic DNA concentration. For non-diploid or ane-
uploid samples, an average DNA content per cell should
be determined beforehand for accurate adjustment. When
there is significant DNA synthesis, a similar adjustment
should be considered.
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Correspondence between Q-PCR and GeneChip data. Sixty male C57BL/6 mice were divided into 20 groups of 3 mice
each. 2,3,7,8-tetrachlorodibenzodioxin (TCDD) was administered once orally at doses of 0, 1, 3, 10 and 30pg/kg, and the liver
was sampled 2, 4, 8 and 24 h after administration. The liver transcriptome was measured by the Affymetrix Mouse430-2 Gene-
Chip. For Q-PCR, nineteen primary pairs were prepared and the Ct values of the same 60 liver samples were measured (19
genes and 5 spikes in duplicate, using a 96-well plate for 2 samples, total 30 plates). The Percellome data were plotted on to 3-
dimensional graphs for average, +1sd, and — Isd surfaces as shown in (2). The scale of expression (vertical axis) is the copy
number per cell. The 0 h data (*) are copied from the 2 h/dose 0 point for better visualization of the changes after 2 h. The sur-
faces are demonstrated as a grid plot (b) where the grid points indicate one treatment group (n = 3), and a smoothened spline
surface plot (c) for easier 3D recognition ((b), (¢): Gys2 (glycogen synthase 2, 1424815_ at) showing a typical circadian pattern.
(d) the smoothened plots of 6 representative genes/ probe sets generated by Q-PCR (red) and GeneChip {blue). AhR (arylhy-
drocarbon receptor, 1450695_at) showed imperfect correspondence. Cyplal (cytochrome P450, family |, subfamily a,
polypeptide |, 422217 _a_at) and Cypla2 (1450715_at) showed good correlations between Q-PCR and GeneChip except for
the saturation in GeneChips above ¢. 400 copies per cell. Cyplbl (1416612 _at) and Cyp7al (1422100_at) showed good corre-
spondence. Hspala (heat shock protein | A, 1452888 _at) showed fair correspondence despite low copy numbers, near the
nominal detection limit of the Affymetrix GeneChip system.

The smallest sample to which we have successfully
applied the direct DNA quantification method with suffi-
cient reproducibility is the 6.75 dpc (days post coitus)
mouse embryo which consists of approximately 5,000
cells. This sample size is also approximately the lower
limit for double amplification protocol to obtain suffi-
cient amount of RNA for Affymetrix GeneChip measure-
ment (cf. htp://www.affymetrix.com/Auth/support/
. . i)

High-resolution technology such as laser-capture micro-

dissection (LCM) has become popular and the average
sample size analyzed is getting smaller. An alternative
method for LCM samples is to count the cell number in
the course of microdissection. Although we have not yet
applied Percellome method to LCM samples, we have
applied the alternative method to cell culture samples to
gain Percellome data. Stereological and statistical calcula-
tions should become available to correct the number of
partially sectioned cells in the LCM samples. Another
issue for small samples is the yield of RNA. Approximately
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Figure 6

Uterotrophic response of ovariectomized female
mice by an estrogenic test compound.(a) Shows the
uterine weight, which increases in a dose-dependent manner;
V, vehicle control; Low, low dose; ML, medium-low dose:
MH, medium-high dose; High, high dose group. (b) Shows the
line display of uterine gene expression (Affymetrix MG-
U74v2 A GeneChips) normalized by global normalization (90
percentile), and (c) by the Percellome normalization. Aver-
ages of three samples per group were visualized (by K. A).
The five white lines are the GSC mRNAs. The green and blue
lines are actin (AFFX-b-ActinMur/M12481 _3_at) and
GAPDH (glyceraldehyde-3-phosphate dehydrogenase, AFFX-
GapdhMur/M32599_3_at), respectively. By global normaliza-
tion, 7,400 probe sets remained unchanged and 4,600 probe
sets increased more than two-fold in the H group compared
to the V group, whereas almost all probe sets measured had
increased. It is noted that housekeeping genes such as actin
and GAPDH are significantly induced on a per cell basis.

