
Supplementary table. 
 
Table S1. Oligonucleotides used as primers for generating dsRNAs. 

Gene Forward primer (5'3') Reverse primer (5'3') 

GFP aattaaccctcactaaagggatggtgagcaagggcgagga aattaaccctcactaaagggcttgtacagctcgtccatgc 

SPS1/SelD aattaaccctcactaaagggatgagctacgccgctgatg aattaaccctcactaaagggagttcatcgcccggtggta 

Dare aattaaccctcactaaaggggctgtggatgtggctaggat aattaaccctcactaaagggcagaactggtgtccagagca 

CG15093 aattaaccctcactaaaggggtcaaggccgtcctagagtg aattaaccctcactaaagggcgctgaacttctccttcttca 

Debcl aattaaccctcactaaagggtacgcgcacgatgact aattaaccctcactaaagggcatatatgcgcctgcagaga 

Pepck aattaaccctcactaaagggtatcgatgaagcctgggaag aattaaccctcactaaagggtgtctacgcgggaagatagc 

Adk3 aattaaccctcactaaagggaaaatctttcgcgctgtgat aattaaccctcactaaagggcgttgaggaaaagctccatc 

CG31075 aattaaccctcactaaagggctcctctgactgcccttcac aattaaccctcactaaagggaagatctcctcctgggcaat 

GS1 aattaaccctcactaaagggttgtcctgtgcgacacctac aattaaccctcactaaagggccggtcttcgaggtatcctt 

l(2)01810 aattaaccctcactaaagggaacggatgacgattctgagg aattaaccctcactaaagggatgtagaagccccaatcgtg 

CG16888 aattaaccctcactaaagggcgaatcctcgccaagaagta aattaaccctcactaaagggagcttcttcagtcgctgctc 

CG3085 aattaaccctcactaaagggggagaagctcaatcgtctgg aattaaccctcactaaagggttcagtgcatccgtcttgtc 

CG8745 aattaaccctcactaaagggctgagcaaaacggagaccat aattaaccctcactaaagggagcgtaccgcatcgtagact 

CG31337 aattaaccctcactaaagggtttgtgctgcgaactcaaag aattaaccctcactaaagggcacaagaaccaactcgagca 

CG32625 aattaaccctcactaaaggggacgaattagctcgctgtcc aattaaccctcactaaagggttcggatcatatgtcgaaacc 

Alp23b aattaaccctcactaaagggtacgctcgcactagcaagaa aattaaccctcactaaaggggcttcaggatccagttgctc 

Tsp42Ed aattaaccctcactaaagggttatcaccttcggctccatc aattaaccctcactaaagggtggtctggacgatcttctcc 



Table S2. Oligonucleotides used as primers for RT-PCR or in generating probes for northern or Southern analyses 

Gene Forward primer (5'3') Reverse primer (5'3') 

SPS1/SelD tactaggccacgctcaaa  gccggttacaactgaatg 

SPS2 ttggtttactgggtcacg  gcgataaccaaactcgat  

Cytb ggacgaggaatttattacggttc  gttgaatatgggcaggtgttac  

ND5 tgtgaataatagccccagcaca  tagggtgagatggtttaggact  

COI gctggaattgctcatggtgga  tccaacggtaaatatatgatgagc  

RP49 cagtcggatcgatatgcta  aatctccttgcgcttctt  

 

 
Table S3. Oligonucleotides used as primers for constructing vectors 

Gene Forward primer (5'3') Reverse primer (5'3') 

GS1 aagcttgctagccaccatggcactacgcgtggcagg aagcttggatcctcgttgagcaggcaggtgc 

L(2)01810 aagcttgctagccaccatgacgcaacagccacaatg aagcttggatccgagctctgctccagaccac 

HA gatccctacccatacgatgttccagattacgcttaagc ggccgcttaagcgtaatctggaacatcgtatgggtagg 
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Supplementary figure legends 
 
Fig. S1. Staining of endoplasmic reticulum (ER), Golgi and lysosome. To stain ER (A panel) 
and Golgi (B panel), Drosophila SL2 cells were transfected with pAcPDIDsRed, which encodes 
PDI-red fluorescence protein (RFP) and pAc(ΔC)ManDsRed which encodes mannosidase-RFP 
fusion proteins, respectively, dsRNA of SPS1/SelD was then added into culture media and the 
cells were observed with a confocal microscope four days after dsRNA transfection as described 
in Experimental Procedures. (C) Four days after dsRNA transfection, LysoTracker Red was 
added to the culture medium to stain lysosome. After staining, images were observed with a 
confocal microscope. Scale bars represent 5 µm in all images. As shown in all panels, vacuole-
like globular structures (VLGSs) did not overlap with ER, Golgi or lysome. 
 
Fig. S2. Inhibition of megamitochondria formation by methionine sulfoximine (MSO). 
After Drosophila SL2 cells were transfected with either SPS1/SelD dsRNA or GFP dsRNA, the 
cells were then incubated in the presence or absence of 3 mM MSO for four days and either an 
extract prepared for assessing SPS1/SelD levels by Western blotting (A) or analyzed for 
megamitochondria formation (B) as described in Experimental Procedures. In (A), the effect of 
MSO on SPS1/SelD levels was determined in extracts of transfected cells using anti-SPS1/SelD 
antibody as indicated. α-tubulin was used as a loading control. In (B), the effect of MSO on 
megamitochondria formation was determined by observing cells under a confocal microscope. 
Scale bars represent 10 µm.  
 
