
 

Supplementary information 1 

Mode of GH administration and gene expression in the female rat brain 2 

Marion Walser
1
, Linus Schiöler

2
, Jan Oscarsson

3
, Maria A I Åberg

4
, Ruth Wickelgren

5
, Johan 3 

Svensson
1
, Jörgen Isgaard

1,
 N. David Åberg

1, 4
 4 

 5 

Animal housing 6 

The rats were housed under standard conditions of temperature (24°C to 26°C) and a relative humidity 7 

(50% to 60%). A 10-h dark: 14-h light cycle was maintained with lights on between 0500h and 1900h. 8 

The rats had free access to fresh water and food pellets (Rat and mouse standard diet, B&K Universal 9 

Limited, Sollentuna, Sweden). 10 

Calculations of the Q-RT-PCR  11 

The amount of each transcript was normalized to the amount of Gapdh expressed in the same sample. 12 

For stability comparison of candidate reference genes, we applied the NormFinder software 13 

(http://www.mdl.dk), (Andersen, et al. 2004; Bonefeld, et al. 2008). All samples were analysed in 14 

duplicates. Quantification of Q-RT-PCR data was further processed by the relative comparative CT 15 

method (Sequence Detector User Bulletin #2, Applied Biosystems) as described previously (Walser, et 16 

al. 2014). 17 

Mixed model analysis (MMA) 18 

MMA allow the study of both fixed effects (as in the example usual ANOVA) and random effects. To 19 

account for the within-rat correlation, rat was used as a random effect. While MMA can be estimated 20 

by ANOVA methods, we instead used restricted maximum likelihood to better deal with unbalanced 21 

data. Also, a covariance parameter for each different transcript was added, as we found that the 22 

variances of different transcripts were unequal. Contrasts were constructed to compare the different 23 

categories of transcripts, rather than including category as a factor in the model. In conclusion, MMA 24 

was used for two separate analyses; to investigate i) effects of GHi and GHx2 in the Hx group and ii) 25 

and effects of Hx vs intact to evaluate whether the response by GHi and GHx2 was restoring 26 

expression towards the levels of intact samples. 27 

http://www.mdl.dk/