30 ng of total RNA is retrieved from a single 6.75 dpc
mouse embryo. This amount is sufficient for a double
amplification protocol (DA) to prepare enough RNA for
an Affymetrix GeneChip measurement. An inherent prob-
lem with the DA data is that the gene expression profile
differs from that of the default single amplification proto-
col {SA). Consequently the DA percellome data differ
from that of SA as if they were produced by a different
platform. To bridge the difference, we applied the proce-
dure that was used for data conversion between Q-PCR

http:/lwww biomedcentral.com/1471-2164/7/64

and GeneChip (cf. Figure 7). A set of spiked-in standard
samples including the LBM sample set (of sufficient con-
centration) were measured by the SA protocol and diluted
versions to the limit measured by the DA protocol. These
data provided us with information about whether DA was
successful as a whole (by comparing 5’ signal to 3' signals
of selected probe sets) and which probe sets were properly
amplified by DA (by checking the linearity of the diluted
LBM data). For those probe sets that proved to be linearly
amplified, conversion functions between DA and SA were
generated. These details, along with embryo expression
data will be published elsewhere.

Figures 5 and 7 indicate a close correspondence between
the data generated by Q-PCR and GeneChip analyses.
Since each of the 60 samples was normalized individually
against each GSC signal, the high similarity between the
two platforms indicates the robustness and stability of
this spike system (cf. Figure 7, Cyp7al data). Although
more spikes could potentially increase the accuracy of
normalization, our experience is that five spikes are prac-
tically sufficient for covering the detection range of Gene-
Chip microarrays and Q-PCR, as long as they are used in
combination with the "spike factor". The overall benefits
of using a minimum number of external spikes include
lower probability of cross-hybridization, a reduced
number of wells and spots occupied by the spikes in the
Q-PCR plates and small scale microarrays, and less effort
in preparation, QC and supply.

The Percellome data can be truly absolute when all mRNA
measurements including GSC spikes are strictly propor-
tional to the original copy numbers in the sample
homogenate. As noted earlier, this condition is not guar-
anteed by any platform despite linearity of response.
Therefore, the Percellome-normalized values have some
biases for each primer pair/probe set, depending on the
steepness of the dose-response curves. An advantage of
Percellome normalization is that, as long as such biases
are consistently reproduced within a platform, the data
can be compared directly among samples/studies on a
common scale. Consequently, when a true value is
obtained by any other measure, all the data obtained in
the past can be simultaneously batch-converted to the true
values.

This batch-conversion strategy can be extended to data
conversion between different versions and different plat-
forms, as long as the data are generated in copy numbers
"per cell". We have shown an example between Affymetrix
GeneChip and Q-PCR for limited numbers of probe sets
{cf. Figure 7). Custom microarrays that accept our GSC for
Percellome normalization are in preparation by Agilent
Technologies (single color) and GE Healthcare (CodeLink
Bioarray).
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Conversion functions between Q-PCR and GeneChip. The data shown in Figure 5 as 3D surfaces are shown as a scatter
plot (60 plots). The regression function can be used to convert Q-PCR to GeneChip and vice versa, with a level of certainty
indicated by coefficient of correlation. It is noted that Cyplal and Cypla2 became saturated above about 400 copies per cell in
GeneChip system (indicated in pink plots). Cyp7al showed high linearity, indicating that the variation shown by the split +1sd
and -|sd surfaces in Figure 5 reflected biological (animal) variation, not measurement errors.

Another important contribution of Percellome analysis is
in the area of archived data in private and public domains.
Firstly, Percellome data are the result of a simple linear
transformation of the raw microarray data; preserving the
distribution and order of the probe set data. Therefore,
parametric or non-parametric methods should be able to
align the data distribution and generate estimates of
mRNA copy number of the non-spiked archival samples.

Any archival samples that are re-measurable by Percel-
lome method will greatly increase the accuracy of estima-
tion. Secondly, percellome can provide appropriate
bridging information between old and new versions of
Affymetrix GeneChips, such as human HU-95 and HU-
133, murine MU-74v2 and MOEA430 series. This should
also facilitate comparisons between newly generated and
archived data.
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The Percellome method was developed for a large-scale
toxicogenomics project [13] using the Affymetrix Gene-
Chip system. It was intended to compile a very large-scale
database of comprehensive gene expression profiles in
response to various chemicals from a series of experi-
ments conducted over an extended time period. However,
the method also proved to be useful for small-scale plat-
forms such as 96 well plate-based Q-PCRs as shown
above, and probably for small-scale targeted microarrays.
In both cases, highly inducible or highly transcribed genes
are likely to be selected. Therefore, the expression profiles
may differ significantly among samples such that profile-
dependent normalization (e.g. global normalization)
may not be applicable. In such cases, the profile-inde-
pendent nature of the Percellome method provides a
robust normalization.