Fig. S3.  Glutamine synthetase activity in SPS1/SelD knockdown cells. Following 
transfection with GFP or SPS1/SelD dsRNA, 6×107 cells were harvested and mitochondria 
isolated as described (supplementary reference 1), the mitochondria lysed with 0.5% Triton-
X100, protein measured in the lysed extract by the method of Bradford (supplementary 
reference 2) and glutamine synthetase (GS) activity measured by the radioisotopic method of 
Prusiner and Milner (supplementary reference 3). Labeled glutamine was measured with a Tri-
Carb 2900TR liquid scintillation analyzer (Perkin Elmer). GS activity is expressed in nanomoles 
of glutamine formed per mg of protein per hour. Experiments were performed in triplicate and 
error bars denote the standard deviation from the mean of three independent experiments. 
 
Fig. S4. Effect of ROS generation on megamitochondria formation and GS1 and l(2)01810 
expression. (A) To induce ROS, cultured normal were treated with 1 mM tert-butyl 
hydroperoxide (TBHP) or 10 mM paraquat for 12 hrs. The cells were stained with 10 µM 
H2DCFDA (A) or with 1 µg/ml JC-1 (B) and observed under a confocal microscope. Scale bars 
represent 5 µm. (C) Measurement of mRNA levels GS1 and l(2)01810. Total RNAs were 
isolated from each group of cells and cDNAs generated from 3 μg of total RNA, and RT-PCR 
was performed using 150 ng of cDNA as template. After 27 cycles of amplification, DNAs were 
separated on 2% agrose gel. rp49 was used as an internal control.  
 
Fig. S5.  DNA fragmentation and cell blebbing in SPS1/SelD knockdown cells. (A) DNA 
fragmentation assay. dsRNAs of GFP or SPS1/SelD were added into the culture media, the cells 
harvested each day until day 5 after dsRNA addition, total DNAs prepared and analyzed on an 
agarose gel as described in Experimental Procedures. To provide a positive control, cells were 
treated with 20 µg/ml of cycloheximide (CHX) for 24 hrs. (B) Examination of cell blebbing 
after SPS1/SelD knockdown. Seven days after SPS1/SelD knockdown, cell morphology was 
examined under an inverted microscope at ×200 of magnification. No blebbing was observed 
in the SPS1/SelD knockdown cells. 
 
Fig. S6. Effect of GS1 and l(2)01810 over-expression on cell growth. Growth rates of 
Drosophila SL2 cells in which GS1 and 1(2)01810 were over-expressed were determined by 
MTT assay as described in Experimental Procedures. The cells were transfected with plasmids 
encoding GFP (Mock), GS1-HA (yellow triangle), l(20)1810 (red circle) or co-transfected with 



plasmids encoding GS1 and l(2)01810 (blue triangle). Cells were measured for MTT contents 
each day until day 5 as described in Experimental Procedures. Experiments were performed in 
triplicate and error bars denote the standard deviation from the mean of three independent 
experiments.  
 
 
Supplementary references 
 
1. Teranish, M., Karbowski, M., Kurono, C., Nishizawa, Y., Usukura, J., Soji, T., and 

Wakabayashi, T. (1999) Arch. Biochem. Biophys. 366, 157-167 
2. Bradford, M. M. (1976) Anal. Biochem. 72, 248-254 
3. Prusiner, S., and Milner, L. (1970) Anal. Biochem. 37, 429-438 
 
 


	supplementary Table S1_3 JBC (091109)[1].pdf
	Shim et al Suppl Figs[2nd rev]
	Shim et al's JBC MS - Suppl Fig Legends[2nd rev]


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /All
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveEPSInfo true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org)
  /PDFXTrapped /Unknown

  /Description <<
    /FRA <>
    /ENU (Use these settings to create PDF documents with higher image resolution for improved printing quality. The PDF documents can be opened with Acrobat and Reader 5.0 and later.)
    /JPN <FEFF3053306e8a2d5b9a306f30019ad889e350cf5ea6753b50cf3092542b308000200050004400460020658766f830924f5c62103059308b3068304d306b4f7f75283057307e30593002537052376642306e753b8cea3092670059279650306b4fdd306430533068304c3067304d307e305930023053306e8a2d5b9a30674f5c62103057305f00200050004400460020658766f8306f0020004100630072006f0062006100740020304a30883073002000520065006100640065007200200035002e003000204ee5964d30678868793a3067304d307e30593002>
    /DEU <>
    /PTB <>
    /DAN <>
    /NLD <>
    /ESP <>
    /SUO <>
    /ITA <>
    /NOR <>
    /SVE <>
    /KOR <FEFFd5a5c0c1b41c0020c778c1c40020d488c9c8c7440020c5bbae300020c704d5740020ace0d574c0c1b3c4c7580020c774bbf8c9c0b97c0020c0acc6a9d558c5ec00200050004400460020bb38c11cb97c0020b9ccb4e4b824ba740020c7740020c124c815c7440020c0acc6a9d558c2edc2dcc624002e0020c7740020c124c815c7440020c0acc6a9d558c5ec0020b9ccb4e000200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /CHS <FEFF4f7f75288fd94e9b8bbe7f6e521b5efa76840020005000440046002065876863ff0c5c065305542b66f49ad8768456fe50cf52068fa87387ff0c4ee563d09ad8625353708d2891cf30028be5002000500044004600206587686353ef4ee54f7f752800200020004100630072006f00620061007400204e0e002000520065006100640065007200200035002e00300020548c66f49ad87248672c62535f003002>
    /CHT <FEFF4f7f752890194e9b8a2d5b9a5efa7acb76840020005000440046002065874ef65305542b8f039ad876845f7150cf89e367905ea6ff0c4fbf65bc63d066075217537054c18cea3002005000440046002065874ef653ef4ee54f7f75280020004100630072006f0062006100740020548c002000520065006100640065007200200035002e0030002053ca66f465b07248672c4f86958b555f3002>
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