To demonstrate the profile-independence of the Percel-
lome method, we chose an extreme case - the utero-
trophic response assay (cf. Figure 6). The treated uteri
were composed of hypertrophic cells with abundant cyto-
plasm whereas the untreated uteri were composed of
hypoplastic cells with scant cytoplasm. This indicates that
the uteri of untreated ovariectomized mice were quies-
cent, and that a majority of the inducible genes were prob-
ably transcriptionally  inactive.  Therefore, the
identification of most genes as being induced by 2-fold or
greater is reasonable and expected. In most in vivo experi-
ments, the gene profiles of the samples are much more
similar. However, there is always a set of genes that is
found to be "increased” when analyzed on a "per one cell”
basis that are declared to be “decreased” by global type
normalization, or vice versa. Such increase/decrease calls
made by the global type normalization can differ accord-
ing to the normalization parameters. In both cases, the
Percellome method can inform the researcher how much
the expression profiles are distorted by the treatment, such
as in the case of the uterotrophic assay. We also note that
in vitro experiments such as cell-based studies tend to gen-
erate data similar to that of uterotrophic experiment.

Conclusion

Percellome data can be compared directly among samples
and among different studies, and between different plat-
forms, without further normalization. Therefore, "percel-
lome" normalization can serve as a standard method for
exchanging and comparing data across different platforms
and among different laboratories. We hope that the Per-
cellome method will contribute to transcriptome-based
studies by facilitating data exchanges among laboratories.

Methods

Animal experiments
C57BL/6 Cr Slc (SLC, Hamamatsu, Japan) mice main-
tained in a barrier system with a 12 h photoperiod were

http:/www .biomedcentral.com/1471-2164/7/64

used in this study. For the liver transcriptome experi-
ments, twelve week-old male mice were given a single
dose of the test compound by oral gavage, and the liver
was sampled at 2, 4, 8 and 24 h post-gavage. For the uter-
otrophic experiment, 6 week old female mice were ova-
riectomized 14 days prior to the 7 day repeated
subcutaneous injection of a test compound [12]. Animals
were euthanized by exsanguination under ether anesthe-
sia and the target organs were excised into ice-cooled plas-
tic dishes. Tissue blocks weighing 30 to 60 mg were placed
in an RNase-free 2 ml plastic tube (Eppendorf GmbH.,
Germany) and soaked in RNAlater (Ambion Inc., TX)
within 3 min of the beginning of anesthesia. Three ani-
mals per treatiment group were used and individually sub-
jected to transcriptome measurement.

Sample homogenate preparation

The tissue blocks soaked in RNAlater were kept overnight
at 4°C or until use. RNAlater was replaced in the 2 ml
plastic tube with 1.0 ml of RLT buffer (Qiagen GmbH,,
Germany), and the tissue was homogenized by addinga 5
mm diameter Zirconium bead (Funakoshi, Japan) and
shaking with a MixerMill 300 (Qiagen GmbH., Germany)
at a speed of 20 Hz for 5 min (only the outermost row of
the shaker box was used).

Direct DNA quantitation i

Three separate 10 pl aliquots were taken from each sample
homogenate to another tube and mixed thoroughly. A
final 10 pl aliquot therefrom was treated with DNAse-free
RNase A (Nippon Gene Inc,, Japan) for 30 min at 37°C,
followed by Proteinase K (Roche Diagnostics GmbH.,
Germany) for 3 h at 55°C in 1.5 ml capped tubes. The
aliquot was transferred to a 96-well black plate. PicoGreen
fluorescent dye (Molecular Probes Inc., USA) was added
to each well, shaken for 10 seconds four times and then
incubated for 2 min at 30°C. The DNA concentration was
measured using a 96 well fluorescence plate reader with
excitation at 485 nm and emission at 538 nm. A phage
DNA (PicoGreen Kit, Molecular Probes Inc., USA) was
used as standard. Measurement by this PicoGreen method
and the standard phenol extraction method correlated
well (coefficient of correlation = 0.97, data not shown).
The smallest sample size for reproducible and reliable
DNA quantitation is about 5,000 cells that corresponds to
a 6.75 dpc mouse embryo.

The grade-dosed spike cocktail (GSC)

The following five Bacillus subtilis RNA sequences were
selected from the gene list of Affymetrix GeneChip arrays
(AFFX-ThiX-3_at, AFFX-LysX-3_at, AFFX-PheX-3_at,
AFFX-DapX-3_at, and AFFX-TrpnX-3_at) present in the
MG-U74v2, RG-U34, HG-U95, HG-U133, RAE230 and
MOEA30 arrays: thrC, thrB genes corresponding to nude-
otides 248-2229 of X04603; lys gene for diami-
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